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Abstract

Biological contaminants and biomolecules play a major role in disease etiology and patho-
genesis. In the context of disease prevention and management, removal of biological contam-
inants and biomolecules often relies on separations performed in fluidic systems. The design
and operation of such systems relies fundamentally on understanding how fluidic transport
phenomena are governed by material properties and effects such as sorption. This thesis
focuses on understanding transport phenomena in two novel fluidic systems and leverages
the insights to develop devices for water filtration and blood purification.

In the first section, we focus on the characterization and engineering of gymnosperm
xylem for developing water filters. The xylem tissue, which transports water and nutrients
in plants, has nanoscale pores that can remove contaminants from water. However, xylem’s
functional attributes as a water filter, such as flow rate, filtration capacity, rejection per-
formance, susceptibility to foulants in water, etc., are not well-understood. Additionally,
methods that can help tailor these attributes to suit practical needs have not been devel-
oped. We generate new insights into the mechanisms that govern the transport of water
through xylem. These include the non-linear dependence of resistance to fluid flow on fil-
ter thickness explained using a percolation-based model, ‘self-blocking’ behavior governed
by the dissolution and convective re-deposition of hemicellulose within the xylem conduits,
and elevated propensity for fouling in the presence of large organic molecules and dust. We
use these insights to develop methods for fabrication of practically useful xylem filters. We
demonstrate that these filters have shelf-life >2 years and can provide >3 log removal of F.
coli, MS-2 phage, and rotavirus from synthetic test waters and coliform bacteria from natural
water sources. To show how xylem could be incorporated in filtration devices, we develop a
gravity-operated functional device prototype for household drinking water treatment using
user-centered design approaches. The findings related to the characterization, modeling, and
engineering of xylem reported in the thesis fundamentally advance the state of knowledge
about xylem tissue and lay the groundwork for the design and development of a wide variety
of xylem-based devices in the future.

In the second section, we focus on modeling cytokine transport in an extracorporeal blood
purification (EBP) device for managing hypercytokinemia. Traditional EBP methods, which
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focus on non-specific removal of broad-spectrum cytokines to regulate host immune response,
have many disadvantages, such as potential immuno-suppression and elimination of desirable
molecules. A cytokine-specific EBP method can overcome these drawbacks. We study the
cytokine binding and transport characteristics in a device, where selective cytokine removal
is achieved by pumping the blood through tubes coated with antibodies. Analogous to the
Lévéque problem, we develop a mass transport model which can predict the rate of cytokine
removal and volumetric clearance as a function of device geometry, operational conditions,
and surface properties. These predictions matched in vitro experimental results. In the
future, such devices could be used for creating flexible and highly selective blood-filtering
platforms for elimination of individual, harmful cytokines as they are expressed, facilitating
the development of personalized treatment strategies.

Thesis Supervisor: Rohit N. Karnik
Title: Professor of Mechanical Engineering
Associate Department Head for Education
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Chapter 1

Introduction

Biological contaminants and biomolecules play a major role in disease etiology, pathogenesis
and management [4, 5]. Biological contaminants, which include microbes, allergens, and
molds, can cause inflammations, infections, allergies etc. and have an adverse impact on
human health [6]. Infectious diseases caused by pathogenic microbes were the third major
cause of global death in 2016 |7]. Biomolecules comprise primarily of carbohydrates, proteins,
nucleic acids and lipids [8]. While dysfunctional biomolecular interactions are known to be
causative factors for several genetic diseases and disorders [9, 10|, biomolecules are also an
integral part of the immune system and significantly influence host response to a disease and
its progression [11]. Further, biomolecules such as antibodies and peptides have also become
increasingly popular as novel drug modalities for therapeutic applications.

In the context of disease prevention and management, the use of separation-based fluidic
methods has been widely explored for the removal and isolation of biological contaminants
and biomolecules [12, 13, 14|. Transport phenomena play a critical role in the design and
development of such devices. Separation is typically achieved due to the variation in trans-
port behavior between the target and bulk, which arises because of differences in physical,
chemical, mechanical, and electrical properties. Understanding the nature of these variations
is critical to guide the material selection, design, and operation of devices targeted towards
separation-based applications. For example, deterministic lateral displacement, a technique
where differences in hydrodynamic properties are exploited to modulate transport trajectory,

has been used for cell sorting [15, 16]. Antibody-binding methods, which use differences in
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the chemical affinity of antigens expressed on cell surface for sorption-based separation, are
also quite popular [17, 18]. Size-based separation is used in air filters to inhibit the transport
of molds and air-borne pathogens [19]. The same principle is used in water filters for removal
of microbial contaminants to make water safe for drinking [20] and in dialysis for removing
excess solutes and toxins from blood to treat patients with dysfunctional kidneys [21].
Through the investigation of transport and sorption phenomena in two under-explored
fluidic systems, this thesis focuses on the design and development of devices for water filtra-

tion and blood purification:

1. Engineering and characterization of gymnosperm xylem for developing wa-
ter filters: Naturally-occurring membranes in gymnosperm xylem have nanoscale
pores, which can be used for removing microbial contaminants from water. While the
hydraulic properties of xylem have been well-characterized in the context of sap trans-
port in plants [22, 23, 24|, xylem’s functional attributes as a water filter, such as flow
rate, filtration capacity, and variation in flow rate over time, particularly with contam-
inated water as the fluid medium and in the absence of active transport mechanisms
that regulate flow in plants, are currently not well-understood. The thesis aims to
bridge this knowledge gap to determine if xylem is a suitable material for water filtra-
tion. Using these insights, the thesis also focuses on developing engineering methods for

fabricating practically useful xylem filters and devices for household water treatment.

2. Modeling transport behavior in extracorporeal blood purification (EBP)
devices for managing hypercytokinemia: Traditional EBP methods, which focus
on non-specific removal of broad-spectrum cytokines to regulate host immune response,
have many disadvantages, such as potential immuno-suppression and elimination of
desirable molecules. A cytokine-specific EBP method can overcome these drawbacks.
This thesis focuses on modeling the cytokine transport and binding behavior in a
cytokine-specific EBP method, where selectivity is achieved by pumping blood through
tubes coated with antibodies. The transport and binding characteristics are studied
as a function of device geometry, operational conditions, and surface properties to

develop a mass transport model which can predict the performance of the device and
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guide device design.

A detailed description of the background and the work accomplished in the context of
each of these aims has been provided in subsequent chapters. Part-I (Chapters 2-6) fo-
cus water filtration using xylem. Part-II (Chapter-7) focuses on removal of biomolecules
using extracorporeal blood purification device. Additionally, the thesis also covers prelim-
inary work on development of graphene-based device for analytical sample preparation in

biotherapeutic applications, which has been described in Appendix D.
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Part 1

Water filtration using gymnosperm

xylem
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Chapter 2

Background to xylem filters

2.1 Motivation

Access to safe drinking water is a cause of global health concern. Diarrheal diseases caused
by microbial contamination of water and poor sanitation are a global problem. In 2019,
diarrheal diseases accounted for 1.5 million deaths per year, primarily in resource-limited
settings amongst children under the age of five [7]. Majority of the deaths (57.8%) are caused
by bacterial pathogens, while water-borne viruses and protozoa account for 33.8% and 8.3%
of the fatalities respectively [25]. The number of deaths caused by different microorganisms

and their size is depicted in Figure 2-1.

Number of deaths
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Figure 2-1: Diarrheal deaths caused by different microorganisms and their size

Household water treatment (HWT) methods like chlorination, solar disinfection, and fil-
tration can significantly reduce the risk of diarrheal diseases |26, 27]. However, the adoption

of these methods in resource-constrained settings is often hindered by their limited availabil-
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ity in remote locations, incompatibility with local socio-cultural practices, high cost, or lack
of suitable financing schemes |26, 27, 28|. In addition, the common perception that water
that appears clear is safe for drinking, and the difficulty in appreciating the link between
diarrheal diseases and poor water quality, also impede uptake |26, 27, 28|. Novel water treat-
ment technologies that are inexpensive, readily available, socially acceptable, and effective
against water-borne pathogens have the potential to address these challenges and improve

access to safe drinking water.

2.2 Background

Gymnosperm (non-flowering plants like conifers) wood, a common material that is widely
available and traded across the globe [29], presents the intriguing possibility of creating
inexpensive, sustainable, and socially-acceptable filters to address this challenge [30, 31, 32,
33]. The gymnosperm sapwood consists largely of xylem tissue that conducts sap, with
longitudinally-oriented conduits called tracheids up to 10 mm long that are interconnected

by ‘pit membranes’ with pore size ranging from 100-500 nm (Figure 2-2) [23].

A Bark  Xylem Tracheid

Ginkgo Eastern white cedar Eastern white pine

Cross section Direction of
of branch/trunk water flow

Figure 2-2: Structure of gymnosperm xylem a. Schematic illustration. b. SEM images of pit membranes in
different gymnosperms [1]. Scale bar, 1 um

Fluid flowing through a transverse section of a branch that is thicker than a single tracheid
must therefore pass through the pit membranes, which can act as physical sieves that trap
particulate contaminants present in water [30] (Figure 2-3). Compared to most angiosperms

(flowering plants), the short length of tracheids and their high proportion in the cross-section

20



makes gymnosperm sapwood better-suited to creating compact filters.

Contaminated water

R, o ‘&K«.“'
Trapped 500 nm particles
102

0.25inches

99.67 100.00 98.28

100 —=
_ 1
I

Rejection (%)
©
(o]

©
(=2}

Eastem Ginkgo Eastern
Purified water White Cedar Biloba  White Pine

Figure 2-3: Schematic depiction and SEM images of filtration of 500 nm particles by xylem pit membranes
in a section of a branch (ginkgo, 1 cm diameter, 0.25 inch thickness) [1]. Scale bar, 1 ym. The bar graph
shows rejection of 500 nm particles (mean + s.d., n=3) by fresh xylem filters made from different tree species
(1 cm diameter, 0.25 inch thickness; see Method M4 in Appendix A for details).

The unique structure of gymnosperm xylem gives rise to two interesting questions: a) is
the xylem a suitable material for water filtration, and b) if so, how can it be engineered to
create practically useful water filters.

Previous studies have reported that pit membranes in pine xylem can filter bacteria from
deionized water and incorporation of silver nanoparticles in xylem can enhance removal of
bacteria [30, 33]. A known challenge with xylem filters is that their permeance (defined as
flow rate per unit area per unit pressure difference) drops significantly upon drying, which
limits their usability in dry state [30]. Wet filters have reasonable permeance, but have
limited shelf-life due to their propensity for degradation and are heavy to transport. Thus,
methods for preserving xylem in dry state are critical for their supply and distribution,
particularly to remote, low-resource settings where they are most needed.

Previous studies have shown that the xylem filters can be preserved in a dry state by
controlling their filter thickness [1]. The permeance in dried filters strongly depends on filter
thickness. While the underlying reason for this behavior was not known, it was reported that
permeance drops sharply upon increasing filter thickness beyond 0.25 inches. Since filters

have to be thicker than the conduit length to ensure contaminant removal, the minimum
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filter thickness is bounded by the conduit length in gymnosperms (which is typically <0.22-
inches long) [24]. To further improve rejection performance, multiple filters could be stacked
in series (Figure 2-4). Two 0.25-inch thick water-dried filters in series were reported to
have better rejection than a single 0.25-inch thick filter (1.70+0.24 log versus 0.95+0.16
log (p=0.015)), with the log rejection being additive, and higher rejection and permeance
recovery than a 0.50-inch thick filter (1.70£0.24 log versus 1.26+£0.06 log (p=0.04), and
48.8+4.9% versus 1.8£1.0% (p = 0.0013), respectively). Stacking could be also used in
conjunction with solvent treatment to further improve the rejection performance of filters,

which offers opportunities for tailoring the rejection capability of xylem to suit different

applications.

2.5 80 4 1
J} 3|3

2.0
T [P 8|8
1.5¢ {40 218
oL
1.0t g g
0.5} T =10
2|3
0.0 . 10 3|~
0.25" 0.50"0.25" in series =

Figure 2-4: Two 0.25-inch water-dried filters stacked in series perform significantly better than 0.25-inch and
0.50-inch thick water-dried filters (n=3, meants.d). [1]

Preliminary evidence also suggests that treating xylem filters with alcohols like ethanol
before drying could offer yet another method for preserving filters in dry format [1]. The
blockage of xylem filters upon drying is related to the physiological function of pit mem-
branes that have evolved to protect the plant against cavitation (i.e., nucleation of vapor
bubbles) [23| that could severely disrupt sap flow. In gymnosperms, surface tension forces
of a receding liquid meniscus (corresponding to an advancing vapor bubble) pull the pit
membrane towards an aperture in the cell wall; water-mediated adhesive forces cause the
pit membrane to seal against the cell wall, thereby isolating any cavitated conduits 34, 35].
While the exact mechanism underlying this phenomenon, referred to as ‘pit aspiration’, re-
mains to be elucidated, it relies on the presence of water to mediate adhesion [35]. Similar

to cavitation, drying induces the formation of liquid-vapor interfaces in the xylem, which
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triggers pit aspiration and reduces the permeance (with prior work reporting 100x drop in
flow rate for 1-inch thick filters) [30]. Pit aspiration can be reduced by replacing the sap in
the xylem with non-aqueous solvents, like alcohols, as it precludes water-mediated adhesion
between the pit membrane and the cell wall during drying [34, 35, 36]. Leveraging these
findings, a method for dry preservation of xylem filters involving treating them with ethanol
before drying was developed [1]. Pit membranes in ethanol-dried filters were found to be

unaspirated while those in water-dried filters were aspirated (Figure 2-5).

Figure 2-5: Effect of ethanol treatment on pit membranes. a,b. Aspirated pit membranes in water-dried
filters. c,d. Unaspirated pit membranes in ethanol-dried filters. [1]

Preliminary experiments showed that ethanol treatment results in higher recovery (ratio
of flow rate after and before drying) and the effect of ethanol treatment is more pronounced
for thicker filters.

While significant progress has been made towards preserving xylem filters in dry state, the

underlying reason for the strong non-linear dependence of permeance on length is not fully
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Figure 2-6: Effect of ethanol treatment on recovery for filters with different thickness [1].

understood. Experimental results from prior studies suggest that this dependence could
potentially be explained using percolation theory, but further investigation is warranted
to conclusively prove this hypothesis. Questions such as what is the shelf-life of ethanol-
treated filters, how repeatable and reliable is ethanol treatment given that the structural
characteristics of the xylem vary considerably within and across species, what is the effect of
ethanol treatment on rejection performance of filters and whether other solvents can be used
instead of ethanol remain to be answered. Further, several other material characteristics
of xylem that are critical for practical water filtration applications, such as its structural
stability over the course of its operational life, susceptibility to different foulants present in
water, and mechanisms of fouling, etc. remain to be explored. While the hydraulic properties
of xylem have been well-characterized in the context of sap transport in plants [22, 24, 37|,
xylem’s functional attributes as a water filter, such as flow rate, filtration capacity, and
variation in flow rate over time, etc., particularly with contaminated water as the fluid
medium and in the absence of active transport mechanisms that regulate flow in plants,
are currently not well-understood. Additionally, simple and inexpensive methods for filter
design and manufacture that help tailor xylem’s functional attributes to suit practical needs

are required to facilitate technology translation.
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2.3

Scope of thesis for Part-I

The thesis focuses on the following:

2.4

Investigation of the reason underlying the strong non-linear dependence of permeance
on length.

Characterization of the effect of ethanol treatment on permeance, rejection perfor-
mance, and shelf-life of xylem filters.

Investigation of material and operational characteristics of xylem (structural stability
of xylem over the course of its shelf- and operational-life, effect of contaminants on the
permeance, lifetime and rejection performance, fouling behavior and mechanisms).
Development of methods for designing and manufacturing practically useful xylem
filters.

Technology translation through field validation of filter performance, design and de-
velopment of functional xylem filtration device prototype and identification of imple-

mentation pathways.

Outline for Part-I

Chapter 3 will focus on elucidating the reason underlying the non-linear dependence
of permeance on filter thickness.

The stability of xylem filters over the course of their operational and shelf-life, fouling
behavior of xylem filters in the presence of contaminants, and the the underlying fouling
mechanisms are described in Chapter 4.

Findings from field studies aimed at technology validation, understanding user pref-
erences, and design and development of xylem filtration device prototypes have been
presented in Chapter 5.

Chapter 6 provides a summary and recommendations for future work with regards to

xylem filter development.
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Chapter 3

Understanding and characterizing dry

preservation methods for xylem filters

This chapter focuses on understanding the underlying reason for the strong dependence of
permeance on thickness in dried filters and characterizing the effect of ethanol treatment on

the permeance, rejection performance, and shelf-life of xylem filters.

3.1 Non-linear dependence of permeance on thickness in

dried filters

3.1.1 Background

Traditionally, Darcy’s law, which is commonly applied to porous media and predicts a linearly
inverse relation between thickness and permeance (i.e., permeability, defined as permeance
normalized by thickness, is constant), has been used to model the permeance of xylem
[38, 39]. While the Darcy’s law was found to well followed in fresh xylem filters, the inverse
dependence of permeance on thickness in dried filters was highly non-linear; permeability
dropped abruptly on increasing filter thickness beyond 0.25 inches Figure 3-1 [1].
Percolation theory offers a potential explanation for such a behavior. Permeability of
dried xylem filters is a function of not only the flow resistance of tracheids and pit membranes

[22, 24] but also the tracheid interconnectivity [40]. The length scale over which tracheids
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Figure 3-1: Permeability (permeance normalized by thickness) is constant with filter thickness in fresh filters,
but drops abruptly with increasing thickness in the case of dried filters.). [1]

maintain connectivity depends on the degree to which the pit membranes get blocked during
drying, and corresponds to cluster size in percolation theory [40, 41, 36]. Filters much
thicker than this length scale of connectivity will be impermeable to flow, while those that
are thinner, will have non-zero permeance (Figure 3-2). When filter thickness is comparable
to this length scale, a highly non-linear dependence of permeance on thickness that deviates

strongly from Darcy’s law, is expected.

3.1.2 Simulation of percolation effects in xylem filters

To understand whether percolation theory can explain the strong non-linear dependence
of permeance on filter thickness, a probabilistic model based on percolation theory [41] to

capture the flow characteristics of a dried filter was developed.

Model details

The xylem was modeled as a 2-D node-edge network in Matlab, where the tracheids and
pits correspond to the nodes and edges respectively (Figure 3-2). The model was designed
to represent xylem filters made from Eastern white pine having 1 ¢cm diameter and 1.5 inch
thickness. Assuming that, on average, the tracheids are 4-mm long and 40 gm in diameter
[42, 43| and that 80% of the filter cross section area is sapwood (typical for our filters), the
model comprised a square lattice of 10x200 tracheids along the filter thickness and cross-
section, respectively. For simplicity, it was assumed that each tracheid was connected to four

other tracheids (Figure 3-2). The non-zero permeance of 0.25-inch thick sections in dried
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Xylem  Percolation
network model

Increasing deviation from Darcy’s model with increasing filter thickness

o Open pits o Closed pits

Figure 3-2: Schematic of the physical structure of xylem and the proposed percolation-based model (tracheids
depicted as red dots) for filters of different thickness, illustrating percolation-governed length dependence.
Black dots represent blocked tracheid connections (pit aspiration probability, p=0.35 for all filters). Blue
shading and lines represent tracheids and flow pathways that are connected to the top surface; there is no
flow pathway from the top to bottom surface for the two thickest filters.

filters indicate that some pit membranes remain open (unaspirated) even after drying, i.e.,
the probability of pit aspiration blocking off a tracheid-tracheid interconnection upon drying
is <1.The model associated a variable probability p for an edge being broken [41], which
in the case of a xylem filter represents the likelihood of connectivity between two tracheids
being broken by pit aspiration. To simplify the problem, it was assumed that all tracheid-
tracheid connections were either permeable (open) or aspirated (closed) with each tracheid-
tracheid connection having an equal aspiration probability during drying. In general, the
pit aspiration probability will depend on the condition of the neighboring tracheids and
pit membranes, and may vary along the filter thickness depending on how the drying front

propagates within the filter; such effects are not captured in the model.

This xylem structure was modeled using a 3-D matrix with the x and y indices represent-
ing the relative location of tracheids and the z indices representing the ‘open’ or ‘closed’ state

(denoted by ‘1" and ‘0’) of the four tracheid-tracheid connections after drying. A 10x100x4
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matrix representing alternate tracheid columns accounted for all the tracheid-tracheid con-
nections. To assign open/closed status to the tracheid-tracheid connections, uniform random
numbers in the range of 0 to 1 were generated for each connection, and connections with
numbers higher than the aspiration probability were designated to be open while the rest
were designated closed. Depending on which tracheid-tracheid connections were open, tra-
cheids that were connected to at least one tracheid in the top row of the filter through one

or more open pathways were identified. The relevant codes have been provided in Appendix

A Method M18.

Results

Simulations of this percolation model in a simplified, 2-D xylem network using MATLAB
corroborated experimental observations; for a given pit aspiration probability, the connec-
tivity (and thus the permeance) dropped to zero beyond a critical filter thickness (Figure
3-3; to generate the figure, the fraction of tracheids in each row connected to the top row of
the filter was computed and plotted against the row number on the x-axis after averaging

over 100 simulations).
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Figure 3-3: Variation of the filter cross-section that is permeable to flow (i.e., connected to the top face)
along filter thickness for different pit aspiration probabilities (probability values are color-coded and specified
next to the corresponding curves).

Further, the model suggested that the converse should also be true, i.e., for a given filter
thickness, there exists a critical probability p=p., at which there is transition from zero
to non-zero permeance (Figure 3-4; to generate this graph, the fraction of tracheids in the
last row connected to at least one of the tracheids in the top row (row 10) was computed
for different pit aspiration probabilities and averaged over 100 simulations. The insets in

Figure 3-4 were generated for one simulation at a given pit aspiration probability using the
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‘imagesc(xmap)’ function in MATLAB).
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Figure 3-4: Variation in fraction of filter cross-section connected to the top with pit aspiration probability.
Insets show interconnected tracheids in blue for different pit aspiration probabilities.

The results of the simulation explain the abrupt drop in filter permeance with increasing
thickness and also why ethanol-dried filters have a higher permeance than water-dried filters.
The length scale of connectivity in water-dried filters is ~0.25 inches, which is why filters
thicker than 0.25 inches have zero permeance (this finding corroborates previous experimental
results where where 1.5-inch dried filters made from Eastern white pine were completely
blocked, but 0.25-inch sections cut from the same blocked filters were permeable to flow [1]).
Treatment with ethanol reduces the probability of pit aspiration and consequently, results
in longer length scales for connectivity. This is evident from the non-zero permeance of 0.5-

and 1-inch thick ethanol-dried filters.

3.2 Characterization of ethanol treatment for dry preser-
vation of xylem filters

The effect of ethanol treatment on permeance, rejection, and shelf-life of dried filters was
studied (see Methods M2 and M3). Consistent with previous findings [1]|, ethanol-dried
filters exhibited higher permeance than their water-dried counterparts (Figure 3-5a); the
effect of ethanol treatment was found to be more pronounced for thicker filters (0.5- and

1.0-inch thick) where water-dried filters were almost completely blocked whereas ethanol-
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dried filters retained permeance. The rejection performance of ethanol-dried filters with 1
pum microspheres was significantly better than water-dried filters (p <0.001 for 0.25-, 0.50-,
and 1-inch thick filters respectively) and comparable to fresh filters (p = 0.02, 0.59, and
0.08 for 0.25-, 0.50-, and 1-inch thick filters respectively) (Figure 3-5b). The shelf-life of
ethanol-preserved filters was at least 2 years (Figure 3-5¢). Ginkgo filters (4 cm diameter,
0.375-inch thickness) stored for 2 years had a comparable permeance to those that were
tested immediately post-drying with General Test Water (composition of General Test Water
provided in Table 4.1). These filters were also able to achieve 3-log removal of E. coli (further

details provided in Section 4.6).
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Figure 3-5: Effect of ethanol treatment on performance of dried filters. a,b. Ethanol-drying improves
permeance and rejection over water-drying in a thickness-dependent manner. Individual data points and
mean+s.d. are shown. 33 data points in (a) and 15 data points in (b) overlap with prior work [1]. c.
Ethanol-dried filters have a shelf-life of at least 2 years. No significant different was observed between the
permeance of ethanol-dried filters tested immediately after drying and those tested after 2 years.

3.3 Summary of findings

The strong dependence of permeance on filter thickness in dried filters was explained using
the percolation-based model of xylem network. The length of scale of interconnectivity set by
the pit aspiration probabilty established to a threshold filter thickness beyond which perme-
ance sharply declined to zero. The effect of ethanol treatment on permeance, rejection, and
shelf-life of dried filters was characterized. Filters treated with ethanol were found to have
consistenly high permeance than water-dried filters and rejection performance comparable

to fresh filters. The shelf-life of ethanol-preserved filters was found to be at least 2 years.
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Chapter 4

Material and operational characteristics

of xylem as a water filtration membrane

4.1 Introduction

The key performance characteristics important for a water filter include its flow rate or per-
meance (flow rate normalized by area), lifetime or volumetric capacity (the total amount of
water that can be processed before the filter needs to be replaced), rejection of contaminants,
and variation in permeance and rejection over the course of its operational life. This chapters
explores the aforementioned characteristics of xylem filters and their suitability for practical

use.

4.2 Criteria for practically useful water filters

Literature reports and our field trips to India (described in Chapter 5 in more detail) revealed
that, to be useful in households in resource-limited settings, xylem filters should a) process
at least 8 L of water to meet the daily drinking water requirement (see Section 5.2.1), b)
have flow rates of at least 1 L/h, c¢) effectively remove contaminants [44], d) function reliably
with contaminated water, e) operate under gravity with heads less than 1 m to minimize
operation costs and space requirements, and f) be easy to access and use [44] (see Section

5.2.1).
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4.3 Permeance of dry-preserved xylem filters

Dry preservation (using either solvent treatment or thickness control) is critical to preserve
the permeance and rejection performance of dried xylem filters [1]. To evaluate whether
dry preservation techniques can be used reliably to improve the shelf-life of xylem filters,
the permeance of 47 filters made from different Eastern white pine trees in Cambridage,
MA were tested over a two-year period. The permeance of these filters was comparable
to commercial micro-filtration membranes with similar pore size; the permeance range for
commercial membranes is 0.002-0.05 L/h.cm? kPa [45, 46, 47, 48, 49] while 95% of the
ethanol-dried filters consistently had permeance greater than 0.005 L/h.cm? kPa (Figure
4-1).
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Figure 4-1: Permeance of (a) fresh filters (n = 260) and (b) ethanol-dried filters (n = 47) measured over
a two-year period. Permeance of 95% of the filters exceeded 0.005 L/h.cm?kPa (shown by dotted line).
Different colors denote different trees. Individual data points and their mean values are shown. Individual
data points correspond to single measurements on different filters.

Further, ethanol-preserved filters had a shelf-life of at least one year. The permeance of
filters stored for one year was 0.007440.0003 L /h.cm? kPa and the rejection of 1 ym micro-
spheres was 99.92+0.05%). Ethanol-water mixtures with ethanol concentration > 90% and
other alcohols like isopropanol can also be used for dry preservation (Figure 4-2). The solvent
used for dry-preservation must be certified as food-grade and the level of residual solvent in
dried filters should be maintained within the permissible limits for human consumption as

prescribed by food safety standards [50].
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Figure 4-2: Effect of varying ethanol concentration and using isopropanol (IPA) on permeance recovery and
rejection of xylem filters (filter thickness of 0.50 inches was used because the effect of alcohol treatment is
more pronounced for thicker filters, facilitating comparison). Small, filled circles show individual data points
while the large, open circles denote mean values. n = 3. Ethanol-water mixtures with concentration below
90% are ineffective in preserving permeance and rejection.

4.4 ‘Self-fouling’ and its control

In membrane-based filters, fouling due to contaminants in the feed water determines the
filter’s volumetric capacity, i.e., the total amount of water that can be processed before the
filter needs to be replaced [51|. Surprisingly, the flow rate of xylem filters was observed to
decline, eventually resulting to blockage after a certain period of time even when filtering

uncontaminated, deionized (DI) water (Figure 4-3).

oy Eastern White Pine Ginkgo Biloba Eastern White Cedar
) j
% L 004 . - -
o~ afi ¥ 7‘4.,
£ 5 002fn, 7 I
= L y 1\ -
o = 0.00 | ’*&-.4 L | 'i";b»’-r-’ -1 i a e 1 ]
0 5 10 150 5 10 150 5 10 15

Figure 4-3: Permeance of 0.25-inch thick ethanol-dried filters made from different gymnosperm species
decreases with permeate volume when filtering deionized water (n=3, denoted by different colors).

To explain the drop in permeance of xylem filters in the absence of external contaminants,

the following hypotheses were explored:

1. Pit aspiration: Filters could get blocked due to pit aspiration induced by the
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nucleation of gas bubbles (i.e., cavitation) at the low-pressure end of the filter, where gas
solubility is lower than the high-pressure end. However, operating ethanol-dried Eastern
white pine filters (1 cm diameter, 0.25 inch thickness) at lower pressures to reduce the
variation in solubility across the filter thickness failed to preserve permeance (Figure 4-4a),
suggesting that the underlying mechanism is not cavitation-driven.

2. Swelling of pit membrane fibrils: Previous studies have reported that the fibrils
in the pit membranes swell to form a gel in the absence of Ca?" and K ions normally present
in sap [52, 53|, which could result in a loss of permeable membrane area leading to a drop in
permeance. However, addition of Ca?" and K* to DI water at physiological concentrations
found in plants failed to improve the capacity of ethanol-dried Eastern white pine filters (1

cm diameter, 0.25 inch thickness), ruling out this hypothesis (Figure 4-4b)
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Figure 4-4: Effect of changing gravity head and adding ions on blocking of xylem filters (data reported with
1 em diameter, 0.25-inch thick Eastern white pine filters). a. Use of smaller gravitational head to drive flow
fails to prevent permeance from declining to zero, suggesting that cavitation does not play a major role in
filter blockage. Each data set corresponds to measurements with a single filter. b. Effect of addition of Ca?*
and KT ions in DI water on volumetric capacity. Mean4s.d., n = 3. Addition of ions to does not improve

volumetric capacity.

3. Material deposition: After ruling out the aforementioned mechanisms, clogging of
filters due to deposition of materials from within the filters was considered. In contrast to
filters in operation, those soaked in DI water (without flow) over similar time durations were
not blocked, indicating that fluid flow played an important role in the underlying mechanism
leading to blockage (Figure 4-5a, b). SEM imaging revealed an apparent deposition of mate-
rial on the pit membranes of the blocked filters (Figure 4-5¢; compare this to pit membranes
in unblocked ethanol-dried filters shown in Figure 3-5). Deposition of material even with DI

water indicated that the material must originate from the filter itself. Xylem is composed
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of cellulose and hemicellulose fibers and hydrophobic lignin polymers, of which hemicellu-
lose fibers are highly amorphous and relatively easily soluble in water [54]. It was therefore
hypothesized that the dissolution of hemicellulose fibers in DI water and their convective re-
deposition on the pit membranes gives rise to ‘self-blocking’ of xylem filters. Analysis of the
water filtered through the xylem filters under atomic force microscopy revealed the presence
of dissolved solids (Figure 4-5¢) and further FTIR measurements confirmed the presence of

hemicellulose, validating our hypothesis (Figure 4-5d) [55].
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Figure 4-5: Self-blocking of xylem filters and its mitigation (data reported with 1 ¢cm diameter, 0.25-inch
thick Eastern white pine filters, unless otherwise specified). a. Use of smaller gravitational head to drive
flow fails to prevent permeance from declining to zero, suggesting that cavitation does not play a major role
in filter blockage. Each data set corresponds to measurements with a single filter. b. Effect of addition
of Ca?t and K7 ions in DI water on volumetric capacity. Mean+s.d., n = 3. Addition of ions to does
not improve volumetric capacity. c. Microfibrils are covered by deposited material in pit membranes of
blocked filters (SEM image, top) and filtrate dried on a surface contains particulates (AFM image, bottom),
suggesting dissolution and deposition of organic material within the filter. Scale bars, 2 ym. d. FTIR
spectra of different samples of filtered water indicate that hemicellulose leaches out of xylem filters. Modes
corresponding to FTIR peaks are specified.

Self-blocking of xylem imposes an intrinsic limit on filter life and its volumetric capacity.
However, it could also safeguard users against the risk of using a filter degraded by prolonged
exposure to contaminated water or trapped microbes and signal the need for filter replace-
ment. The ability to regulate self-blocking is therefore important, as it can help balance
performance and safety. Broadly, self-blocking may be regulated by fixing the molecules
within the xylem (which could also reduce degradation), or prior removal of the material
responsible for the behavior. Effect on structural integrity of pit membrane (critical for re-

jection performance) and ease of implementation in low-resource settings are considerations
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that govern the choice of such methods.

The solubility of hemicellulose in water was leveraged to develop a simple process for
mitigating self-blocking by soaking the filters in hot water to remove hemicellulose. The
optimal temperature and duration of soaking was identified to improve volumetric capacity
without compromising structural integrity of the pit membranes; soaking the filters in hot
water at 60-65°C and atmospheric pressure for 1 h before ethanol-drying doubled the capacity
while maintaining its ability for filtration (Figure 4-6a-c). In practice, the volumetric capacity
of filters will also be limited by the fouling due to external water contaminants. Consequently,
the necessity for measures to minimize self-fouling will be low if external contaminant load is
high, and hot water soaking may not be needed. It is to be noted that this soaking process
is different from industrial hydrolysis of hemicellulose that is typically performed at high
temperature and pressure for extraction of chemical derivatives such as sugars [56].

Eastern white pine filters fabricated using hot water soaking and ethanol drying could
maintain permeance >0.01 L /h.cm? kPa while filtering at least 11 L /cm? of DI water (Figure
4-6d). Thus, in the absence of fouling due to constituents in the feed water, filters with 10
cm? area (3.6 cm diameter) would achieve flow rates >1 L/h and volumetric capacity of ~100
L under gravity-driven operation with 1 m head (see Figure 4-6e for variation in permeance
with permeate filtered for intermittent and continuous operation and Figure 4-6f for scaling
of flow rate with filter area).

However, the rejection performance of 0.25-inch thick filters was sensitive to the variability
in filter thickness, which is expected if the filter thickness approaches the length of the xylem
conduits (tracheids) in Eastern white pine [43]. To circumvent this issue, the filter thickness

was increased to 0.375 inches for all filters in subsequent studies.
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Figure 4-6: Mitigation of self-blocking a,b. Hot water soaking improves volumetric capacity and retains
rejection (0.375-inch thick filters; n=3, mean4s.d. are indicated in (b). c. Variation in volumetric capacity
with duration of soaking in hot water at 60-65°C. Mean+ts.d., n = 3. d. Effect of hot water treatment on
permeance and volumteric capacity. Different colors denote different filters. Data were obtained with 1 cm
diameter Eastern white pine filters operated under 1 m gravity head. The horizontal dashed line denotes
the permeance (0.01 L/h/cm?/kPa) corresponding to the target flow rate of 1 L/h with a 10 cm? filter area
and 1 m gravity head, whereas the vertical dashed line corresponds to a volumetric capacity of 100 L, which
is achieved by the hot water soaked and ethanol-dried filters while maintaining the target permeance. e.
Filters operated intermittently show a qualitatively similar trend as those operated continuously with values
in the same range for both permeance and permeate filtered. Data for continuous operation were taken
as is from (e.) for filters treated with hot water soaking and ethanol drying. For intermittent operation,
ginkgo filters (4 cm diameter, 0.375 inch thickness) were used (details in Methods section M2 in Appendix
A). Different colors denote different filters. f. Flow rate normalized by area varies linearly with pressure for
ethanol-dried filters with diameters 1 cm (n = 295) and 5 cm (n = 20). Dotted line shows a linear fit.

4.5 Effect of contaminants on xylem filter performance

4.5.1 Xylem filter performance with synthetic test waters

Constituents in water such as humic acids or colloids typically cause fouling of membrane
filters, reducing the flow rate with time. Understanding how such constituents affect the
flow rate and volumetric filtration capacity of xylem filters is therefore essential to better
inform how xylem filters would perform in practical settings. The World Health Organi-
zation (WHO) prescribes two kinds of synthetic test waters to evaluate the performance

of household water treatment technologies [57]: a general test water (GTW) representing
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Table 4.1: Composition of General Test Water (GTW) and Challenge Test Water (CTW).

General Test Water Challenge Test Water
Sea salts 2754225 mg/L 1500+150 mg/L
Sodium bicarbonate 80+120 mg/L 100£20 mg/L
Turbidity <1 NTU 40+10 NTU
Organics Tannic acid Humic acid
(1.05+£0.95 mg/L) (15+5 mg/L)

high-quality groundwater or rainwater, and a challenge test water (CTW) with aggressive
water specifications to represent turbid surface water. The composition of GTW and CTW

has been specified in Table 4.1.

With GTW, the volumetric capacity and peak permeance (highest permeance over the
course of operation) of xylem filters (fabricated by hot-water soaking and ethanol-drying)
were sufficient to meet the target metrics (flow rate >1 L/h and volumetric capacity >8 L).
However, filter performance varied significantly with water quality; both peak permeance and
capacity with CTW (0.022+0.020 L/h.cm?.kPa and 6.074+4.40 L /cm? respectively) were an
order of magnitude lower than those with GTW (0.002+0.001 L/h.cm?.kPa and 0.58+0.47

L/cm? respectively; Figure 4-7).
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Figure 4-7: Peak permeance and volumetric capacity normalized by area for GTW and CTW. Dotted lines
show the minimum peak permeance and capacity required to yield flow rate >1 L/h and capacity >10 L
for a filter area of 10 cm? and thickness of 0.375 inches operated under 1 m gravity head. Each data point

represents a single measurement.
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4.5.2 Fouling mechanisms

The deterioration in performance with CTW could be attributed to one or many of the
water quality parameters that differ between CTW and GTW, which are a) higher turbidity,
b) higher concentration of organics, and c) the larger size of organic contaminant in CTW.
To identify the key foulants that cause deterioration in performance, we measured filtration
capacity of xylem while selectively adding different constituents at varying concentrations.
Xylem filters were most susceptible to fouling by humic acids (present in decomposed organic
matter) followed by particulates (dust) (Figure 4-8). By contrast, tannic acid did not impact
filter capacity significantly, demonstrating that the filters have a low susceptibility for fouling

with small, homogeneous organic molecules.
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Figure 4-8: Filter capacity is most susceptible to humic acid, followed by dust and tannic acid (1 cm diameter,
0.375-inch thick Eastern white pine filters operated under 1 m gravity head; n=3, mean+s.d.) (see Method
M12 in Appendix A for experiment details). In (a), either humic acid or tannic acid is added to water. In
(b), water contains 70 mg/L dust or no dust in either 15 mg/L humic acid or tannic acid.

Fouling is a well-researched topic in membrane filtration and several fouling models have
been developed to understand the nature of interaction between the foulants and membrane
surface and aid membrane design, operation, and fouling control [58]. To model the fouling
mechanisms in xylem filters, three different mechanisms that are conventionally used to

model fouling in micro- and ultra-filtration membranes were considered [58]:

1. Complete blocking model: In the complete blocking model, each foulant particle
blocks a pore completely without depositing over previously deposited particles. The number

of open pores, p, therefore decreases linearly with the filtrate volume, V', as follows [58]:
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P=Dpo— PV

where, pg is the number of initially open pores in the filter, and p,, is the number density
of foulant particles per unit volume of the feed. As the flux through the filters is directly

proportional to the number of open pores, the expression above can be written as follows:

J=Jo(1—-KuV)

where, J and Jy represent the flux through filter in the fouled and initial state, respec-

tively, and K, is called the blocking constant for the complete blocking model.

2. Intermediate blocking model: Here, the foulant particles deposit directly on the
pores blocking them completely, or land on previously deposited foulant particles [58]. The

number of open pores therefore decays exponentially with the filtered volume [59]:

p= poe(_KibV)

where, K is the intermediate blocking constant. The flux can be written as follows:

J = Joe(_KibV)

3. Cake filtration model: In cake filtration, the foulant particles deposit on the pores
forming a permeable cake. The hydraulic resistance of this cake layer is in series with the
resistance of the pores and increases linearly with the amount of foulant deposited (and
hence with the filtered volume). The total resistance of each pore, R is then represented by

the following equation:

V V
R = Rpore + Rcake = Rpore +r—= Rpm"e(]- + - _) = Rpore<]- + chv)
Do Rpore Po

where, R, is the resistance of the pores in the absence of fouling, R q. is the resistance
of the cake layer, and r is the resistance added by foulant deposition on the pore per unit

volume of fluid filtered. The flux, J, can then be written as follows:
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where, AP is the pressure difference applied across the filter.

Of the three models, the intermediate fouling model provided the best fit to experimental
data for Challenge Test Water and General Test Water (Figure 4-9a-c). The models differed
primarily near the filters’ end-of-life, where the permeance gradually tailed-off in alignment
with the intermediate blocking model whereas the complete blocking model predicted a much
sharper, linear decline in permeance to zero, and the predictions of cake filtration model
overshot experimentally observed values. The intermediate fouling model has commonly
been used to represent the fouling of polymeric micro/ultrafiltration membranes by biological
and organic contaminants [60, 61, 62, 63]. In this model, foulant particles deposit randomly
on the pit membranes and result in exponential decrease in permeance. SEM images of
partially fouled filters were in agreement with this fouling mechanism (Figure 4-9d). The
fouling model helps predict the change in filter permeance with time for a given contaminant
load; consequently, it can be used for estimating volumetric capacity, filter lifetime, and

replacement frequency for different water qualities.

4.5.3 Pre-filtration methods for mitigating fouling

Knowledge that humic acid and dust particles adversely impact filter performance offers
the possibility of mitigating their impact through approaches ranging from pre-treatment
of water to chemical modification of xylem. To keep filter manufacturing simple and inex-
pensive, and accommodate variations in contaminant type and load, pre-treatment methods
that can be easily integrated in-line with xylem filters when the water quality is poor were
explored. Specifically, cloth pre-filtration and granular activated carbon (GAC) adsorption
were invetsigated to reduce the load of dust and humic acid respectively [64]. Both these
methods have been commonly used for household water treatment, but have limited efficacy

in removing bacterial or viral pathogens from water |65, 66].

43



0.004

= RZ:09626|] Re:0se%6| RP:0938| § 0004[ Re:oors|[ R:09261|[ RE09720| §
s 0.003 = — g T 0003}, 1% I g
g 0907 o E ° £ ooof . e o E
“w, . T o Lk L P R
S 0001— | e e, g “E 0001t e T T | B 2
S | Peefl | ot ] ™| g S o000l = | S
< 0 05 10 00 05 10 00 02 04 06 ¥ £ 00 05 10 0005 10 00020406 §
§ 00— 57575 - B @ g 003 ®
g :0. . R*:0.9201 R®:0.9194 % ! R2:09728 R2:0.9902 | R2:0.9228 e
g 0.02 2, — N 8 T 002 l.i N ™ ]
= . EN = Q 3 ,3‘ Mo 8
D | 2 L e L Ne 8 E ‘e = *, ﬁ'
o 0.1 .-.:;_\ .;\ oo E ] 0.01 \\ L ‘."‘n ». 2
M N W AN = ey | I SN | TN |-
0 1 2 30 1 2 30 1 2 3 & 0% 301 2 301 2 3 &
Vol. filtered (Licm?) Volume filtered (L/cm?)
c d.
0.004
. R?:08808|[  R2:0.9152 RZ:09321] 2
© 0.003f o — 5
o A 5
5 D00 S s [t E s
E oo e |- NN, -, ﬁ'
g = I
5 0 05 1.0 00 05 1.0 0.0 0.2 0.4 06 §
~ =
8 00 oo . RE:09%6 Re:05269) §
8 o0z -, — 3
5 001 %, g
o 001 — e e
o \‘--. *"a-»‘_ g E
[ =]l | [SSL| | | .&| &
0 1 2 30 1 2 30 1 2 3 &

Vol. filtered (L/cm?)

Figure 4-9: Fouling mechanisms in xylem filters a-c.Complete blocking model (a), intermediate fouling
model (b) and cake filtration model (c) fits (dashed lines) to experimentally observed variation of permeance
with volume filtered (symbols) for CTW (red) and GTW (blue). Each graph corresponds to measurements
with a single filter. All measurement were performed under 1 m gravitational head with eastern white
pine filters (1 cm diameter, 0.375 inch thickness) except for plot (vi) where a ginkgo filter (4 cm diameter,
0.375 inch thickness) was used.d.Schematic illustrating the deposition of foulant particles (red) on the pit
membrane in the intermediate fouling model, which is consistent with foulant deposition observed by SEM
in a partially-fouled ginkgo filter. Scale bar, 1 pm.

Design of GAC column

GAC is a porous carbon-based material that removes contaminants (organic, as well as
some inorganic compounds) by adsorption [67, 64]. GAC is commonly used in municipal
wastewater treatment plants as well as in household drinking water treatment |67, 64]. The
efficacy of contaminant removal depends on a) the carbon source, which determines the pore
size and specific area and thus, the types of contaminant that can be removed, b) the size
of GAC granules, which governs adsorption kinetics, and c) the contact time of feed water

with GAC, which determines the time available for adsorption to take place [64].

To design an effective GAC pre-filtration column, the adsorption characteristics of dif-
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ferent commercially available GACs were investigated using humic acid as a model organic
contaminant. Coal-based and coconut shell-based GACs with grain sizes of 0.6-2.4 mm,
0.4-1.7 mm, and 0.4-0.6 mm (characterized by sieving meshes of size 8x30, 12x40, and
30x40 respectively; 8x30 denotes granule sizes that pass through a mesh of size 8 but not
through a mesh of size 30) were studied. GAC granules were packed in a 5 cm diameter,
15 c¢m long cylindrical pre-filtration column and humic acid removal from DI water at the
same alkalinity and salinity as CTW was measured for different empty bed contact times
(time for which the water is nominally in contact with the GAC; calculated by dividing the
volume of the column by flow rate). Coal-based GAC was able to adsorb more humic acid
for the same contact time than coconut shell-based GAC, and grains with a mesh size of
30x40 showed 20x faster adsorption than those with a mesh size of 12x40 (Figure 4-10).
Based on these results, coal-based GAC column (5 cm diameter, 15 cm length) consisting
of 30x40 granules that could be operated at flow rates of ~2 L/h (flow rates controlled by
a valve) was designed to reduce humic acid concentration in CTW by 95% (corresponds to

concentration <1 mg/L) (details on cost and replacement frequency of GAC are provided in

Section 5.4.
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Figure 4-10: Humic acid removal by coconut shell-based and coal-based GAC.

Effect of pre-filtration on filter performance

When used in conjunction with cloth pre-filtration, the GAC column improved the perfor-
mance of xylem filter with CTW significantly (Figure 4-11a); on average, capacity and flow
rates increased by a factor of ~3x and 5x respectively.

In practice, pre-filtration is not essential for operation of the filter; it is an option which,

in conjunction with water quality, determines the flow characteristics. The decision whether
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Figure 4-11: Effect of pre-filtration on filter performance. a. Pre-treatment with cloth and GAC improves
the peak flow rates and volumetric capacity of ginkgo filters with GTW and CTW at 1 m gravity head.
Each data point represents a single measurement. Inset shows mean+s.d. of the volumetric capacity. b-d.
Variation of flow rate with volume filtered for 4 ¢cm diameter, 0.375-inch thick ginkgo filters for GTW (b),
CTW (c) and CTW with cloth and GAC pre-filtration (d). Different colors denote different filters.

to incorporate pre-treatment and the choice of pre-treatment would be governed by the
tradeoff between the added convenience of longer filter lifetime or lower filter replacement
frequency, cost, and the complication of an added replaceable component, plus the need
to remove any chemical contaminants that may be present in the water. The replacement
frequency of the cloth or the GAC module would vary depending on the type of cloth/GAC
used, configuration of GAC module, and water quality. While the cloth pre-filter could be
washed or replaced once it is dirty, the GAC might need replacement once every few months
(1.5-6 months; see for estimates on GAC replacement frequency). The reduced lifetime or
slower flow rates even with newly-replaced xylem filters could be used as an indicator for

pre-filtration module replacement.
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In summary, these studies demonstrate that xylem filters offer promise for practical
translation. Filters made from Ginkgo biloba (ginkgo) with an area of 13 cm? (4 cm diameter)
using the fabrication protocol shown in Figure 4-6a, operated under a 1 m gravity head could
a) process ~551+21 L of GTW without pre-filtration and 2843 L of CTW with GAC and cloth
pre-filtration, which is more than sufficient to meet the daily drinking water requirement of
a household, b) yield peak flow rates of 1.5-9 L/h depending on water quality (see Figure
4-11b-c for variation of flow rates over filter lifetime), c¢) reject 99.76+£0.25% of 1 pm particles.

4.5.4 Effect of fouling on rejection performance of filters

Deposition of foulants on the pit membranes over the course of filter operation is likely to
further improve rejection. Ginkgo biloba filters rejected 94.01+3.31% of 100 nm particles,
and the deposition of merely 0.13 mg of foulant (humic acid) per cubic centimeter of the

filter volume improved the rejection to 98.73++0.41%.

4.6 Microbiological performance of xylem filters

To assess the potential health impact of xylem filters and their effectiveness in reducing the
risk of diarrheal diseases, the filters’ ability to remove E. coli, MS-2 phage, and rotavirus (the
single largest causal organism of diarrhea [25]) from water was tested. Xylem filters (4 cm
diameter, 0.375 inch thickness, stored for 2 years, no pre-filtration) made from ginkgo were
operated under a 1.2 m gravity head with General Test Water containing WHO-prescribed
concentrations of E. coli (~ 10° CFU/mL) and MS-2 phage (~ 10° CFU/mL) [57] and
NSF-prescribed concentrations of rotavirus (~ 10* PFU/mL) [68]. E. coli and MS-2 phage
were dosed simultaneously in the same test solution while rotavirus removal was tested
separately. The bacterial and virus removal was tested at the start of filter operation and
when permeance declined to 75%, 50%, and 25% of the initial value. After the first sampling
point at the start of filter operation, dust was added to the test solution to accelerate clogging
[69, 57| (refer to Methods section M20 in Appendix A for further details on test procedure).
The filters showed >4-log removal of rotavirus and >3-log removal of E. coli and MS-2 phage

(Figure 4-12, data provided in Table 4.2 and 4.3).
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With such rejection performance, xylem filters would fall under the ‘comprehensive pro-
tection (high pathogen removal)’ category (xx) as per the WHO scheme for classifying water
treatment technologies (Table 4.4) [57]. Since the virus particles are smaller than the ex-
pected pore size of the filters (MS-2 phage and rotavirus are 24 nm [57] and 70 nm [70] in
diameter respectively, while the pore size is 100-500 nm [23]), the results suggest that the
mechanism of virus removal is likely to be adsorption-driven. Virions can adsorb on cellulose-
based materials [71], with cellulose nitrate reported to remove virions that are much smaller
than the filter pore size [72]. It is possible that the relatively slow flow rate and the large

thickness of xylem filters facilitates adsorption and removal of viruses.
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Figure 4-12: Microbial removal performance of xylem filters (ginkgo, 4 cm diameter, 0.375 inch thickness, no
pre-filtration) when operated under 1.2 m gravity head with General Test Water containing E. coli (~ 10°
CFU/mL) and MS-2 phage (~ 10° PFU/mL) dosed simultaneously, or rotavirus (~ 10> PFU/mL). Rejection
was measured at the start of filter operation and when permeance dropped to 75%, 50%, and 25% of initial
permeance (see Method M20 for further details). Different symbols indicate different filters.
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Table 4.2: Rejection performance with microbial contaminants

E.coli rejection

Sample point

Influent conc.

Effluent conc. (CFU/L)

Log removal

(CFU/L) I II I I 11 111
Start 3.60 x 10° 1.02 x 106 | 2.40 x 10° | 3.65 x 10° | 3.548 | 4.177 | 3.995
75% permeance | 3.85 x 10° 2.14 x 10% | 3.10 x 10° | 2.60 x 10° | 3.256 | 3.095 | 4.171
50% permeance | 4.10 x 10° 3.50 x 10° | 4.80 x 10° | 1.45 x 10 | 4.069 | 3.932 | 3.452
25% permeance | 5.20 x 10° 4.20 x 10° | 5.60 x 10° | 2.70 x 10°> | 4.093 | 3.968 | 4.285

MS-2 phage rejection

Sample point

Influent conc.

Effluent conc. (CFU/L)

Log removal

(CFU/L) I II 111 I 11 111
Start 4.25 x 108 2.52 x 10° | 3.78 x 10° | 1.87 x 10° | 3.227 | 3.051 | 3.357
75% permeance | 5.30 x 108 1.88 x 10° | 4.56 x 10* | 2.45 x 10° | 3.451 | 4.066 | 3.336
50% permeance | 6.22 x 108 2.40 x 10° | 2.60 x 10* | 3.86 x 10* | 3.414 | 4.379 | 4.208
25% permeance | 3.52 x 102 3.65 x 10* | 1.96 x 10* | 4.56 x 10* | 3.985 | 4.255 | 3.888

Rotavirus rejection

Sample point

Influent conc.

Effluent conc. (CFU/L)

Log removal

(CFU/L) I 11 111 I II 111
Start 1.03 x 107 1.00 x 102 | 1.50 x 10% | 1.70 x 10% | 5.011 | 4.835 | 4.781
75% permeance | 1.03 x 107 2.50 x 102 | 3.20 x 102 | 3.40 x 10® | 4.613 | 4.506 | 4.48
50% permeance | 1.02 x 107 5.00 x 102 | 6.70 x 102 | 7.50 x 10%> | 4.308 | 4.181 | 4.132
25% permeance | 1.02 x 107 7.50 x 102 | 8.50 x 102 | 9.20 x 10% | 4.132 | 4.078 | 4.044

Table 4.3: Flow rates corresponding to different sampling points for rejection experiments.

Flow rates (mL/min)
Sample point E. coli and MS-2 Rotavirus
I II 11 I I 11
Start 24.5 25.0 26.0 25.0 26.0 26.0
75% permeance 18.4 18.8 19.5 18.8 19.5 19.5
50% permeance 12.3 12.5 13.0 12.5 13.0 13
25% permeance 6.1 6.3 6.5 6.3 6.5 6.5
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Table 4.4: WHO scheme for classification of household water treatment technologies

Performance Logyo reduction required Interpretation (with correct,
ClaSSiﬁcatiOn Bacteria Virus Protozoa COnSiStent use)

>4 > >4 . .
il = 25 = Comprehensive protection
* % >2 >3 >2
N Meets at least 2-star criteria for Targeted protection

two classes of pathogens

Fails to meet WHO Little or no protection

performance criteria

4.7 Summary of findings

The material and operational characteristics of xylem as a water filtration membrane were
studied and methods to engineer xylem filters’ functional attributes for practical applications
were developed. Xylem filters (fresh as well as ethanol-dried) were found to have comparable
permeance to commercial membranes with equivalent pore size. These filters had a unique
tendency of self-blocking, which arose due to the dissolution of loose hemicellulose fibers and
their convective re-deposition on the pit membranes. Soaking filters in hot water for an hour
was found to be effective in mitigating self-blocking. With regards to external contaminants,
xylem filters were found to be most susceptible to fouling by humic acid and dust. Pre-
filters made of granular activated carbon and dust helped improve the performance of xylem
filters in the presence of these foulants. Xylem filters, treated by hot water soaking and
ethanol-drying, were able to achieve >3-log rejection of E. coli and MS-2 phage and >4-log
removal of rotavirus. With this rejection performance, xylem filters would fall under the

2-star category of WHO’s scheme of household water treatment technologies.
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Chapter 5

Technology translation

We assessed filter performance in the field, developed a functional prototype device through
user-centric design, and examined aspects of social acceptance and user preferences to gauge

the potential of xylem filters to lower existing barriers for HWT adoption.

5.1 Validation of filter performance with natural water

sources

To assess the ability of xylem filters to function with natural water and facilitate access to
safe drinking water in resource-constrained settings, field studies were conducted in India.
India has the highest water-borne illness mortality rate in the world with more than 160
million people lacking access to safe and reliable water [25, 73]. In particular, low-income
communities in urban slums (Delhi and Bangalore) and rural villages (Uttarakhand) were
targeted. Xylem filters made from gingko trees in US and those manufactured in India with
indigenous Pinus rozburghii (chir pine) using local resources for all fabrication steps such
as cutting, hot water soaking, and dry preservation, were tested with water from natural
springs, municipal taps, and tubewells (groundwater) (which were the primary sources of
drinking water in Uttarakhand, Delhi and Bangalore respectively; see Table 5.1 for water
quality information).

Xylem filters with 4 cm diameter mounted by simply clamping the xylem filters in a
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filtrate

Cloth + GAC ~ Cloth
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Figure 5-1: Field tests in India. a. Field set-up for testing filter performance. b. Tap water sample (New
Delhi, India) used for testing. c. Xylem filters used with GAC show reduced deposits after filtration with
tap water. Scale bar, 4 cm.

tube (Figure 5-1) and operated under 1 m gravity head yielded peak flow rates exceeding
1 L/h and filtration capacities exceeding 10 L in most cases, with either cloth pre-filtration
or cloth and GAC pre-filtration (Figure 5-2 a,b,d-g). With cloth pre-filtration, xylem filter
capacity ranged from ~40 L with groundwater to 12-30 L with turbid tap water. The
benefits of adding a GAC pre-filtration module varied with water quality; GAC improved
filter capacity from 38 L to 102 L with groundwater and yielded a capacity of ~30 L with
spring water, but did not improve xylem filter performance with tap water. No total or fecal
coliform bacteria were detected in the filtrate for 5 out of the 6 xylem filters tested (3 filters
operated with GAC and 3 filters operated without GAC) (Figure 5-2¢, 5-3). These results
confirmed that xylem filters could remove coliform bacteria and function in realistic settings

with replacement on a daily to weekly basis depending on the operating conditions.
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Table 5.1: Water quality parameters for field tests

Parameter Water Source Desirable Permissible | Standard
Test Limit | limit (BIS) | test
(BIS) method
Spring A (Ut- | Ground- Municipal
tarakhand) water tap water
(Delhi) (Delhi)
pH 8.03 6.5-8.5 No relax- | IS 3025
ation (Part 11,
2002)
Total Dissolved | 49.1 500 2000 IS 3025
Solids (TDS), (Part 16,
mg/L 2006)
Turbidity (NTU) 5.02 <2 1 5 IS 3025
(Part 10,
2006)
Total alkalinity (as | 50 200 600 IS 3025
CaCO3), mg/L (Part 23,
2003)
Total hardness (as | 40 200 600 IS 3025
CaCO3), mg/L (Part 21,
2002)
Fluoride, mg/L 0.9 1 1.5 APHA
22nd Ed.-
4500-F-D
Nitrate, mg/L 0.5 45 No relax- | APHA
ation 22nd
Ed.-4500-
NO3-B
Sulfate, mg/L Not detected 200 400 APHA
22nd
Ed.-4500-
SO42-E
Residual free chlo- | Not detected 0.2 1 APHA
rine, mg/L 22nd  Ed.-
4500-CI-G
Taste Agreeable Agreeable Agreeable APHA
22nd Ed.-
2160-C
Color Not detected 1 5 APHA
22nd  Ed.-
2120-C
Conductivity, 81.3 - - APHA
uS/cm 22nd  Ed.-
2510-B
Chloride, mg/L 8.3 250 1000 APHA
22nd  Ed.-
4500-C1-B
Iron (as Fe), mg/L | 0.5 0.3 No relax- | APHA
ation 22nd Ed.-
3500-Fe-B
COD 246.01 7.71 IS 3025
(Part 58)
Associated figures Figure 5-2a,d Figure Figure
5-2a,e 5-2¢,f,g

Spring A is depicted by a red circle in Figure 5-2a,d. Water quality data for Spring B (Bhainswari village, Uttarakhand)

denoted by the orange circle in Fig. 5f is unavailable. Data for Figure 5-3 was obtained

using the water from Spring A (Kith, Uttarakhand) but water quality parameters other than fecal and

using the water from Spring A (total coliform were not tested when the experiments were conducted.
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Figure 5-2: Xylem filter performance with natural water sources. a-c. Chir pine and ginkgo filters show peak
flow rates and capacity exceeding 1 L/h and 10 L, respectively, indicated by dashed lines in a and b, and
absence of coliform in the filtered water. Legend is shown at the top. In ¢, chir pine and ginkgo filters were
used for tap water and groundwater studies, respectively. d-g. Variation of flow rate with capacity for (d)
chir pine filters with water from two natural springs in Uttarakhand, with cloth + GAC pre-filtration (e) chir
pine filters with groundwater (obtained from tubewells) in Delhi with cloth and cloth + GAC pre-filtration,
(f) ginkgo filters with municipal tap water in urban slums in Delhi with cloth pre-filtration, and (g) ginkgo
filters with municipal tap water in urban slums in Delhi with cloth + GAC pre-filtration. Data is reported
with 4 cm diameter, 0.375-inch thick filters processed using hot water soaking and ethanol treatment and
operated under 1 m gravity head (see Method M15 in Appendix A for details on field testing of filters).
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Figure 5-3: Microbiological performance of ethanol-preserved xylem filters a-c. Removal of coliform bacteria
by ethanol-preserved xylem filters (1 cm diameter, 0.25 inch thickness) operated under 1 m gravity head

with water from a natural spring in Kith village, Uttarakhand. Filters were made from a) Eastern white
pine, b) ginkgo and c) chir pine.
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5.2 Design of xylem filtration devices

Analogous to other membrane filters, xylem filters have to be housed in a device for HW'T.
A wide range of device configurations could be designed to suit different use cases, water
quality, resources available, and user preferences. As an illustrative example, a functional,
first-generation device prototype was built based on the feedback gathered from potential
users on preferences for household water treatment and response to xylem filters (user studies

were conducted in collaboration with MIT D-Lab).

5.2.1 Findings from user studies and literature on design of point-

of-use devices

The criteria for practically useful water filters were formulated based on existing literature on
design of point-of-use water treatment devices [44] and user research studies in the rural vil-
lages of Uttarakhand state and urban slums of New Delhi and Bengaluru in India conducted
over a period of two years in collaboration with D-Lab. These studies involved interac-
tions with over 1000 potential users, water filter manufacturers, and NGOs (Himmotthan,
Essmart, Pan-Himalayan Grassroots, Shramyog, Peoples Science Institute) that distribute
water filters through semi-structured/key informant interviews, focus group discussions, and
design workshops. The key findings from literature and user studies have been summarized

below:

1. Although targets for microbiological performance of water filters and minimum flow
rates for practical use of water filters have been well-documented in literature [74, 75|,
filter lifetimes are relatively non-standardized and vary from 3-6 months for membrane-
based filter cartridges to 1-2 years for ceramic filters |76, 77, 78, 79, 80, 81, 82, 83,
84]. Since xylem filters (in their present form) have a finite lifetime and require daily
to weekly replacement that is very different from existing water treatment products,
literature reports were not helpful in assessing user reception or setting filter lifetime
targets for xylem filters. Consequently, we relied on data gathered from user studies

(focus group discussions and individual household interviews) in India for developing
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a target filter lifetime. The preferred filter replacement frequency was found to be
closely tied to other product attributes such as cost, ease of filter replacement, ease
of availability of replacements, etc., but a minimum lifetime of one day was found to
be critical for uptake. The filter capacity was thus determined based on a daily filter
replacement frequency and estimates on the daily drinking water need for an average
household. An average household in low-income countries of Asia and Africa comprises
4-5 members [85]. Given a recommended daily water intake for an individual of 2-3.5
L [86], the drinking water requirement for such households is 8-17 L per day. Xylem
filters operated overnight (8-10 h) could meet this requirement if they have flow rates
of at least 1-2 L/h; this flow rate is also the minimum useful flow rate reported in

literature [75].

2. Household water treatment systems in resource-constrained areas should preferably
be independent of electricity or tap pressure [44], which makes gravity-driven devices
well-suited for such settings. The water head in these devices should be sufficient to
achieve the desired flow rate, but not so high that it is inconvenient for users to fill the
device with untreated water. 79 of the 100 participants in the user interviews reported

that they would be comfortable with a total device height of 0.9-1 m.

3. Potential users in villages as well as slums mentioned that the natural appeal and the
simplicity of xylem filters distinguished them from other products in the market. 40%
of the 300 respondents cited these as the primary attributes they liked about xylem

filter devices.

4. Consistent with literature [87, 88|, preliminary interactions with low-income households
suggested that they prefer cheaper, frequent replacements to more expensive, long-
term replacements. Of the 120 respondents in the urban slums of New Delhi, 50-60%
reported an average household spending of $3 (INR 200) per week for purchasing
reverse osmosis water cans and strongly indicated a willingness to switch to cheaper

devices if they are available.

5. Users cited aesthetic appeal, ease of usage, and availability of devices at local shops as
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key factors for adoption of water filters.

6. Co-design workshops and interviews were conducted to identify holder designs that
enable easy replacement of filter cartridges and are simple to use. Four different holder
designs were tested (prototypes developed in collaboration with MIT D-Lab): a) a
holder for rectangular filters with an O-ring-based face-seal mechanism and side latch
for clamping the filter in place (Figure 5-4a), b) a holder for circular filters with a
union design comprising of three parts: a lower part for filter insertion, an upper part
that connects to tubing and water reservoir from one end and face-seals against the
filter using an O-ring insert on the other, and a sleeve that couples the upper and
lower parts; this design allows for rotation of the lower part for inserting/removing
the filter cartridge while maintaining the upper part and the associated tubing in a
stationary position (Figure 5-4b) and prevents tube twisting, c¢) a holder for circular
filters comprising of a plastic tubing for filter insertion and a hose clamp that seals
against the sides of the filter; this mechanism enables utilization of the entire filter
surface area (Figure 5-4c), d) a two-part screw-on holder for circular filters where the
filter is inserted into the lower part, and both parts containing O-rings inserts thread
onto one another to face seal against the filter (Figure 5-4d). Of the different holder
mechanisms tested with 175 potential users, 64% of the respondents preferred the

screw-on mechanism to other designs due to its relative ease of usage.

5.2.2 Design of xylem-filtration of device prototype for household

water treatment

Product attributes desired by users revealed through these field studies included: a) ease of
operation (filling and extracting water from the device, replacement of filter cartridge, etc.),
b) low cost, and c) aesthetic appeal. Combining these inputs with existing guidelines for
fabricating household water filters [44], a device consisting of the following components was

developed:

o Top container for feed water

o Screw-on holder that incorporates xylem filter and allows for easy replacement
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Holder with a side clamp

Holder with a union mechanism Holder with a hose clamp mechanism Holder with screw-on mechanism

Figure 5-4: Holder configurations. a-d. Different filter holder mechanisms tested with users. These include
a holder with a latch on the side, a holder with a three-part union mechanism, a holder with a hose clamp
for sealing the filter from the side and holder with a screw-on mechanism where the upper and lower parts
thread together. Scale bar, 4 cm

o A bottom receptacle with a dispenser to extract filtered water and a cover to minimize

the risk of re-contamination

The device height was optimized such that users could fill the water in the top receptacle
conveniently and the water head was sufficient to yield adequate flow rates (Figure 5-ba-
¢). Some challenges encountered during device design included obtaining a leak-proof seal
between the holder and xylem filter due to irregularities on the wood surface, and preventing
air entrapment in the tubing and filter holder that could obstruct flow. These challenges
were overcome by cutting the wood at high speeds using a cold saw to obtain a smooth
surface finish, using O-rings with appropriate compliance to conform to the wood surface,
proper sizing of tubing and connectors to avoid bubble entrapment, and providing a vent
in the holder for releasing any trapped air. This device showed 99.764+0.41% rejection of
1 pm particles in lab studies and filtered 10 L of tap water in Delhi at flow rates >1 L/h
(Figure 5-5d). Flow rates can be improved further by clamping the filter on the side instead
of the face, which prevents complete utilization of the peripheral filter cross-sectional area

containing the xylem (the effective filtration area in the device was 7 cm?.

A list of resources required for filter fabrication in low-resource settings is provided in

Table 5.2.
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Table 5.2: Resource requirement for fabricating xylem filters and filtration devices

Task ‘ Resources needed
Xylem filter cartridge
Extraction of | A pruner or sickle could be used for cutting branches. A chain saw might be used for cutting trunks.
branches

Peeling of bark

The bark in the branches can be usually peeled by hand. Gloves should be used to avoid contact with
resin. Band saws/hand saws might be needed for removing the bark from trunks.

Cutting the wood
to desired sizes

Wood can be cut using a band saw, cold saw or hand saw. The surface roughness of the filter will
vary with the equipment used. Smooth surfaces are required to prevent leaks while using filters with
a face seal holder (as shown in Figure 5-4d), but surface roughness might be a cause of lesser concern
when a side sealing mechanism is used (5-1a). To obtain a smooth surface, filters should be cut with
a cold saw.

Hot water treat-

ment

Clean (tap) water, vessels for soaking the filters in water, stove (gas/electric/induction) or just fuel
wood for heating the water to 60°C, and a thermometer for monitoring temperature.

Alcohol treatment

Certified, food-grade alcohol (methanol, ethanol, etc.) with >99% purity and alcohol-compatible
vessels for soaking the filters. The level of residual alcohol in dried filters should be maintained within
the permissible limits for human consumption as prescribed by food safety standards [50].

Drying

Filters could be dried at room/ambient temperatures of 25—40 °C or using an oven.

Filtration device (The table below enlists the resource requirement for the filter designs depicted in Figure 5-5a-c. Although
these device were fabricated in the US, they are amenable to local manufacture in India. The containers, O-rings, valves,
tubing, dispenser and metal rods used in the device are commonly available items and can be sourced locally. The processes
necessary for device fabrication (cutting, drilling, injection molding, etc.) are also well-established in the manufacturing
industry. The device design could also be tuned as per the local availability of resources.

Storing unfiltered
water

Food-grade container with appropriate capacity should be used. In Figure 5-5a,b, the container

capacity is 5 L.

Providing gravita-
tional head

The container with the unfiltered water has to be placed at a suitable height to provide the gravitational
head to drive the water through the filter (lower head may be compensated for by larger filter area).
While this could be achieved in different ways, a mechanisms have been illustrated in Figure 5-5a,b,
where the container is placed on a sturdy stand. Food-grade tubing is needed to connect the container
at the top to the filter holder.

Holding the filter
in the device

Potential users in India highly preferred a holder with a screw-on mechanism (shown in Figure 5-5a-
c). The particular holder, designed for 5 cm diameter, 0.375-inch thick filters, was machined from
High Density Polypropylene, but the design is amenable to mass manufacture using injection molding.
The key criteria that determine the successful functioning of the holder include: a) An O-ring of
appropriate hardness, such that it conforms to the wood surface to seal it effectively. For the holder
in Figure5-5a,b, silicone O-rings with a shore hardness of 70 (procured from The Hope Group in
Massachusetts, USA) were used. b) Appropriate depth and width of the O-ring grooves is critical.
Excessively deep grooves compromise the ability of the O-ring to conform to the wood surface, while
shallow grooves may cause the O-ring to fall out, making user handling difficult. Further, O-rings
that are smaller than the holder diameter reduce the effective cross-section area available for filtration
(while accommodating a larger size range of filters), but larger O-rings increase the chance of leakage
(when variations in filter shape cause the O-ring to sit on or beyond the filter edge). For the holder in
Figure 5-5a,b, the depth and width of the O-rings was 76% and 124% of their thickness respectively
(conventional design values are 80% and 120%) and the O-ring diameter was 25% smaller than that
of the nominal diameter of the filter (as shown in the inset in Figure 5-5d). The inner diameter of
the holder was 4.3 cm and the O-ring was designed to seal a filter with a diameter 4 cm or more.
¢) Preventing entrapment of air bubbles. Air trapped in the tubes and connectors can disrupt water
flow. Using tubes and connectors with sufficiently large diameters and avoiding narrow constrictions
in the flow pathway can avoid trapping of air. In Figure 5-5a,b, 0.25 inch diameter tubes and the
connectors were used, and a vent consisting of a small hole plugged with an insert made of styrene
butadiene rubber (SBR) procured from McMaster Carr (part number 9545K38) was also provided to
release any air trapped within the holder.

Controlling water
flow from the top
container

A valve may be used between the top container and the filter, such that users can turn off the water
supply when the device is not in use or while replacing the xylem filter cartridge.

Storing the filtered
water

Food-grade container with appropriate capacity and a lid to prevent re-contamination should be used.
The container should also have a dispenser to access the filtered water. This container should be
placed at a height of at least 10-15 cm above the floor such that glasses, bottles, or other utensils can
be placed below the dispenser.

Filter stand

The filter stand in Figure 5-5a was fabricated using 0.25-inch thick aluminum angle rods (90°). How-
ever, stands could be fabricated in several other ways.
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Figure 5-5: Xylem-based filtration device prototype. a-c. Device prototype and its components. b. Device
prototype with which lab-based rejection tests and field-based capacity and flow rate tests were conducted.
d. Device flow rate with tap water in New Delhi and rejection of 1 ym particles measured in the laboratory
are consistent with prior characterization of xylem filters. Filters were made from ginkgo of 4 cm diameter
and 0.375 inch thickness.

5.2.3 Xylem filters for emergency use

During disasters and emergency situations such as floods, disease outbreaks, contamina-
tion of public water supply network, etc., access to safe drinking water is a major cause of
concern. Some common methods employed to provide safe drinking water to the affected
population under such situations include distribution of bottled/packaged water procured
from government agencies or commercial vendors, delivering water through water tankers,
using neighboring water systems and using water treatment systems at point-of-entry or
point-of-use [89]. Point-of-use, household water treatment (HWT) methods can be useful
during the acute phase of an emergency when responders cannot reach the affected pop-
ulation and in the recovery phase when longer term solutions are still under development
[90]. Effective use of HWT treatment methods, including water filtration, has been shown to
effectively reduce the incidence of water-borne diseases during emergencies [90]. Examples

of studies where filtration methods were evaluated during emergencies include the following:
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use of ceramic filters after the 2004 tsunami in Sri Lanka [91] and 2003 floods in Dominican
Republic [92], distribution of ceramic/biosand after the 2010 earthquake in Haiti |93, 94|,
and use of membrane/ceramic filters during an emergency in Pakistan in 2007 [95]. The key
learnings from these studies, in conjunction with guidelines enlisted in the Sphere handbook
(the primary reference tool for NGOs, UN agencies, and governments to respond to emer-
gencies and disasters) that can help guide filter design and its implementation for emergency
use include the following: a) the device should be able to meet minimum drinking water
requirement for survival, which is 2.5-3 liters per person per day [96] and meet the minimum
drinking water quality requirements during emergencies (< 10 CFU/100 mL, turbidity < 5
NTU) [96], b) the target price for emergency filters can be benchmarked against reported
costs of filtration devices distributed during emergencies; during the 2003 floods in Domini-
can Republic, ceramic filters had an upfront cost of $15 (though they were distributed free
of charge) with $4.50 recurring cost every 6 months for candle replacement [92|, ¢) major
factors affecting HW'T usage rates amongst the affected population included quality of source
water, prior experience with using HW'T methods, need for training associated with device
use, availability of replacement parts, level of programmatic support, ease of portability of
device, and the living environment (usage rates varied between people living in permanent
shelters and those moving between temporary shelters)[91, 92, 93, 95, 97, 95|. Based on find-
ings presented in the manuscript, xylem filters could be designed to meet the performance
and cost targets specified above and due to their light weight, could be easy to transport and
distribute. Other factors which could affect product adoption such as user training, filter
lifetime, supply and distribution strategy, and user-perceived need for product would need

to be further investigated.

Figure 5-6 depicts a potential design for a xylem-based emergency used filter. It comprises
of two plastic bags heat sealed around the xylem filter; the plastic bags act as receptacles for
the feed and filtrate water respectively. Plastic containers have often been distributed for safe
water storage and bucket chlorination during disasters and emergencies [98, 99, 100, 101].
Several membrane filters designed for emergency use are available commercially [95, 102, 103],
and some of these are membranes are housed in a plastic bag/container [95, 103]. The

robustness and longevity of the plastic bags would depend on the use case; filters could
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be designed to last for a single use or for a few days, weeks or months with provisions for

cartridge replacement.

Plastic bags
y for unfiltered
J water

5

\ Xylem

filter

Plastic bags
for filtrate

A

Figure 5-6: Illustration of possible configuration of xylem-based emergency use filter

5.3 Factors affecting xylem filter adoption

Although performance is important to the success of any technology, its adoption by the tar-
get population is critical to achieve impact. In addition to lack of awareness, the adoption
of water treatment technologies in resource-constrained settings faces three main barriers:
access, affordability, and acceptance. Xylem filters could lower these barriers in the following
ways. First, the abundant availability of gymnosperms, local access to other raw materials
required for filter fabrication (primarily alcohol for dry preservation), simplicity of the manu-
facturing process, and open access to this technology (filter fabrication has not been patented
to facilitate adoption) could provide an opportunity for local manufacture of these filters,
making them more accessible to local communities (see Table 5.2 for a list of equipment that
can be used in low-resource settings). Due to their low weight (<10 g) and volume (~13
cm?), xylem filters could be shipped easily (even by post to remote locations) and stocked
in local shops to facilitate access. Second, preliminary cost estimation studies suggest that,
in comparison to conventional filter cartridges that cost USD 5-10 and require replacement
every 3-6 months, xylem filters could cost USD 0.06-0.10 and require replacement every 1-5
days with a comparable cost per liter water filtered (see Section 5.4 for cost estimation details
and Figure 5-7 for cost comparison with currently available commercial filters in India). Such

amortization of filter replacement costs could significantly lower the barrier to affordability
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for low-income households, where ‘pay-as-you-go’ or ‘buying less, but more often” model is
preferred over longer-term filter replacements [88]. In Indian urban slums where Reverse
Osmosis (RO) filtered water cans costing USD 0.28-0.56 per 20 L or government-operated
water booths which provide RO water at USD 0.06-0.10 per 20 L are the only options, xylem
filters could provide a viable HWT alternative for those who cannot afford or access these
options easily. They could also facilitate sustained usage of HWT amongst those who are
unable to purchase cans or fetch water from the booths on a regular basis to realize effective
health outcomes. Furthermore, it could offer the opportunity to involve local suppliers, e.g.,
in small stores in the daily distribution of filters. Finally, the traditional comfort associated
with using wood for fuels and utensils could facilitate the social acceptance of xylem filters.
During field studies, 40% of the 300 survey respondents cited natural appeal and simplicity
as the primary attributes they like about xylem filters, suggesting positive prospects for user

reception.

The need for frequent filter replacement creates the risk of lack of user compliance and
disruption of sustained usage, which could be exacerbated if pre-filtration units that require
replacement at a different frequency than the xylem filters are used. Technological and
product design improvements (such as engineering filters with longer lifetime, designing
holders for easy filter replacement) or supply-related solutions (such as filters being available
at stores that provide groceries or other regularly-purchased items) could help mitigate the
risk of disruption of sustained usage, whereas the decrease in flow rate of filters with time
mitigates the risk of lack of user compliance in replacing the filters. These efforts would
nevertheless have to be complemented with behavior change interventions. The motivators
for behavior change and thus, the nature of these interventions, would depend on the local
social, cultural and environmental characteristics, such as water quality (whether water has
visible coloration, odor or poor taste), perceived health risk associated with water quality,
education level of the population, etc. [104, 105, 106, 107, 108, 109, 28|. The influence of
these characteristics on HW'T adoption has been extensively studied in literature and this
knowledge, in addition to field studies with user groups, could be leveraged to facilitate

sustained adoption of xylem filters. [104, 105, 106, 107, 108, 109, 28].
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5.4 Estimation of xylem filter cost

Affordability is one of the major barriers impeding the major factor affecting the adoption of
HWT technologies amongst low-income communities. To understand whether xylem filters
could help lower this behavior, the cost of xylem filters was estimated.

The manufacturing costs of xylem filters (5 cm diameter and 0.375-inch thickness) are

divided into four categories: raw material, wood processing, packaging, and transportation.

1. Raw material: Globally, the typical price of commercial softwood ranges from USD
40-140 per cubic meter [110]. Assuming that a filter uses ~20 cm?® of wood, the cost of
wood required for fabricating a filter is 0.08-0.30 ¢. It is to be noted that the sapwood
used for making the filters is a waste by-product of the timber industry due to its low

mechanical strength and durability, and may be available at lower cost.

2. Processing: The processing of xylem filters involves cutting the wood into desired
sizes, soaking the filter in hot water, soaking the filters in alcohol and drying the filters.
Assuming that filters are fabricated in batches of 500, the cost estimates for each of

these steps has been provided below:

(a) Wood cutting cost: This comprises of three components:

o Equipment cost for cutting each filter calculated at a band saw cost of USD
900 [111, 112|, equipment lifetime of 5 years, duration of operation of 8
hours/day for 5 days a week, and a processing time of 10 s per filter: 0.03 ¢

o Utilities cost calculated for a band saw with a power rating of 1 kW [112] at
an electricity tariff of 10 ¢per kWh [113]: 0.03 ¢

o Labor cost calculated at USD 5 per day (cost based on field visits in India;
could vary with geography) and a processing time of 5 s per filter: 0.09 ¢

o Total wood cutting cost per filter: 0.15 ¢

(b) Hot water soaking:

o Cost of water calculated based on a water requirement of 0.5 L for every filter
(can be further optimized) and an average water tariff of USD 1.98 per cubic

meter [114]: 0.1 ¢
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o Cost of utilities for hot water treatment assuming a heat consumption of 100
kJ, gas stove energy efficiency of 10%, and charges of 8 ¢/h for a gas stove
with a standard capacity of 10,000 kJ/h: 0.8 ¢

o Labor cost assuming a labor charge of USD 5 per day and time requirement
of 3 s for handling: 0.05 ¢

o Total cost of hot water treatment: 0.95 ¢

(c) Alcohol treatment: While filters were manufactured primarily using ethanol
in this study, other alcohols like methanol and isopropanol may also be used.
Methanol is less expensive than ethanol. However, since methanol is toxic, ap-
propriate food safety standards should be consulted to determine the grade of
methanol that can be used, and the level of residual methanol in the dried filters
should be maintained within the permissible limits for human consumption as

prescribed by safety standards [50].

o Cost of methanol treatment calculated at as requirement of 0.1 L per filter
at a price of USD 0.6-1/kg : 5-8 ¢

o Labor charge for alcohol treatment estimated based on a labor charge of USD
5 per day and processing time of 3 s per filter: 0.05 ¢

o Cost of alcohol treatment for 1 filter: 5.05-8.05 ¢

o The cost for alcohol treatment can be substantially reduced if the alcohol is
reused /recycled. Compared to immersion in a single alcohol bath, the alcohol
consumption may be reduced by immersing the filters successively in multiple
alcohol baths of smaller volumes.

o Total processing cost: ~6-9 ¢

3. Packaging: Cost of packaging filters individually in heat-sealed HDPE (high density

polythene) pouches are estimated as follows:

o Cost of plastic required for packaging calculated using HDPE price of USD 2-5 /kg
[115], HDPE density of 930-970 kg/m? [116], plastic requirement of 1 cm® per
filter (200 cm? area, 50 ym thickness): 0.19-0.5¢

o Cost of heat-sealing the plastic around the filter calculated based on a cost esti-
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mate of USD 40 for the heat sealer [117|, equipment lifetime of 1 year, operation
duration of 8 h/day for 5 days a week and packaging time of 5 s per filter: 0.008
¢

o Labor cost for filter packaging estimated based on a labor wage of USD 5 per day
and processing time of 5 s per filter: 0.09 ¢

o Total packaging cost: 0.3-0.6 ¢

4. Transportation: Assuming no infrastructure for transportation, the filters can be sent
by post from the manufacturing location to the customer base. The postal charges for
sending filters as a package of 200 is 0.03-0.07 ¢(based on field visits in India, will vary
with geography).

The total estimated cost of the xylem filters is therefore 6.5-10 ¢(INR 4.5-7). As ev-
idenced by the performance studies on the field, the capacity of each filter could range
anywhere between 10-100 L, depending on the water quality and nature of pre-filtration.

If used, a cloth filter would add $1 to the cost (taken from report of surveys conducted
in India [66]) and could be washed or replaced once it is dirty.

The GAC needs replacement after its adsorption capacity is expended, the frequency of
which depends on the amount of GAC used, water quality, and adsorption capacity of the
GAC. A GAC column for pre-filtration is expected to cost USD 0.67-5 per 1000 L of water

filtered and require a replacement every 1.5-6 months based on the following estimates:

o Cost of coal-based GAC in a column measuring 5 cm in diameter, 15 cm length (as

described in Section 4.5.3) calculated using the following estimates:

— (In the US) Price and density of USD 7-10.5 per kg and 0.5 g/cm? respectively
for coal-based GAC [118]: USD 2-3

— (In India) Price and density of INR 100 per kg and 0.5 g/cm? respectively for
coal-based GAC [119]: INR 15

o Adsorption capacity of GAC for organic matter (estimated based on equilibrium ad-
sorption data for dissolved organic matter (DOM) and humic acids on coal-based GAC

(granule size 0.3-0.4 mm) reported in literature; input concentrations of DOM /humic
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acid were in the range of 5.5-12 mg/L; adsorption capacity of GAC was determined
based on the amount of humic acid adsorbed per unit mass of GAC at saturation, i.e.,
when the residual concentration in the treated solution equaled initial concentration
[120]): 30-100 mg (DOM or humic acid)/ g GAC

o Total amount of organic matter that can be adsorbed by a coal-based GAC column
with aforementioned dimensions: 4.5-12 g for DOM /humic acid

o Volumetric capacity of GAC column (total volume of water the GAC column can pro-
cess while effectively removing organic contaminants) estimated based on adsorption
capacity at different DOM /humic acid concentrations in water ranging from 5.5 mg/L
to 12 mg/L [120]: ~500 — 2000 L

o Cost of GAC column per 1000 liters of water: USD 0.5-3 or INR 0.008-0.03

o Replacement frequency of GAC columns assuming each household comprises of 4 mem-

bers, each consuming 3 L of drinking water per day [85, 86]: 1.5-6 months

The recurring (cartridge) cost of a xylem filter is compared with different commercial
filters in the Indian market in Figure 5-7. The rated capacity and the costs of filtration units
and replacement cartridges was obtained from product websites |77, 76, 78, 79, 80, 81, 83, 82|.
The cartridge cost was normalized by the rated capacity to obtain the cost per liter of filtered
water. The recurring cost for xylem filters was estimated using the above xylem filter cost
(INR 4.5-7). Cost of cartridge per liter water filtered was obtained by dividing the recurring
cost with the filter capacity for different water qualities. Capacity was estimated by using
the data presented for ginkgo filters in Figure 4-7, 4-11 to obtain the permeate filtered
per unit area for different water qualities and pre-filtration methods and then scaling the
permeate per unit area for filters with 5 cm diameter; capacity ranges and average values
for different scenarios have been specified in the legend. The average cartridge cost per liter
water filtered for each scenario was estimated by dividing the average filter price (INR 5.5)
with the corresponding average volumetric capacity. The cost of the GAC column was evenly

amortized across the cartridge replacement costs as follows:

o Assuming that the daily drinking water requirement for an average household is 8-17

L per day (as estimated in Section 5.2.1), the replacement frequency of the xylem filter
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cartridge was estimated for different water qualities based on the corresponding filter
capacity (as specified in the legend for Figure 5-7).

o The total number of xylem filter cartridge replacements required over the lifetime of
the GAC column (1.5-6 months) was estimated.

o The cost of the GAC column was evenly amortized across the total number of replace-

ments and added to the filter cartridge cost.
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Figure 5-7: Cost comparison of xylem filters with other commercial filters. a. Comparison with commercial
filters belonging to four major brands (denoted by different colors) in India shows the potential to offer
unprecedentedly low cartridge replacement cost for a comparable or lower cost of cartridge per liter water
filtered. Product names are included. b. Xylem filter cartridge cost per liter water filtered for CTW is greater
than that for GTW; use of cloth and Granular Activated Carbon (GAC) pre-filtration can reduce this cost
substantially for a marginal increase in recurring cost. Capacity ranges and average values corresponding
to different water qualities and pre-filtration methods have been specified in the legend and are based on
volumetric capacity measured for ginkgo filters in Figure 4-7 4-11 . The horizontal lines indicate average
estimated cartridge cost per liter (calculated as ratio of average filter price (INR 5.5) and average volumetric
capacity specified in the legend).

5.5 Environmental impact of creating xylem filters

Experiments conducted in the lab and the field suggest that xylem filter measuring 4 cm in
diameter and 0.375-inches in thickness can process >10 L of water when operated under a 1
meter gravity head and can cater to the minimum drinking water requirement of an average
household. Thus, the amount of wood needed to create a filter that can be used on a daily
basis is ~ 12 cm3. If 1 billion people use the filters on a daily basis, then the amount of
wood required to create 300 billion filters is ~ 3.6 x 10% m3. The volume of softwood traded

on an annual basis is ~ 100 x 10® m?® [110]. So the amount of wood needed for 1 billion
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people is 3.6%, which is a small fraction of the global softwood trade. It is to be noted that
xylem filters can be made from only the sapwood present in commercially traded timber and
not the heartwood. In addition to wood from trunks which is traded commercially, xylem
filters can also be made from tree branches that are discarded during the wood cutting
process. Further, cultivating trees specifically for the purpose of creating xylem filters might
be yet another option to sustainably produce them while minimizing environmental costs

[121, 122, 123).

5.6 Design guide for selecting tree species for making
xylem filters

To aid technology translation and the manufacture of xylem filters, a design guide for select-
ing tree species for making xylem filters has been provided below.

Gymnosperm xylem exhibits great morphological variability across and within species,
and even within the same tree. A description of how the filter performance (i.e., permeance
and rejection) may vary with the structural characteristics of the xylem is provided below.
Appendix B and C list these characteristics in detail [42, 43, 124, 125, 126, 127, 128, 22, 129,
130, 131, 132, 133, 134] and also provides information on geographic availability, pricing,

and decay resistance for a wide range of gymnosperms.

1. Flow rate: In general, for a given xylem structure without significant pit aspiration,
the flow rate is expected to be proportional to sapwood area and driving pressure,
and inversely proportional to filter thickness. In the absence of fouling, the flow rate

through a xylem filter depends on:

o Fraction of xylem-containing sapwood present in the filter cross-section: Flow
rate increases with sapwood area. Inclusion of impermeable heartwood in filters
(e.g., when a filter is made from a branch cross-section) can reduce the sapwood
area available for filtration. Sections of branches used for filtration tend to have
less effective area for filtration due to the impermeable heartwood present in the

center. Filters made exclusively from the sapwood in trunks have their entire area
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available for filtration but are limited in size by the width of the sapwood in the
trunk. Some tree species, like ponderosa pine (Pinus ponderosa), ocote pine (Pinus
oocarpa), Douglas fir (Pseudotsuga menziesii), pond pine (Pinus serotina), red
pine (Pinus resinosa), spruce pine (Pinus glabra), Virginia pine (Pinus virginiana),
and sitka/yellow/western /silver spruce (Picea sitchensis) have a wider sapwood

and are well-suited for creating large area filters [135].

o Tracheid and pit membrane properties: Wider and longer tracheids can yield
higher flow rates [22]. A high fraction of the tracheid wall area covered by pit
membranes and higher pit membrane porosity increase fluidic conductivity. The
tracheid conductivity for some tree species is provided in Appendix B. The tra-
cheid length plays a key role in determining filter thickness. Filters should ide-
ally comprise not more than 2-3 tracheids along their thickness to minimize flow
resistance without compromising rejection ability. Tracheid lengths could vary
significantly within a tree. For example, tracheids in trunks are typically longer
than those in stems, and tracheid length also decreases with tree height. However,

tracheid lengths are typically less than 5.6 mm [24].
2. The rejection of the pit membranes depends on the following parameters:

o Pore size of pit membranes: Smaller pores have better rejection performance. The
pit membrane pore size varies considerably across and within a plant. The pores
in latewood (summerwood) are typically smaller than those in earlywood (spring
wood) [136]. Intra-species variability is most prevalent amongst pines [136], where
reported pore size measurements vary from 200-400 nm [42, 43, 136]. The pit
membranes in ancient gymnosperms (belonging to genus Cycas and Welwitschia),
Ginkgo, and cedars (which belong to genus Thuja in the cypress family), are very
dense and are expected to be capable of excellent rejection [136].

o Resin canals/ducts: Resin canals/ducts are cylindrical intercellular spaces in the
xylem oriented in the axial (longitudinal) direction [137|. Their inner surface
is lined by epithelial cells, which secrete resins for defense against pests and

pathogens [138|. If not filled with resin, these canals could act as leakage path-
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ways in xylem filters and hence, attention should be paid to their presence. They
could be several centimeters in length and are typically longer in the trunks than
branches [139, 140]. Resin canals are generally present in Picea (spruce), Lariz
(larch), Pseudotsuga (Douglas fir), and Pinus (pine); those in pines being numer-
ous, large and evenly spaced while the ones in spruces, larches, and firs are few,
small, and evenly spaced [141, 142]. These canals are generally absent in Abies
(fir), Tsuga (hemlock), Pseudolariz (golden larch), Cedrus (cedar), Tazus (yew,
caution: yews are toxic), Juniperus (juniper), Cupressus (cypress) and Ginkgo

(ginkgo) unless formed in response to external stimuli or stress [142, 143, 144].

3. Preservation of xylem filters: Filters made from tree species whose pit membranes
are more resistant to cavitation may be less susceptible to drying-induced loss of per-
formance during operation. Prior studies suggest that the resistance to cavitation
depends on tracheid properties, the thickness or the rigidity of the torus, and ratio of
the torus diameter to that of the cell wall aperture [128]. Junipers and cypress-pines

tend to have high resistance to cavitation [128].

In addition to the aforementioned characteristics, the following notes could be useful for

filter manufacture across species:

1. Selection of branches: Branches that do not have leaves undergo inactivation of the
xylem through a process called compartmentalization [145] and have lower permeance.
Junctions (where branches connect to one another) have a bent xylem vasculature and
a lower hydraulic conductivity [146]. The wood from such branches and junctions
should preferably not be used for manufacturing filters. Further, branches or trunks

that show signs of decay (black marks, spots, etc.) should also be avoided.

2. Standardization of filter size: Xylem filters made from branches suffer from variability
in shape and size, presenting challenges for designing compatible filter holders that
can house these filters and enable their practical use. Coring out fixed-diameter circu-
lar discs from branches could enable standardization; but such a process can result in

wastage of the xylem-containing sapwood present in the periphery while preserving the
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impermeable heartwood in the center, thereby reducing the effective area available for
filtration. Standardized filters with a high fraction of sapwood area can be manufac-
tured by cutting rectangular or circular sections from the peripheral sapwood in tree
trunks. Certain species like Ponderosa pine, which have wider sapwood in the trunk
cross-section, are more suited for the creation of such filters [135]. It is to be noted that
the length of xylem conduits could vary across trunks and branches; as a result, the
filter thickness may need to be adjusted to maintain rejection performance [147]. 0.375-
inch thick filters made from branches of Eastern white pine showed 98.841.2% rejection
of 1 pum microspheres. However, 0.5-inch thick filters made from partly-dried trunks
(procured after two weeks of felling) also showed comparable rejection (98.574+0.86%),
whereas 0.75-inch thick filters showed a rejection of 99.21+0.73%.

. Safety: Selection of tree species for filter fabrication should be preceded by a thorough
investigation of the potential toxic effects of its sap and methods to eliminate them
(if any). Sap of some trees is consumed by humans [148, 149|, and sapwood occurs
naturally in surface waters. Plants belonging to genus Pinus (pine), Tsuga (hemlock),
and Picea (spruce) have been characterized as non-toxic [150, 151], though the needles
of Pinus ponderosa (ponderosa pine) and Pinus contorta (lodgepole pine) and can be
toxic to cattle during gestation [152, 150]. The oil extract of genus Juniperus (juniper)
are commonly used in cosmetics [151]. Plants that are known to be non-toxic include
Norfolk pine (Australia hemlocks). All parts of plants belonging to genus Tazus (yews)
and Cycas (cycads) are known to be poisonous [153|. Abies balsamia (balsam fir) is
known to be a skin irritant, and the seeds of Ginkgo biloba (ginkgo) are known to be
poisonous [153]. Confirming that the sapwood is nontoxic is essential for use of the
filters for filtering drinking water for human consumption. In addition, appropriate
safety certifications and approvals may be procured before distributing the filters for
human use. International NSF/ANSI standards are commonly employed to certify
point-of-use drinking water filters. The following certifications could be useful before

marketing the product:

o NSF/ANSI 53: This standard is used to certify health-related microbiological
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contaminant reduction claims.

o NSF/ANSI 42: This standard is used to certify the chemical and material safety of
filters. We note that drinking water standards typically do not have health-related
constraints on natural organic matter in water (although there are constraints
related to aesthetics, such as color).

e NSF/ANSI 61: This standard is intended to cover materials or products that
come into contact with drinking water, drinking water treatment chemicals or

both.

In the future, it may be useful to develop certifications specifically for xylem filters.

5.7 Quality control of xylem filters

Due to the variability in xylem structure across species, trees within the same species, and
even across the same tree, reliable quality control methods are essential to ensure that the
manufactured filters can achieve the desired performance. Test solutions that are made using
commonly available, inexpensive materials and produce a visual output can be very useful
for quality control. Examples of such test solutions include aqueous solution of turmeric and
diluted yogurt (Figure 5-9, work performed in collaboration with Bettina Arkhurst [2]).

While such tests could be simple to perform, they involve wetting the filters with water,
which renders the filters unusable. Such methods are therefore more suited for batch-based
quality control protocols.

Other non-destructive methods, which do not involve wetting the filter, could also be
developed for quality control of each manufactured filter. An example is the use of air
seeded with dust or pollens particles with a known size distribution as a fluid medium for
testing (Figure 5-9). The particle count in the feed and filtrate could be measured with the

help of an air quality sensor to test the rejection performance of the filters.
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Figure 5-8: Test solutions for quality control of manufactured xylem filters. The images on the left and right
show the use of turmeric solution and diluted yogurt as test solutions respectively and present a comparison
between the feed and filtrate. The images on bottom right show images of a yogurt solution before and after
filtration when examined under an optical microscope.
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Figure 5-9: Schematic of set-up for quality control of xylem filters where air seeded with dust particles is
used as fluid medium for testing [2].
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5.8 Summary of findings

Tests conducted with natural water sources revealed that xylem filters were able to cater
to the minimum drinking water need of an average household (8 L). 5 out of the 6 filters
tested were also able to remove coliforms completely. A xylem filtration device prototype was
developed using a user-centric design approach. Preliminary findings from market research
and user studies in India suggest that the organic nature and simplicity of xylem filters are
attributes that appeal to users and could promote user acceptance. Further, preliminary
cost estimation studies suggest that xylem filters can amortize the cost for water treatment,
which could lower the affordability barrier for low-income households, where high-frequency,
inexpensive replacements are preferred over low-frequency, high cost replacements. A de-
sign guide for selecting tree species for fabrication of xylem filters was developed to aid

entrepreneurs and NGOs in taking the technology to the users.
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Chapter 6

Conclusion

This work provides new insights into gymnosperm xylem from the perspective of its use
as a material for water filtration — namely, the interplay between permeance and rejection
governed by percolation, the intriguing ‘self-blocking’ behavior arising from dissolution and
re-deposition of hemicellulose, and elevated propensity for fouling in the presence of large
organic molecules and dust. These insights were leveraged to develop engineering methods
for preserving xylem filters in dry state, mitigating self-blocking, and obtaining practically
useful performance with different water qualities (see Table 6.1 for a summary of the ef-
fect of the key design, manufacturing, and operating parameters on filter performance). To
demonstrate potential for practical utility and translation, filters were fabricated using lo-
cally available gymnosperms in India and filter performance was validated with natural water
sources used for drinking. As an example for how xylem could be incorporated in filtration
devices, a gravity-operated, functional device prototype for household drinking water treat-
ment was developed using user-centered design approaches. Finally, evidence gathered from
user research and preliminary cost estimation studies was used to show how xylem filters
could potentially reduce the barriers of access, affordability, and social acceptance to serve
as an attractive HWT option for low-income communities that are at the highest risk of

water-borne diseases.
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With >3-log removal for bacteria and virus (>4-log removal for rotavirus), xylem fil-
ters can provide ‘comprehensive protection’ against water borne pathogens as per WHO’s
performance criteria for household water treatment technologies [57] and have potential for
reducing the health burden of water-borne diseases (Figure 6-1). The contaminant removal
ability of xylem filters could be improved further due to fouling, by stacking filters or using
other approaches. Use of silver nanoparticles in xylem to enhance the removal of bacteria and
methylene blue (a commonly used industrial dye that causes water pollution) using xylem
[33] and chemical modification of xylem surface for copper adsorption has been reported [32].
Incorporating suitable sorbents such as zeolites or ferrous oxide into pre-filtration modules
could enhance removal of viruses, arsenic, or other pollutants [154, 155|. More generally,
xylem filters could be used synergistically with other water treatment methods, e.g., in
conjunction with chlorine to remove protozoan cysts that are relatively chlorine-resistant.
Beyond gymnosperms, plants like primitive angiosperms that have short xylem conduits and
nanoscale pit membrane pores and are not prone to aspiration [156], or ubiquitous bamboo

nodes64, could be explored for filtration applications.

Some limitations of xylem filters for household water treatment currently are: a) the
higher replacement frequency of xylem in comparison to current filtration technologies could
deter sustained usage, b) heterogeneity in xylem structure within and across gymnosperm
species could create variability in filter performance, and c¢) a possibility that degradation
of filters under certain conditions could cause their rejection performance to deteriorate and
prevent them from getting blocked posing a health risk to users (timescales for degradation
would depend on the feed water quality, type of wood used for manufacturing the filter,
and local environmental factors and could be of the order of 1-2 weeks [157, 158] or less
since bacteria are directly seeded on pit membranes during filtration). Mitigation of these
risks will require: a) pilot studies of filter performance under different operational conditions
(and measures such as increasing filter thickness or providing guidance as to when xylem
filters are suitable for use if filter degradation is found to be an issue), b) standardization
of sources of wood and development of methods to test and assure quality control [2], c)
safety assessment of xylem filters for human use (e.g., assessing the filtrate for presence of

organic compounds leached from xylem and evaluating their safety for human consumption,
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Figure 6-1: Comparison of diarrheal mortality burden due to different waterborne pathogens [25] arranged by
size to the measured rejection of particles of different size by single 0.375-inch thick xylem filters (except for
rejection experiments with 500 nm microspheres, where filter thickness was 0.25 inches) made from different
tree species.

noting that cellulose, hemicellulose, lignin, and pectin occur naturally in many foods, and
that plant material contributes to organic content in drinking water), d) designing filters
holders for maximal ease of replacement along with ready local availability of filters, and e)
behavior change interventions to facilitate sustained usage. To facilitate uptake and further
advances in xylem filter technology, this technology has not been patented and a design
guide for fabricating xylem filters and compendium enlisting the geographic availability,
structural characteristics, and degradation properties of different gymnosperms have been
created (Appendix B and C). It is important to use non-toxic sapwood for making xylem

filters.

Xylem filters present a HWT solution with unique characteristics (see Table 6.2 for
comparison with other low-cost water treatment technologies).

The availability of wood is not a bottleneck for scaling and large-scale dissemination —
the sapwood used for making these filters is a low-grade by-product of the timber industry;

we estimate that 0.01 % of the timber used in softwood global trade could be used to
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Table 6.2:

Comparison of xylem filters with other low-cost water treatment technologies

Technology Level of protection Advantages Limitations
Chlorination [159] Targeted (bacteria and | e Portable, light-weight e Less effective in inorganic-rich/turbid water
viruses only) e Simple to use, no maintenance | e Unpleasant taste and odor
e Dosage depends on water quality
e Harmful organic by-products
Solar  disinfection | Targeted to comprehen- | e Little/no maintenance e Poor efficacy with turbid water
[159] sive (bacteria, virus, pro- | © Minimal chance of re- | ® Dependent on weather
tozoa) contamination e Volume to treat depends on availability of in-
e Simple to use tact container
e Long treatment time
Ceramic filters | Targeted (bacteria and | e Local production e Performance heterogeneity due to manufac-
[160] protozoa only) e Minimal chance of re- turing variability and susceptibility to cracks
contamination e Low flow rate: 1-3 L/h
e Difficult to transport
Flocculation- Comprehensive (bacteria, | ® Residual protection against re- | e Need for multiple steps and additional user
disinfection virus and protozoa) contamination support
[160, 159] e Easy to transport (typically | e Can have a negative effect on odor and taste
available as sachets) e Requires reliable supply chain
e Reduction of some heavy
metals and particle-associated
pesticides
Xylem filters Comprehensive (>3-log | ® Biodegradable e Frequency of replacement is relatively high
removal of bacteria and | e Light weight (maintenance concerns)
virus) e Minimal chance of re- | e Needs pre-filtration or large filter sizes with
contamination water having high turbidity or organic content
e Local production e Low flow rate: 1-3 L/h
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make a billion filters annually [161]. The compactness, light weight, and long shelf life of
xylem filters could enable easy shipping to remote locations and bulk storage for prolonged
use. Due to the worldwide availability of gymnosperms and simplicity of the filter fabrication
process, xylem filters offer potential for local manufacture of a wide variety of water treatment
and other filtration products, ranging from compact filter pouches for use in emergencies
to household filtration devices. This opens up the possibility for involvement of micro-
entrepreneurs at a global scale [162], implementation of innovative business models, and
engagement of local communities in filter distribution [163, 164] and manufacture to raise
awareness about importance of safe drinking water and encourage adoption. In addition, the
characterization, modeling, and engineering of xylem filters is not limited to household water
filters and has the potential to be applied to different filtration needs, such as for disaster
and emergency use, microfiltration for assessment of water quality, and as an alternative to

synthetic microfiltration membranes for some applications.

82



Part 11

Removal of biomolecules using

extracorporeal blood purification device
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Chapter 7

Development of predictive mass
transport model for an extracorporeal
blood purification system to regulate

Systemic Inflammatory Response

Syndrome (SIRS)

This chapter is based on a paper by McAlvin et al [165].

7.1 Introduction

Systemic inflammatory response syndrome (SIRS) is a physiologic response of the body to
a variety of insults [166] and involves complex interactions between platelets, leukocytes,
coagulation system and multiple pro- and anti-inflammatory mediators (such as cytokines,
histamines etc.) [167]. While SIRS is a result of innate immunity, it can have deleterious
effects when it becomes excessive or uncontrolled and can result in multiple organ failure
[167]. Sepsis, which is the systemic inflammatory response to a confirmed infection, is

the primary cause of death in intensive care units [168]. The mortality associated with
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SIRS can be attributed to at least two main causes - severely impaired immunity due to
prolonged release of inflammatory mediators and the potential cytotoxic effects of cytokines
[169, 170|. Prior studies have reported that septic patients tend to have high concentrations
of circulating inflammatory cytokines (a condition referred to as hypercytokinemia), and
mortality is highest when both, pro- and anti-inflammatory, cytokine levels are high [169,
171, 172].

In order to improve outcomes and survival rates for septic patients, extracorporeal blood
purification (EBP) therapies where inflammatory mediators are removed to regulate host
immune response have been proposed [169]. Examples of such techniques include high vol-
ume hemofiltration, high adsorption hemofiltration, high cut-off membrane filtration, plasma
exchange, and hybrid systems like coupled plasma filtration adsorption [169, 173|. A vast
majority of these therapies have focused on the non-specific removal of a broad-spectrum
of inflammatory mediators to restore immune homeostasis [169, 173]. However, some of the
drawbacks of these methods are that non-specific removal eliminates harmful as well as po-
tentially beneficial cytokines [174] without accounting for the fact that specific cytokines can
be deleterious at one stage but beneficial at others [175]. Non-specific cytokine removal dur-
ing the pro-inflammatory phase could result in immunosuppression later [169]. Further, such
processes also result in removal of desirable molecules, like therapeutic antibiotics [176] and
clotting factors [177], which are required for patients with hypercytokinemia. A cytokine-
specific, temporally controlled method for cytokine removal could be potentially beneficial

in treating sepsis and a wide range of other conditions associated with SIRS [178, 179].

7.2 Background

EBP devices that selectively remove cytokines by passing the blood through tubes coated
with antibodies against target cytokines (called Antibody-Modified Conduits or AMCs) have
been developed (Figure 7-1) [180]. If installed in parallel and for patient-specific durations,
AMCs could allow temporally controlled manipulation of specific cytokines during the in-
flammatory cascade in SIRS. From an implementation standpoint, the efficacy of such a

device in arresting SIRS progression would depend on the identification of the right cy-
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tokine(s), and the extent, specificity, and rate of cytokine removal. The specificity will be
largely governed by the choice of a suitable antibody and the extent and rate of removal
will be determined by the transport properties of the AMC, which will in turn depend on

antibody concentration, tube geometry, flow rate and other such parameters.
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Figure 7-1: Schematic of extracorporeal blood purification with AMCs

7.3 Scope of thesis work for Part-II

Developing an understanding of the transport processes that govern the rate and effectiveness
of cytokine clearance in AMCs is critical for designing effective devices for SIRS treatment.
As a second goal, this thesis attempts to study the binding and transport kinetics of cytokine
clearance from blood as a function of device geometry, operational conditions and surface
properties to develop a predictive mass transport model that captures these interactions.
This predictive model could then be used for building devices capable of achieving the desired
performance. This research was conducted in collaboration with Boston Children’s Hospital,

where all experiments were performed. The thesis focuses on only the modeling part.
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7.4 Modeling transport kinetics in AMCs

To identify the critical parameters affecting transport in AMCs, experimental data was
gathered for different AMC geometries and operating conditions (experiments conducted
by researchers in Boston Children’s Hospital). AMCs were functionalized with antibodies
against two model cytokines, human vascular endothelial growth factor A (VEGF-A) [181],
which known to be an important determinant of sepsis morbidity and mortality and tumor
necrosis factor a (TNF-«) that has been difficult to eliminate via non-selective EBP methods
[182, 183, 184]. The efficacy of cytokine clearance was studied for 5 different variables:
flow rate through AMCs, antibody concentration used during conjugation, AMC geometry
(aspect ratio; length/inner diameter), circulating pH of fluid, molecular weight of PEG
spacer molecules, and AMC surface area. These experiments were conducted using an in
vitro apparatus where solutions of cytokines in PBS were circulated through the AMC and

their concentration in the reservoir was measured over time (Figure 7-2).
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Figure 7-2: Schematic of the experimental setup for selective elimination of cytokines by AMCs. Cytokine-
containing solutions were circulated through AMCs by a peristaltic pump and cytokine concentrations in
the fluid were measured over time. Arrows represent direction of flow.

The different conditions under which the AMC performance was evaluated have been
described in Table 7.1. The PEG spacer length and reservoir volume were held constant at
10 kDa and 20 mL in all cases.

Cytokine elimination from circulating fluid occurs when cytokines in the fluid bind to

surface antibodies and is described by the Langmuir adsorption isotherm. The fraction of
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Table 7.1: Experimental conditions for studying AMC performance in vitro

Parameter var- | Inner di- | Length Surface area | Aspect ratio | Flow Rate | Antibody con-
ied ameter (mm) (mm?2) (length\diameter) (ml/min) centration
(mm) (mg/ml)
1.6 886.0 4451.3 553.8 20.0 1
1.6 444.5 2233.2 277.8 20.0 1
3.2 222.3 2233.7 69.5 20.0 1
4.8 148.1 2232.2 30.9 20.0 1
4.8 98.6 1486.1 20.5 20.0 1
6.4 111.3 2236.7 17.4 20.0 1
6.4 55.4 1113.3 8.7 20.0 1
9.5 74.2 2213.4 7.8 20.0 1
9.5 24.6 733.8 2.6 20.0 1
0.8 150.0 376.8 187.5 20.0 0.5
0.8 400.0 1004.8 500.0 20.0 0.5
Conduit Geometry | 0.8 400.0 1004.8 500.0 20.0 0.5
0.8 400.0 1004.8 500.0 20.0 0.5
0.8 800.0 2009.6 1000.0 20.0 0.5
0.8 800.0 2009.6 1000.0 20.0 0.5
1.6 150.0 753.6 93.8 20.0 0.5
1.6 400.0 2009.6 250.0 20.0 0.5
1.6 400.0 2009.6 250.0 20.0 0.5
3.2 150.0 1507.2 46.9 20.0 0.5
3.2 200.0 2009.6 62.5 20.0 0.5
3.2 200.0 2009.6 62.5 20.0 0.5
3.2 200.0 2009.6 62.5 20.0 0.5
3.2 400.0 4019.2 125.0 20.0 0.5
3.2 222.3 2233.7 69.5 20.0 2
3.2 222.3 2233.7 69.5 20.0 1.5
Antibody Packing 3.2 222.3 2233.7 69.5 20.0 1
Density 3.2 222.3 2233.7 69.5 20.0 0.5
3.2 222.3 2233.7 69.5 20.0 0.1
3.2 222.3 2233.7 69.5 20.0 0.05
3.2 222.3 2233.7 69.5 10.0 1
Flow Rate 3.2 222.3 2233.7 69.5 20.0 1
3.2 222.3 2233.7 69.5 30.0 1
3.2 222.3 2233.7 69.5 40.0 1
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antibodies with bound cytokines (f) depends on the concentration of cytokines at the conduit
surface (¢s) and the affinity of surface antibodies for those cytokines (dissociation constant,

K ;) according to the following relation [185]:

e

Effective cytokine elimination (large €) occurs when the antibody affinity for a given
cytokine is high (small K;) and the initial concentration of that cytokine (cy) significantly
exceeds K,;. Otherwise most of the antibodies will remain un-bound (small #). A second
necessary condition for large @ is that the quantity of surface antibodies must be greater
than or equal to the quantity of cytokine molecules in the solution. Under these conditions,
nearly complete clearance of the cytokine is expected (Figure 7-3, Case A). If the affinity
is high, but the number of antibodies is less than the number of cytokine molecules (either
from low surface antibody packing density or insufficient AMC surface area with optimal

antibody packing density), then the cytokine concentration will decay until AMC capacity
is saturated (Figure 7-3, case B).

c(t)
C,
c(t) = ¢, exp (-t/1)
t t
Case A : Amount of Case B : Amount of
Antibody > Cytokine Antibody < Cytokine
Total amount of cytokine cleared : +(c (t,) - ¢ (t,))

Rate of clearance : v/ T

Figure 7-3: Two theoretical cytokine elimination curves representing either complete (Case A) or incomplete
cytokine elimination (Case B); the latter represents AMC saturation with cytokine (Cisat).

Experimental data showed both patterns, where the cytokine concentration either de-
creased to zero or a steady value [165]. In the latter case, the amount of unbound cytokine
remaining in circulation is given by M = My — C' where M, is the initial amount of cytokine
in the reservoir and C'is AMC capacity. Provided ¢y >> Ky, then the number of antibodies
available for binding is a good approximation of capacity.

Cytokine uptake by antibodies involves two main steps: transport of cytokine to surface

antibodies and subsequent binding. The flow of cytokine containing fluid through the AMC
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is accompanied by the formation of boundary layers, which are regions close to the wall

where, there exists a concentration and velocity gradient (Figure 7-4).
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Figure 7-4: Schematic depicting transport in AMC. Thickness of concentration and velocity boundary layers
(5C and 8V respectively) vary along the length of an AMC until flow is fully developed, referred to as
concentration (L) and hydrodynamic (Lg) entrance lengths respectively.

The concentration boundary layer is formed because of the presence of antibodies, which
reduce the cytokine concentration near the surface to zero establishing a concentration gra-
dient across the cross section of the AMC. The thickness of this boundary layer (.) depends
on diffusivity (D), or the ability of the cytokine to diffuse from the bulk solution to the wall
where it can interact with the antibodies. The velocity boundary layer arises because the
fluid in contact with the wall has zero velocity in comparison to the bulk fluid, which is being
circulated at a certain flow rate. The velocity gradient arises because of viscosity, or relative
motion between fluid molecules and gives rise to shear in the fluid. The thickness of this
boundary (d,) layer depends on fluid viscosity. Both, the velocity and concentration bound-
ary layers vary in their thickness up to a certain length, referred to as the hydrodynamic
entrance length (Ly) and concentration entrance length (L¢) respectively, beyond which
their thickness is constant and the velocity /concentration profile across the length remains
unchanged (Figure 7-4). If the length of the AMC is much more than the entrance length,
the flow is referred to as developed. Depending upon the flow parameters, tube geometry and
diffusivity of the species involved in mass transport, the flow may or may not be developed
velocity-wise, concentration-wise or both.

If the antibody affinity is high and antibodies are available for binding, uptake of cytokine

by the antibody depletes cytokine within the concentration boundary layer near the wall, the
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thickness of which is governed by the combination of laminar flow in the axial direction and
cytokine diffusion in the radial direction. The time scale for diffusion across the concentration
boundary layer to the AMC wall where binding takes place can be estimated to be §%/D
based on Fick’s law of diffusion. For binding to occur between the antibody and cytokine,
the diffusion time scale must be at least equal to (if not shorter than) the time scale for fluid
flow from one end of the AMC to the other, as otherwise, the cytokine will cross the AMC
without interacting with the antibody-coated surface. The time scale for fluid flow can be
estimated to be L/V, where V is the fluid velocity, and L is the AMC length. Equating the

two time scales gives Equation 1.

FEquation 1:
DL

6 ——

%

Further, in fully-developed pressure driven laminar flows, it can be assumed that the
velocity within the boundary layer scales linearly with the distance from the wall (Equation
2). For the conditions under which the experiments were conducted, the velocity profile
was predicted to be fully developed, except in a very few cases and the flow was found to
be laminar (based on Reynolds Number calculations). This approximation is valid as long
as the ratio of the concentration boundary layer thickness to the AMC diameter is much

smaller than 1, which for all experimental conditions tested was of the order of 1072,

Equation 2:
V ~ A6

Here, V' is the fluid velocity within the boundary layer and -y is the fluid shear at the wall.
Equation 1 and 2 were then combined to give an expression for the concentration boundary

layer thickness (Equation 3).

FEquation 3:

As the fluid velocity varies roughly between zero to the average flow velocity, Uy(which
can be expressed in terms of the volume flow rate V and AMC diameter d), an order of

magnitude of estimate for v can be obtained using Equation 4.
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Equation 4:

Combining Equation 3 and 4, an expression for J can be obtained in terms of all known
parameters (Equation 5).

Equation 5:
5 3 7Td3‘DL
V

As described in in the main text, the elimination of cytokines will be limited to an annular
region near the AMC surface having a thickness of . The mass clearance rate of cytokines
m can therefore be expressed as shown in Equation 6, where A is the area of the annulus, C
is the cytokine concentration and V' is the velocity.

Equation 6:

= ACV = (7d8)CV ~ (7rd6)0%5

Substitution of Equation 5 in 6 gives Equation 7.
Equation 7:

d*DL 3 .
tiv ~ (" e 23Uy ~ C V42 D2L2V

The rate of change in cytokine concentration, C' depends on the mass clearance rate m
and reservoir volume V,., as shown in Equation 8, which in combination with Equation 7
gives Equation 9.

FEquation 8:

Equation 9:

< S ey

dt Vi

Equation 9 can be integrated to predict the variation in cytokine concentration in the
reservoir over time (Equation 10 and 11), which can be then used to estimate the rate of
cytokine removal by the AMC or the cytokine half-life (Equation 12).

Equation 10:

dC  amD2I2V

RPN S
C V.
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FEquation 11:
C = Coe~

Equation 12:

Ve ,Th = 0.6937 = 0.693 Y

Var2D2[2y ° v/ Ar2 D22V

The rate at which the cytokine concentration is reduced in the reservoir, can be estimated

T =

with Equation 13.
Equation 13:

: 3 .
V, = E = VA4r2D?2L[2V

-

The expression used above can be validated with the solution to a very commonly stud-
ied flow and transport problem for laminar fluid flow between two surfaces separated by a
constant thickness, referred to as the Lévéque problem [186]. The solution applies to a mass
transfer problem, where the solute in the incoming fluid reacts with the surface to reach
a constant concentration, different from the inflow. For our purpose, the cytokine concen-
tration at the surface could be zero or non-zero depending on whether the antibodies are
saturated or not. The Sherwood number (Sh), which is indicative of the volumetric clear-
ance rate, is given by Equation 14. Here, Re denotes the Reynolds number and Pr denotes
the Prandtl number. Expressions for Re and Pr have been given in Equation 15, where p

denotes fluid density and p denotes fluid viscosity.

Sh=1.6151/ RePr%

Upd
— Mo ,Pr:i
It pD

Equation 14:

Equation 15:

Re

Substitution of Equation 15 in 14 gives the following expression for Sh (Equation 16).

3/ d2U, 3/ 4V
Sh=1.6151/ DI —1.615\/m

The total volumetric clearance rate across the entire AMC can then be expressed as

FEquation 16:
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shown in Equation 17.

Equation 17:

: 3 .
V., =nDLSh = V4n?D2L[?V

It can be seen that Equation 12 and 17 are similar in terms of their dependence on

the parameters involved. We note that Equations 12 and 17 (1. = h\/} and V} =
P 4 ( > V4n2D2L2V

3 .

V4m2D?2L2V) hold only in the case where the AMC capacity is much greater than the

cytokine amount (i.e. My < C). If not, the upstream end of the conduit will be saturated
with cytokines and shorten the effective length L of the conduit, slowing cytokine clearance).

The rate of change in cytokine concentration predicted by the model (Equation 13)
correlated linearly (R? value = 0.8) to that obtained by fitting exponential curves to the data
(Figure 7-5A). The model also predicted volumetric clearance (i.e. the volume of solution
from which the target cytokine is completely eliminated per unit time; m?®/s). Predicted
volumetric clearance (Equation 17) correlated linearly with measured values (R? value = 0.9;
Figure 7-5B). The measured volumetric clearance (V) was obtained by dividing the fluid
volume in the reservoir (V') by the time constant 7. Thus, the theoretical model accurately
describes (and quantifies) AMC function, and can be used to predict, cytokine half-life and
the volume of blood a given AMC will clear based on input parameters for that AMC.
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Figure 7-5: Comparison of theoretical cytokine elimination (T%) and volumetric clearance from a predictive
model (x-axis) to measured cytokine elimination rate and rate of volumetric clearance (m?/s) (y-axis).

Further, in addition to the rate of cytokine clearance, the total amount of cytokines that

can be removed is an important performance parameter of practical relevance. This would
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depend on the number of binding sites on the AMC surface that are accessible to cytokines,
which, in turn, would vary with the antibody concentration, AMC surface area and the
method used for coating antibodies on the AMC surface. If the number of accessible bind-
ing sites exceeds the number of cytokines, the cytokine concentration in the reservoir will
eventually reduce to zero or else, the cytokine concentration in the reservoir will saturate
at a non-zero value. AMCs have to be designed such that the cytokine concentration in
the reservoir is reduced to the desired level without over-saturating the AMC surface with
antibodies, as it would drive up device costs significantly. In order to understand the depen-
dence of total cytokine clearance on antibody concentration and surface area,the variation in
total cytokine removal for different tube geometries (or surface areas) coated with a certain
antibody concentration was studied. The total cytokine clearance varied linearly with the
surface area (Figure 7-6). This allowed calibration of the total cytokine clearance against a
specified AMC geometry and antibody concentration. In conjunction with the mass trans-
port model, this knowledge can help predict the rate of clearance for different operating

conditions.
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Figure 7-6: Variation of total cytokine clearance with AMC surface area

7.5 Conclusion

A predictive mass transport model was developed to guide the design of AMCs, that se-
lectively remove cytokines from the bloodstream. The model captures the dependence of
rate of cytokine clearance on device geometry and operating conditions. The predictions of

the model correlated to experimental data with 80% accuracy. In the future, AMCs could
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be used for creating flexible and highly selective blood-filtering platforms for elimination
of individual, harmful cytokines as they are expressed, without eliminating other cytokines
best left in the circulation. This could greatly facilitate the development of personalized

treatment strategies.
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Appendix A

Methods for design and development of

xylem filters

M1. Cutting of xylem filters from branches: Straight sections of branches of appro-
priate diameters were excised from trees (Eastern white pine, Eastern white cedar, ginkgo
or chir pine) using a hand pruner and immediately immersed in water to prevent drying (in
winter, foliate branches were excised and stored indoors at room temperature for 2-3 days
with one end immersed in water to restore xylem activity and improve permeance). Branches
without leaves or sections near branch attachments were avoided due to their low hydraulic
conductivity [146, 145]. The natural direction of water flow in the branch was marked with
a sharpie and the same flow direction was maintained in experiments. The branches were
subsequently cut into smaller sections with the desired filter thickness using a band saw.
The outer bark and the cambium were peeled off by hand to obtain a fresh xylem filter. The
filters were stored in deionized (DI) water for up to 8 h before experiments or subsequent
processing steps.

M2. Water flow rate and volumetric capacity measurements: Xylem filters were
mounted in PVC (polyvinyl chloride) tubes with 0.375, 1.5 and 1.875 inch inner diameters
(McMaster-Carr, part numbers 5233K63, 5233K77, and 53945K22) for 1, 4, and 5 cm diam-
eter filters respectively. The tubing was connected to a nitrogen tank and regulator set at 10
psi (69 kPa) pressure, or to a water-filled tank providing a one-meter head (specified in figure

captions). For nitrogen gas-driven measurement of permeance of 1 cm diameter filters, the
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tube was filled with 5 mL of DI water and the time required by the filter to process the water
was used to obtain the flow rate. In gravity-driven experiments to measure permeance and
capacity of 4-5 cm diameter filters, the volume of fluid processed by the filters was moni-
tored with time by collecting it in a cylinder with 20 mL graduations to obtain flow rates.
For experiments with DI water containing Ca?" and K™ ions, calcium chloride dehydrate
(ACS reagent grade, CAS number 10035-04-8, Sigma Aldrich) and potassium chloride (ACS
reagent grade, CAS number 7447-40-71, Sigma Aldrich) were dissolved in DI water at the
desired concentrations. For experiments involving intermittent filter operation, filters made
from ginkgo (4 cm diameter, 0.375 inch thickness) were operated for a duration of 7 days
while processing 5 L of DI water per day. The filters were mounted in the device and oper-
ated under a gravitational pressure head of 1 m with 5 L. of DI water added into the device
every day. The filters stopped producing water after the 5 L. water was filtered, till 5 L of
water was again added on the following day. The time required to filter the 5 L of water was
measured and used to calculate the average permeance to filter 5 L of water on a given day.
Permeance was calculated by normalizing the flow rate by the filter cross-section area and
the driving pressure. The permeate processed by the filter per unit area was calculated by

normalizing the volume of the fluid processed by the filter by the filter cross-section area.

M3. SEM Imaging: Xylem structure was visualized using scanning electron microscopy
(SEM, Zeiss Merlin High Resolution). Samples were prepared by cutting thin slices of dried
filters in the direction of the flow (longitudinally) using a razor blade. No coating was
applied on the samples. The slices were imaged under an extra high tension (EHT) voltage
of 0.7-1.2 kV and a probe current of 75-90 pA. The depth-of-resolution mode was used for
acquiring images. The images in 2-3 were obtained from ethanol-dried xylem filters made
from ginkgo (1 cm diameter and 0.25 inch thickness) after filtration of DI water spiked with
500 nm carboxylate-modified latex microspheres with yellow-green fluorescence (Thermo

Fischer Scientific).

M4. Rejection of fluorescent microspheres: Carboxylate-modified latex micro-
spheres with yellow-green fluorescence (Thermo Fischer Scientific) with diameters of 100
nm, 500 nm and 1 ym were used. The microspheres were sonicated for 1 min using a VWR

Ultrasonic Mixer at room temperature (25°C), suspended in DI water at 105 mL~! concen-
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tration, and vortexed for 1-2 min to obtain a homogenous feed solution. The feed solution
was filtered through xylem filters mounted in PVC tubing at 10 psi pressure as described
above. The filtrate was collected in clean glass vials; a feed volume 3-4x of the filter vol-
ume was used. 10 uL of the feed or filtrate solutions was introduced into a hemacytometer
(Neubauer-modified C-Chip, InCyto) and imaged with a Nikon TE2000U epifluorescence
microscope using a 20x objective for the 1 ym microspheres or 40x objective for the 500
and 100 nm microspheres. Due to the limited depth of focus of the 40x objective, images
were acquired (by Andor iXon camera) with the focus at the mid-plane of the C-chip, and
the particle count in this plane was used to estimate the concentration of the 100 nm mi-
crospheres. Particle counts over three draws of the feed/filtrate solution were averaged to
calculate rejection as follows, where Cfeeq and Cliyrate are microsphere counts in the feed

and filtrate solutions, respectively.

(Ofeed - Cfiltrate)
Cfeed

Rejection =

Log — rejection = —logio(1 — Rejection)

Rejection tests with the xylem filter device were conducted by mounting the xylem filter
in holder Figure 5-5c,d, connecting the holder to PVC tubing, filling the tubing and the
holder with a fluospheres solution (concentration of 10° mL—1) of volume 3-4x that of the
filter and pressurizing the fluid through the holder at 10 psi gas pressure. The filtrate was
collected in a glass beaker. The particle count in the feed and the filtrate were evaluated
as above. As the mechanism of bacterial removal in xylem filters is physical sieving [30], we
expected the contaminant size to be the key determinant of the filtration characteristics and
used 1 pum latex microspheres as surrogates for E. coli. Latex microspheres have been used
as proxies to study the transport of E. coli in porous media due to the similarity in size and
zeta potential [187, 188|.

M5. Treatment of xylem filters: For hot-water treatment, filters were soaked in
covered glass containers filled with deionized water maintained at 60 °C using a temperature-
controlled water bath for 1 h (tap water and a simple stove was used for filters fabricated in

India). A wood to water volume ratio of 1:20 was used. Subsequently, filters were immersed
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in room-temperature DI water 4-5 min before subsequent processing. 200-proof ethanol
(CAS number 64-17-5, Koptec) or isopropyl alcohol (ACS reagent grade, CAS number 67-
63-0, Macron Chemicals) were used for alcohol treatment; ethanol with 99.9% purity (CAS
number 64-17-5, Merck) was used for field studies in India. Ethanol-water mixtures of
different concentrations were prepared by adding DI water to 200-proof ethanol (CAS number
64-17-5, Koptec). Xylem filters (freshly cut or hot-water soaked) of 1 cm and 4-5 cm diameter
were treated by flushing and soaking, respectively (filter to alcohol volume ratio of 1:6-8).
For flushing, 10 psi gas pressure was used to drive the desired volume of alcohol loaded
in plastic tubing in which xylem filters were mounted, similar to permeance measurements
described above. For soaking, filters were placed edge-on in appropriately sized glass vessels
and completely immersed in ethanol for 24-48 h. Most of the filters ( 90%) were soaked
for more than 24 hours, in which case the alcohol in the vessel was typically replaced with
fresh alcohol after 24 h. Filters manufactured in the field were treated with alcohol only by
soaking.

M6.Drying of xylem filters: In laboratory experiments, all filters (soaked in water or
in alcohol) were dried by placing edge-on on aluminum foil in an oven (VWR 1410 vacuum
oven) at atmospheric pressure and 45 °C. To ensure complete drying, the filter weights were
monitored (using Mettler Toledo AL104 scale) till they stabilized. Water-dried filters with
1 cm diameter and 0.25, 0.5 and 1.5 inch thickness required around 10, 25, and 50 h for
complete drying. Ethanol treatment resulted in faster drying ( 6-8 h for 1 cm diameter,
0.25-inch thick filters). In field studies, filters were dried at 45 °C and atmospheric pressure
for equivalent durations (at least 48 h) using an oven (Bajaj Majesty 1603 T'SS Oven Toaster
Grill) but weights were not monitored due to lack of access to appropriate instruments.

M?7. Atomic Force Microscopy (AFM): DI water was filtered through Eastern white
pine filter (1 cm diameter, 0.375 inch thickness) at a gas pressure of 10 psi using the method
described above. The filtrate was collected in a clean glass vial, dispersed and dried on a
substrate and analyzed under an Asylum-2 MFP-3D Coax AFM.

MS8. FTIR Eastern white pine xylem filter (1 cm in diameter, 0.375 inch thickness) was
placed in a glass vial filled with 20 mL deionized water maintained at 60 °C for 1 h. The

filter was removed and the residual water was evaporated until the volume reduced to 5 mL
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to concentrate any extracts from the filter. The concentrate was analyzed using a Perkin

Elmer FT-IR spectrometer.

M9. Preparation of synthetic test waters General Test Water (GTW) and Chal-
lenge Test Water (CTW) were prepared by adding the WHO-prescribed dosage of sea salts
(Sigma Aldrich, product number S9883), sodium bicarbonate (BioXtra, 99.5-100.5%, CAS
number 144-55-8 procured from Sigma Aldrich), and tannic acid (ACS reagent grade, CAS
number 1401-55-4 obtained from Sigma Aldrich,), or humic acid (50-60%, CAS number
68131-04-4 procured from Alfa Aesar) in DI water Table 4.1 [57|. To achieve a turbidity of
40 NTU in CTW, Arizona Test Dust (ISO 12103-1, A2 fine test dust obtained from Powder

Technologies Inc.) was added to DI water at a concentration of 70 mg/L.

M10. Susceptibility of xylem filter to different contaminants: To determine the
susceptibility of volumetric capacity to different organics, DI water having same alkalinity,
salinity, and turbidity as CTW (1.5 g/L sea salts, 100-120 mg/L sodium bicarbonate, 70
mg/L Arizona test dust) and varying dosages (0 mg/L, 1.5 mg/L, 15 mg/L or 150 mg/L)
of tannic or humic acid was used. To evaluate the effect of dust on capacity, DI water
with the same alkalinity and salinity as CTW (1.5 g/L sea salts and 100-120 mg/L sodium
bicarbonate), 15 mg/L of humic or tannic acid, and varying dosages of dust was used (0
mg/L and 70 mg/L). All measurements were performed with Eastern white pine filters (1
cm diameter and 0.375 inch thickness) operated under a 1 m gravity head. Volumetric

capacity was measured as per the protocol specified above.

M11. Cloth pre-filtration A sediment pre-filter manufactured by Hindustan Unilever
Limited (Purelt microfiber mesh) was used for removing visible dust particles. Feed water
was first passed through the pre-filter, collected in a separated beaker and subsequently

poured into the container connected to the xylem filter for further filtration.

M12. Activated carbon pre-filtration Granular Activated Carbon (GAC, Activated
Carbon Corporation) of 12x40 grain was sieved in a fume hood to obtain 30x40 grain size.
Prior to usage, the GAC was soaked in tap water overnight and rinsed thoroughly under
running tap water to remove dust that otherwise clogged the filters. The GAC column was
fabricated by assembling off-the shelf components. The GAC was packed in a 5 cm diameter,
15 c¢m long pipe threaded at both ends (MPT (male pipe thread) x MPT, product number
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4677T45, procured from McMaster Carr). A circular mesh with 5 cm diameter was cut from
the Purelt microfiber mesh manufactured by Hindustan Unilever Limited and fixed to the
lower end of the pipe using epoxy (3M Scotch-Weld Epoxy Adhesive DP100 Plus) to keep
the GAC granules in place. The top end of the pipe was attached to 0.375 inch diameter
PVC tubing ( McMaster-Carr, part numbers 5233K63) that was connected to the feed water
container through a set of connectors, which consisted of a 2-inch coupling (FPT (female pipe
thread) x FPT, part number 9499, Metropolitan Pipe and Supply), a 2-inch x 0.75-inch
reducer (MPT x FPT, part number 9530, Metropolitan Pipe and Supply), and a 0.75-inch
x 0.375-inch reducer (McMaster-Carr, product number 5372K154). The lower end of the
pipe was threaded on to a cap (McMaster-Carr, part number 4880K807) and connected to
a standard port valve (McMaster-Carr, part number 45975K32) to regulate the flow rate
(and thus the GAC contact time). The valve was connected to the xylem filter. During
experiments, care was taken to avoid formation of air bubbles. If formed, air bubbles were
removed by squeezing the tubing. The humic acid concentration in the feed and the filtrate
was measured by UV-Vis spectrometry (Agilent Cary 60). The absorbance was averaged
over 300-500 nm wavelengths and absorbance at 700 nm was subtracted. Calibration curves
were generated using different concentrations of humic acid in DI water (curves were linear).
Dust was not used in experiments involving measurement of humic acid concentration due to
interference with the UV-vis measurement. DI water with 1.5 g/L of sea salts, 120 mg/L of
sodium bicarbonate, and ~10 mg/L of humic acid was used as the test solution for comparing

the performance of different GACs (Figure 4-10).

M13. Testing xylem filters in field studies Experiments in India were conducted
with locally fabricated filters made from chir pine (Pinus roxburghii), as well as ginkgo
(Ginkgo biloba) and Eastern white pine (Pinus strobus) filters fabricated in Massachusetts.
Filters made in Massachusetts were transported to India by air in zip-locked pouches con-
taining desiccant (Silica gel manufactured by Dry Packs, serial number 1203-61) to prevent
condensation of moisture and blocking. Water was collected from different water sources
in clean 20 L plastic cans. Before starting the experiment, the tube, holder, and device
container surfaces were wiped with cotton soaked in isopropyl alcohol to prevent contami-

nation of the feed water. The feed was introduced after 5-10 min to allow sufficient time for
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alcohol evaporation. For microbiological testing, the feed and filtrate were collected in glass
or plastic bottles that were previously disinfected in boiling hot water for 15-20 min. The
filtrate for microbiological testing was collected during the filtration process as follows. Prior
to collecting the filtrate for microbiological analysis, the bottom surface of the xylem filter,
the hose clamp, and lower end of the tubing were wiped with cotton soaked in isopropyl
alcohol (while filtration continued). Collection of the filtered sample was started after 10
min to allow sufficient time for any residual alcohol to be flushed or evaporated. The micro-
biological tests were conducted by certified third-party labs (Uttarakhand Jal Sansthan for
all the tests conducted in Uttarakhand Figure 5-3 and Delhi Analytical Research Laboratory
for tests conducted in Delhi Figure 5-2c. The methods used for sampling and microbiologi-
cal examination conformed to Indian Standards, IS:1622 (1981) for data in Figure 5-2¢ and
American Public Health Association (APHA) 22nd edition for data in Figure 5-3.

M14. Construction of xylem filters from trunks: Eastern white pine (Pinus
strobus) trunks for constructing xylem filters were procured from a local sawmill in Essex,
MA. Due to logistical issues, logs were used 2 weeks after the tree was felled (partial drying
of the wood within this duration could have compromised rejection). The bark was removed
using a band saw. 10x4 cm2 sections were cut from the sapwood (lighter in color than the
heartwood) to obtain xylem filters. Hot water soaking and ethanol treatment were performed
as described above. Rejection performance of these filters was tested as described above on
cylindrical 1-cm diameter filters cored out from the dried filters using a hammer-driven small
hole punch with 0.375 inch hole diameter (McMaster-Carr, part number 3424A25). To avoid

leaks, the xylem filter were sealed in the tubing using epoxy.

M15. Statistical information All graphs were plotted using GraphPad Prism v8. The
error bars in all figures represent positive and negative standard deviations from the mean
and calculated using in-built functions in GraphPad Prism v8. The n values correspond to
measurements taken with different filters. The n values for the data have been included in

the figure captions for several plots.

M16. Field Studies Information on user needs and preferences for water filtration
devices and feedback on xylem filtration device prototypes was gathered through 600 in-

dividual semi-structured interviews, 53 focus group discussions, and 2 hands-on co-design
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workshops with over 1000 potential users. The research sample for the field studies included
low income rural households in the mountainous state of Uttarakhand, India and the urban
slum households from Bangalore and Delhi and other stakeholders in the water filter supply
chain, including, filter vendors, manufacturers, NGO staff, and local health officials. The
'National Ethical Guidelines for Biomedical and Health Research Involving Human Partici-
pants’ guidelines published by the Indian Council of Medical Research (ICMR) were followed
while conducting user research in India. These guidelines suggest that social and behavioral
research for health applications should be approved by the ethics committee for the re-
searchers’ institution, which in our case would be the Massachusetts Institute of Technology
Committee on the Use of Human Subjects (MIT COUHES). All human-subjects research
procedures were approved by MIT COUHES under protocol 1612798762.

Different sampling strategies were followed for different data collection methods. Poten-
tial segments with potentially different needs were stratified based on a variety of factors
including the geography, types of water sources, proximity to town, and heterogeneity of the
population in terms of water related practices. Villages were selected based on these criteria
with the assistance of local partner NGOs. For semi-structured interviews, simple random
sampling was used within the selected villages. In general, 20-30 subjects were interviewed
for each segment [189]. For focus group discussions and design workshops, a combination of
non-probability sampling techniques such as convenience sampling and snowball sampling
techniques were used. For key informant interviews, a purposeful sampling strategy was used
to select participants. Data saturation was also considered in the studies. The homogeneity
of the population with regards to water usage practices was assessed with the help of local
experts and data was considered saturated when no new information or themes were ob-
served. Pen and paper were used to record the data. Photos were taken and voice recorders
were also used with participant consent. A translator was present during data collection.
Researchers were not blind to experimental condition and study hypothesis. No data points

were omitted while performing data analysis.

M17. Microbiological performance as per WHO protocol The microbiological
performance of xylem filters was tested by a third party laboratory (Quality Filter Test-
ing (QFT) Laboratory LLC, 1041 Glassboro Road Suite E-4, Williamstown, New Jersey
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08094, USA; ISO 17025 laboratory certified by International Association of Plumbing and
Mechanical Officials (IAPMO) to test water filters as per National Sanitation Foundation
(NSF)/American National Standards Institute (ANSI) standards). Xylem filters (4 cm di-
ameter, 0.375 inch thickness) made from ginkgo (Ginkgo biloba) wood using hot water treat-
ment and ethanol-based dry preservation at Massachusetts Institute of Technology (MIT),
USA and stored for 2 years were mounted in 1.5 inch diameter PVC (polyvinyl chloride)
tubes (McMaster-Carr, part number 5233K77) and secured in place using hose clamps, and
were shipped to the third-party laboratory. In the third-party laboratory, the tubing was
connected to a water-filled tank providing a 1.2 m head. E. coli (ATCC 11229) and MS-2
phage (ATCC-15597-B1, with host organism E. coli ATCC-15597) were dosed in General
Test Water at concentrations ~10° CFU/mL and ~10° PFU/mL respectively as per the
‘WHO International Scheme to Evaluate Household Water Treatment Technologies’ [57].
For rotavirus removal, rotavirus strain SA-11 (ATCC-VR-899) was spiked in General Test
Water at concentration ~10* PFU/mL (as specified by NSF Protocol P231 for Microbiolog-
ical Water Purifiers) [68]. The removal of bacteria and virus were tested at the start of filter
operation and when permeance declined to 75%, 50%, and 25% of the initial value. Flow
rates were measured by monitoring the volume of fluid processed by the filters over time.
After the first sample at the start of filter operation, dust was added to achieve accelerated
clogging of the filter (dust concentration raised turbidity to 120 NTU and 130 NTU for FE.
coli /MS-2 phage and rotavirus respectively, which is above what is required for Challenge
Test Water). Prior to collecting the filtrate for microbiological analysis, the bottom surface
of the xylem filter, the hose clamp, and lower end of the tubing were wiped with cotton
soaked in ethanol (while filtration continued). Collection of the filtered sample was started
after 10 min to allow sufficient time for any residual alcohol to be flushed or evaporated.
E. coli and MS-2 phage were assayed using Standard Method 9222 and 9224 published by
American Public Health Association (APHA) for the Examination of Water and Wastewa-
ter. The log reduction values were determined by measuring the bacteria/virus count in the

feed solution (Cfeeq), and filtrate (Cirare) using the following equation:

Cy
log — removal = —logmM

Cfeed
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M18. Code for percolation model
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2/2/21 11:45 PM /Users/karth.../Percolation model thesis.m 1 of 4

clc; % Number of tracheid rows

length=10;

n_col=200; % Every second column of tracheids isv¢
counted in the node network, number of tracheids = n_col+2

n_connect=4; % Number of tracheids each tracheid canv
connect to

xylem_ref=zeros(length,n_col); % Reference matrix for node positions
p_open=0.5; % Probability that a xylem pit will remain¥

open (solvent-dependent)
n_trials=100;
cluster_size=zeros(n_trials,1);
row_max=zeros(n_trials,n_col);
fraction=zeros(n_trials,n_col);

SrrkkkknannnnnnInitializing pit status randomly post—drying~~aaannnnnsokskokk%
%xxkThe algorithm currently assumes that each pit is associated

%w1thskskskekokok

%*kka random probability of a pit remaining open. In actual practicexskkkkx%
%skthis will be a function of the pressure changes with drying progressionx%
SrkkkkkkkkkkkThe distribution of random numbers is norma Ukskskskskskskokskskskskskokk%

n_row=length;
row_hist=zeros(n_row,n_trials);
for t=1:n_trials

xylem=rand(n_row,n_col,n_connect);
xylem=(xylem <= p_open);

%Checking connection between 21/34
xylem_dry=zeros(n_row,n_col,n_connectx2);
xylem_l=xylem(:,:,1);

xylem_1(:,1)=[1;

xylem_3=xylem(:,:,3);

xylem_3(:,1)=I[];

connect_21=or(([xylem_1,zeros(n_row,1)].xxylem(:,:,2)), ([xylem_3,zeros(n_row,1)].v
*xylem(:,:,4)));

array=n_row+1:n_rowkn_col;

ref_2_1=reshape(array, [n_row,n_col-1]);

ref_2_1=[ref_2_1,zeros(n_row,1)];

ref_21=ref_2_1.*connect_21;

xylem_dry(:,:,1)=ref_21;

connect_12=connect_21;

connect_12(:,n_col)=[1;
ref_1_2=reshape(1l:n_rowx(n_col-1), [n_row,n_col-11);
ref_12=[zeros(n_row,1),connect_12.xref_1_2];
xylem_dry(:,:,2)=ref_12;

%Checking connection between 13/24
xylem_l=xylem(:,:,1);
xylem_1(1,:)=[];
xylem_2=xylem(:,:,2);
xylem_2(1,:)=[1;

connect_31=or((xylem(:,:,3).*x[xylem_1;zeros(1,n_col)]), (xylem(:,:,4).x[xylem_2;zeros¥
(1,n_co)]));
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ref_3_l=reshape(1:n_rowxn_col, [n_row,n_coll);
ref_3_1(1,:)=I[1;
ref_3_1=[ref_3_1;zeros(1,n_col)];
ref_31=ref_3_1.xconnect_31;
xylem_dry(:,:,3)=ref_31;

ref_1_3=reshape(1:n_rowxn_col, [n_row,n_coll);
ref_13=ref_1_3.*connect_31;
ref_13(n_row,:)=I[1;
ref_13=[zeros(1,n_col);ref_131;
xylem_dry(:,:,4)=ref_13;

%Checking connection along diagonal-32 connections

xylem_3=xylem(:,:,3);
xylem_3(:,1)=[1;
xylem_3=[xylem_3,zeros(n_row,1)]1;

xylem_2=xylem(:,:,2);
xylem_2(1,:)=I[1;
xylem_2=[xylem_2;zeros(1,n_col)];

connect_32=xylem_3.x*xylem_2;

%Upper connection
array=n_row:n_rowk(1+n_col)-1;
ref_upper=reshape(array, [n_row,n_col]);
ref_upper(1,:)=I[1;
ref_upper=[ref_upper;zeros(1,n_col)];
ref_upper_ind=ref_upper.xconnect_32;
ref_upper_ind(n_row,:)=[1;
ref_upper_ind=[zeros(1,n_col);ref_upper_ind];
xylem_dry(:,:,5)=ref_upper_ind;

%Lower connection
ref_lower=reshape(2:n_rowxn_col+1, [n_row, n_coll);
ref_lower(n_row, :)=zeros;
ref_lower(:,n_col)=zeros;
ref_lower_ind=connect_32.xref_lower;
ref_lower_ind(:,n_col)=[1;
ref_lower_ind=[zeros(n_row, 1), ref_lower_ind];
xylem_dry(:,:,6)=ref_lower_ind;

%Checking along diagonal - 14 connections
xylem_l=xylem(:,:,1);

xylem_1(1,:)=I[1;
xylem_1=[xylem_1;zeros(1,n_col)];
xylem_1(:,1)=[];
xylem_1=[xylem_1,zeros(n_row,1)];

xylem_4=xylem(:,:,4);
connect_14=xylem_1.xxylem_4;
array=n_row+2:n_rowx(1+n_col)+1;
ref_upper=reshape(array, [n_row,n_coll);

ref_upper_ind=ref_upper.xconnect_14;
xylem_dry(:,:,7)=ref_upper_ind;
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ref_lower=reshape(1:n_rowxn_col, [n_row,n_coll);
ref_lower(:,n_col)=I[];
ref_lower=[zeros(n_row,1),ref_lower];
ref_lower(n_row,:)=[1;
ref_lower=[zeros(1,n_col);ref_lower];

connect_14_m=connect_14;
connect_14_m(n_row, :)=I[];
connect_14_m=[zeros(1,n_col);connect_14_m];
connect_14_m(:,n_col)=[1;
connect_14_m=[zeros(n_row,1),connect_14_m];

ref_lower_ind=ref_lower.xconnect_14_m;
xylem_dry(:,:,8)=ref_lower_ind;

% Finding node connections-Method I
xylem_op=nonzeros(unique(xylem_dry));
xylem_open=reshape(1l:n_rowxn_col, [n_row,n_coll);
xylem_open(intersect(xylem_op,xylem_open))=-1;
xylem_open(xylem_open~=(-1))=0;
xylem_open=abs(xylem_open);
open_row=sum(xylem_open~=0,2);

%Finding node connections— Method II

x=cat (3, reshape(l:n_rowxn_col, [n_row,n_coll),xylem_dry);
xo=zeros(n_rowxn_col,n_col);

k=zeros(1,n_col);

for i=1:n_col

temp=nonzeros(xylem_dry(1,i,:));

s=size(temp,1);

if (ismember((i-1)*n_row+1,x0))|]|(size(temp,2)==0)
continue

end

loc=1:s;

xo(loc,i)=temp;

k(i)=s;

i=1;

while (j<=k(1i))
row=mod(xo(j,1i),n_row)+n_rowk(mod(xo(j,1i),n_row)==0);
column=ceil(xo(j,i)/n_row);
templ=nonzeros(xylem_dry(row,column,:));
temp2=setdiff(templ,xo(:,1));
s=size(temp2,1);
if (isempty(temp2))

j=j+1;
continue

end
loc=(k(1i)+1):(k(i)+s);
xo(loc,i)=temp2;
k(i)=k(1i)+s;
J=3+1;

end

end

%Mapping connected nodes
xmap_ref=nonzeros(unique(xo));
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xmap=reshape(1:n_rowxn_col, [n_row,n_col]l);
xmap(intersect(xmap_ref,xmap))=-1;
xmap (xmap~=(-1))=0;
xmap=abs (xmap) ;
xmap(1,:)=1;
row_hist(:,t)=sum(xmap,2);
end

row_hist_avg=mean(row_hist,2);
bar(1:n_row, row_hist_avg)
imagesc(xmap)

set(gcf, 'PaperUnits', 'inches');
set(gcf, 'PaperSize', [4 21);
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(Geographic availability and pricing of

gymnosperms

References

e Information on family, species names, common name, continent of availability and
specific geographic availability has been obtained from https://www.wikipedia.org/
and https://www.conifers.org/.

e References for in the information in other columns have been provided in the last

column. These include the following papers:

— Bouche, P. S. et al. A broad survey of hydraulic and mechanical safety in the
xylem of conifers. J. Exp. Bot. 65, 4419-4431 (2014).

— Pittermann, J., Sperry, J. S., Hacke, U. G., Wheeler, J. K. & Sikkema, E. H.
Inter-tracheid pitting and the hydraulic efficiency of conifer wood: The role of
tracheid allometry and cavitation protection. Am. J. Bot. 93, 1265-1273 (2006).

— Delzon, S., Douthe, C., Sala, A. & Cochard, H. Mechanism of water-stress induced
cavitation in conifers: Bordered pit structure and function support the hypoth-
esis of seal capillary-seeding. Plant, Cell Environ. (2010). doi:10.1111/j.1365-
3040.2010.02208.x

113



— Jansen, S. et al. Plasmodesmatal pores in the torus of bordered pit membranes
affect cavitation resistance of conifer xylem. Plant, Cell Environ. 35, 1109-1120
(2012).

— Wilson, J. P. & Knoll, A. H. A physiologically explicit morphospace for tracheid-
based water transport in modern and extinct seed plants. Paleobiology 36, 335-355
(2010).

— Bannan, M. W. Length tangential diameter and length/ width ratio of conifer
tracheids. Can. J. Bot. 43, 967-984 (1965).

— Pittermann, J. & Sperry, J. Tracheid diameter is the key trait determining the
extent of freezing-induced embolism in conifers. Tree Physiol. 23, 907-914 (2003).

— Terrazas, T. Origin and Activity of Successive Cambia in Cycas (Cycadales). Am.

J. Bot. (1991). doi:10.2307/2445272

— Ryberg, P. E., Taylor, E. L. & Taylor, T. N. Secondary phloem anatomy of
Cycadeoidea (Bennettitales). Am. J. Bot. (2007). doi:10.3732/ajb.94.5.791

— Scott, D. H. On the primary structure of certain palseozoic stems with the dadoxy-

lon type of wood. Trans. R. Soc. Edinburgh (1902). doi:10.1017/S0080456800034359

— Bailey, I. W. & Tupper, W. W. Size Variation in Tracheary Cells: I. A Compari-
son between the Secondary Xylems of Vascular Cryptogams, Gymnosperms and

Angiosperms. Proc. Am. Acad. Arts Sci. (1918). doi:10.2307,/20025747
— Langdon, L. M. Stem Anatomy of Dioon spinulosum. Bot. Gaz. (1920).

— Greguss, P. Xylotomy of the living cycads, with a description of their leaves and

epidermis. (1968).

— Chrysler, M. A. Vascular Tissues of Microcycas Calocoma. Bot. Gaz. (1926).
doi:10.1086/333658

114



‘SpOOM1}JOs OI}soux
-op orqeredurod ueyj JIoySIiy
oq 03 seotad 30odxy ‘edlIPWY
YjIoN ©03 pojrodwl WOP[IS

‘Arrodoad
paup  jou jt
Arremorjred
‘Burureys  [e8
-uny Kea8/eniq
Tim pajorge
sewIjewos

‘any par 1o
Mmof[eh e yjm

eaUINY) MON

autd 1eATy
puowypry
pue ouid AKeg
uojaiolyN ‘eurd

o8rro  ‘eurd

/1opuy s1 poom 9y} ysnoyy ‘Ieq ‘pauyep sewjemos ‘se[eA\ UINOS MON Ul InoqieH SHoOD pue[suseny)
-poom /wod-aseqejep -wn| 10j pajsealey A[rengox Ap1ea[d 9 ust ‘umoiq  ySI| 0] pUR[SUNY) UILYLIOU UIOIJ S3S1I0J ‘ourd [eIUO[OD) nmweySuraund
-poom mmm/ /:sdygy oI 9211 UMOIS uoIjRjUR]J poomdes 1areq SI  POoOMIIRdI] -urex [eordoijqns pue [eotdor) [e)seOD) erreIISNY ‘ourd dooyy eLIRONRIY avadRIIRONRIY
M
pue[susang) el[RIISNY suid edlung -plq ®BLIRONRIY aeadRLIRONRIY
'aUINL) MON puUe autd
‘erelysny  ‘puels] M[OJION ‘eruopare) eIRI} wer[Iy) I0 2913 euRONRIR
MoN ‘[1zeIg UIDYINOS ‘RUNULIIY ‘O[IyD -sny ‘edlewy Yinog a1zznd KoxuoN RIIRONRIY orOORIIRINRBIY
‘poom3jos o1} ‘Arrodoad
-sowrop ® 10J yS1y aq 09 sadrad palp jou  Jr
90adxyg -o8uel [eInjeu S}I 9pIS Apremnorjred
-jno pojuer[d soaI1} [eIULWIRU ‘Buture)s  [ed
-I0 POUMOP WOJJ S[qR[IRAR DIR -unj Kead/eniq
sjue[q [eUOISBIO() ‘ofuel el ‘any pal Io UYpm  pajorge
-njeu sjI WOIj pajsealey Jul MO[[eA ® Ypm SawI}emWog
/1opuy -9q $991) OU [YM ‘PIjoLI}S sewIrjawWos ‘pauyep 'aUINY) MON pU®R surd
-poom /wod-aseqejep o1 AySiy st o[zzng Aoy ‘umorq  9ySI[ Apreapd 4 ust ‘erpel)sny  ‘puels] N[OJION ‘eruopare) erreI} weaqIyD ‘o1z eueONRIR
-poom mmm/ /:sdygyg -UOJ\ Ul 9peI} [eUOljeUId)U] SI  poomjIealy poomdes I1o1eg MBN ‘[Izelg uIeyInos ‘eurjuasSiy ‘oD -sny ‘eduewry yinog -zng Koy uoN eLIRONRIY QeadRIIRONRIY
‘syeal}s pal
‘Spoomjjos o13sawop arqered Upm Aquowr
-wod ueyj} I9YSIY yonuwr aq 03 -wod  ‘umolrq
/1opuy soouad goodxy -a[qe[leae wWoOp wnpauw
-poom /woo-aseqejep -1os A19A st ourJ eueied ‘ysed [e1 14811 st *mo[[ek e1[ojiasng
-poom-mmm/ /:sdyyy oy} ur poSSo] AeAlsue)xXy poomjreary St poomdeg euryuagry jo spred ‘[1zelg ursyinog edOLIPWY YInog aulg euereJg -ue  eLIRONEIY QevodRIIRONRIY
‘poomiyreay ‘poom (stsuerjia 'y
/1opuy umoliq uapo3 -}IeaY Ss® 10[0D pue ‘eqre 'y
-poom /wod-aseqejep 01 93Iym  yst oures Aqreor eruRId () uney[ juard ‘streIgsne y)
-poom mmm/ /:sdygy -mof[ek ared -d£3 poomdeg pue ‘ereiisny ‘purjesz moN A[lrewrid eI[RIISNY -uy ‘uaneyy ‘dds  siyyesy orodRIIBRINRBIY
mney payieq
-yjoowrs 1o
sutd rney elsSNq
puesusang) erreIISNY pue[susang) -o1 siyyesy QeadeLIRONRIY
J1opuy
-poom /woo aseqejep nnesyy
-poom mmm/ /:sdygy rIUOpa[RD) MON el[RIISNY urejunoN ejeAO SISy avadRLIRONRIY
ranex
vITUOPOTR) MON eIRIISNY urejuno ejeso siyesy QevodRLIRONRIY
eAoe)soId
pue[susan{) el[RIISNY uney [ng -1 siyjesy QeadRLIRONRIY
sirely
pueresayz maN eIRIISNY rnesy -sne  s1yyeSy avedRLIRONRIY
sIpesy
puereaz maN erreIISNY rneyy -sne  siyreSy QevodRLIRONRIY
ney aniq eoandin
pue[susany) el[RIISNY 10 rmey oerg -do1je s1iyyely avadRLIRONRIY
soueaeadde odueaead Kyriqe swreu
ERLCREIEYE | Surorad pue ALji[iqe[reay poomiyresty -de poomdeg Aiiqerreae oiydeadoe3 oyroadg -[Ieae jJO juauljuo) uowrwio) saroadg Arure

115



mok

UOSTIM
pue ‘outd

win(d

[re)-s,mM00

uemre], ‘mok eURIUOS[IM
uemIe], eISY wnid uwemreJ, snxejoreyde) preoexejoreyda)
sutd
[re3moD) 1o
‘snxejoreydead
s, uoj8urire
‘mok-wnyd
osourder ‘moak eruojsurirey
uedep RISy wnid ueaIoy snxejoreydsa) Pprooexejoreydo)
mak PuN}I0)
'uUIYD pur IRWURAN YIION RISy wnid esaulyd snxejoreyde) preoexejoreyda)
uorjelaon
uetueA[Ls
-uueJ agery
jo jueuoduwod
juejroduut
ue pauwiog
yorym ‘suaaj soprojAxoxod
poos jo Arrweq uojAydosgsi[re) orodeifydorsie)
SIq
SO[BAA INOS MON el[RIISNY aurd Twa[[opA -0U  BIWS[[OAM aeadRLIRONRIY
erreonere s[oJ ns[ejuaqne|
vTUOPATR) MON eIRIISNY -uaqnery Elef eLIRONRIY QvodRLIRONRIY
Hutegsuny
eauIny) MaN eI[RIISNY  |IINUI[S] 10 TUITI] 'LIRONRIY orodRLIBRINBIY
sooeld 19130 pue ‘erUIOJI[R)) ‘TIemel]
‘pueleay moN ‘ereijsny ur jueid [ey autd e[Aydois
-uewreuto tendod e ‘pue[S] N[OJION el[RIISNY pue[s] ¥[0JION -39 ®BLIRONRIY avadRLIRONRIY
‘Arradoad
‘poomiyjos pajroduur pelp jou  Jr
ue 10 Y31y 03 wnipawr ul aq Apremnorgred
09 soorxd joodxy ‘[RIUSWRUIO ‘Gurureys  [e8
ue se pojue[d ueoq sey o991} -uny Aei1g/oniq
9y} 2Ioym seale Ul d[qe[leA®R ‘any pal 1o Ujm  pajorpye
SI Joquinj 9jeId 1I0ys pue MO[[PA & [YIM sowIrowog
/1opuy sjue[q SulwIn) [BUOISBOOO SOWI)WOS ‘pauyep sooe[d Iayjo pue ‘eIUIOJI[E)) ‘TIRMe]
-poom /woo-aseqejep ‘o8uelr  oAIjRU  SIT  UIYIIM ‘umoiq Y311 Aprea[d 3 ust ‘pueleaz moN ‘erneaysny ur jued [ej aur g e[Aydois
-poom mmm / /:sdyyy pojsaarey Aqreroua8 JON SI  pooOmjIed poomdes I1o1eg -uowreuro 1endod e ‘pue[S] 3[OJION eIRIISNY pue[S] Y[OJION -19Y ®BLIRONERIY QevodRLIRONRIY
sutd 1eA1y
puowyory
pue ouid AKeg
uojaio]y ‘eurd
eOUINY) MON oSuroq ‘eurd
‘se[eA\ YINOS MON Ul Inoqielq SPoD pue[susan)
0} PpueR[sULON{) UILYIIOU WOIJ S3S910J ‘ourd [eIUO[OD nwreySuruund
-urex [eordoijqns pue [edidoay [ejseOD eI[RIISNY ‘ourd dooy rLIRONRIY oradRIIRONRIY
soueaeadde odueaead Kyriqe swreu
ERLCREIEYE | Surorad pue ALji[iqe[reay poomiyresty -de poomdeg Aiiqerreae oiydeadoe3 oyroadg -[Ieae jJO juauljuo) uowrwo)) saroadg Apruaeg

116



e1I0) aurd LI9YDI[pUd
-OIA PUR ‘SO[BA\ UINOS MON ‘pue[susen RI[RIISNY ssoxdA> oelg SLIYIRD ovooessardny
‘S'OI}S UMOIq
Ysippal Iay1ep
qm Auowr
-wod  ‘umolq
Io¥Iep 03 ue}
1ySy woiy Sut
‘sorads -Suer ‘spieoq surg (errdyd
/1opuy pejtodwir ue 10J 9jeISpOW 9q usamiaq  Area ‘poomdes ssaxdAD 93Ty -oone[3 o)
-poom /wod-aseqejep pinoys seond tequn ‘Suriooy ued 107100 yspyurd 1o ‘ssead LD =) sure[Pwn
-poom mmm/ /:sdygy se poioyo AJuowrwod SO\ poomyres mof[ek ared erurwse], 3dadxe sa3e)s [V eI[RIISNY ueleIISNy -[00  SHI[[RD aeaoessaxdn)
(dyd-stre[ewnjoo” s1aji[e) /no /810 s1051900 mmm / /:sd33g
190UaI9)a1)
‘ourd ssaad stre[owWN
erurwse], 3dadXe s23e)s [V el[RIISNY -£o 1se0D) -[00  sHI[[RD aeadessaxdn)
(6199082 /65 1e/so100ds /S10 3t paaupnr-mmm,/ /:sd3yy
190UaI9)91) SISUL[TYO
rujeuUlIy puR o[IyD eOLIDWY [INOg Ieped  uela[IyD snIpadsoIsny aeadessaxdn))
[CHE S
-sxejoayge/sjuef /npa-ojeisuofaro-sjueidefdeospuey/ /:sdyyy
:90UDI9JOI)
Iepe) jrumng
‘fourd [oued elogxe|
RITURWISET, el[RIISNY URTURWISE], SIXRIOI}Y aeadessardn))
soprossaad
BTURWISET, "M\ eIRIISNY aurd [ous g -ND SIXBJOIY}Y oeadessoxdn))
ourd ssoadAd>
s,081005) Sury]
pue ssoxd
-A> I9ATY
uemg ‘ssoxd sireprureldd
RI[RIISNY UIDJSOA eI[RIISNY -£o duremg SNqoI3souIOy oeadessoxdn))
swiodsouw 43
JoUIXa jo
snuer) ‘sewreu
TOTUI0D ON ds soj1epIo) owadRITEPIO)
swrodsouw A3
40U1)Xd jo
snuer) ‘sewreu
TOTWUI0D ON ds sojrepio) 2®adRIIEPIO)
swrodsouw A3
JouI}Xa jo
snuer) ‘sewreu
TOTWWI0D ON ds soj1epIo) ECERINCN b (e]g)
swrodsouw A3
JouUI}Xa jo
snuer) ‘sewreu
uowwoo ON ds sejrepio) aea0eIIRPIO)
swrodsouw A3
JouUI}X0 jo
snuar) ‘sewreu
oW W oo ON ds sejrepio) aea0RIIRPIO)
@oueaeadde ooueaead K3iqe swreu
sousiajey Surorad pue ALji[iqe[reay poomiyresty -de poomdeg Aiiqerreae oiydeadoe3 oyroadg -[lea® jo jusauijuo) uowrwio) soroadg Apruaeg

117



eremeg

1o ssoxd erayisid
uedep RISY -A> rIRMRS stredAosemrey) oradessoxrdny
Boury
1o ssoxd Ao
wjoury  ‘ssexd '’snyqo
uemie], ‘uede[ uieyiynog RISY -£>  osoueder stredAooemrey) oradessexdny
‘poomiresy
2y woay
‘soroads poom poysms3ury
poomjjos o13sewiop ® 10j ySiy -s1p Apres[d
A19A 01 seo1xd pue ‘pojrual] oq 4 ust pue eoIR
03 Ayiiqerreae goadxy Ajddns 23Iym  jsowte ®)seys A PUR SUIRIUNOIN NOAINSIS
/1opuy S} Spesdxe A[[ensn puewep ‘umolq [el} umoiq ayg ur w QLT 0% A[[ed0] pue 3se0d Oyl ssaxd£p s uos
-poom /woo-aseqejep s aepes) piojiQ 10g ‘eSuel ysimo[e4 1ySs1y -mo[[ek ared Ieau RIUIOIRD MN Ul I9ATY Yjewre[d] -mer] ‘repa) rURIUOSMR]
-poom-mmm/ /:sdyyy Summoad pojrwaip ay3} o3 ang © ST pOOMIIROH] ST poomdeg 2yl 03 uo8e1) MS ul Aeg soo) woig BOLIOWY Y3ION piojiQ 1104 stredAooemeyD) orooessardny
(euesourioy
-snapado[ed /s19j1uod /F1o'Kye1opsiejruod / /:sdygy
:90U9I9JOI)
Iepad asuadur ruUBSOWIO)
uemIR], eISY osoueMmIRT, SNIpaso[e) orooessardny
oyMm-go
oy uey ySy
‘umolq ysip SI pue poom (susaanosp
\hmﬁuﬂnﬁ -pa1 wnipauw -jreay woay Iepan) 93IYAA snIpeadoqry
-poom /woo-aseqejep ‘soroads d1)soWOP ® 10] [eL} 4311 ST pojeIjuaIDyIp (eruzogr eIuUIOJI[RD) ‘ufs) suelImd
-poom-mmm/ /:sdyyy 9jeIopoul oq 03 A[9NI] S9OLIJ poomirea ST poomdeg -rep Aqrrewrad) BOLIOWY IION UIDFSIAN BOLIOWY Y3ION ‘ITepoy) asuodu] -op snapaoso[e)) orooessardny
®RI[RIISNY [INOG 29 ‘elUurWSR], ‘BLl sutd ropIOq
-0901 ‘SO[eAA [INOS MON ‘pur[susan) eIeIISNY Leg 199540 -woy1 sLyIre) oeooessardny
surd
ssoxd Ao Iap
-us[s ‘Suoorewr
‘ourd  Aexinjy
RI[RIISNY UIO)SOA\ pue ‘eI[RI} ‘ourd pue s
-Sny [YINog ‘BLIOIOIA ‘SO[BAA [INOS MON eI[RIISNY -sT 1s0U110Y -stoad stI[eD orooessordny
autrd ssoxdAd
ueIURWSR],
10 ‘ourd I9All
‘ourd  ssaxdAo
Awgrd ‘ourd e3uo[
SO[RAA (INOS MaN eI[RIISNY sH ynog -qo SLI[[RD orooessaxdny
eordoay
el[RIISNY ssaxdAo anig -RIUL SLIY[[RD aeadessaxdn)
(ourd
-ssoxd £o /so[o13a%
-1s99%]/sn
-inoqe/ne Ao es eiogagess mmm/ /:sdygyg
190UaI9)a1)
sutd ssoad SI[1D
elreIsny -£> ursyinog -ei1s8 ST QMWU@WM@.NQ#—O
ourd ssoxd
-£D SIMYM. e[dydoo
erurwse], 3da0Xe sa3e)s [V el[RIISNY s RI[RIISNY -ne[3d sujred aeadessaxdn)
soueaeadde odueaead Kyriqe swreu
ERLCREIEYE | Surorad pue ALji[iqe[reay poomiyresty -de poomdeg Aiiqerreae oiydeadoe3 oyroadg -[Ieae jJO juauljuo) uowrwo)) saroadg Apruaeg

118



‘A[[eIoI9WIOD IoquuIny

umolq

poomiaeay
oUj} woaj pajyed
-1ewap A(Iea[d

/1opuy 103 pasn j,ust ssaadLD usmon) ysippal 10 yst Aqrensn pue
-poom /wod-aseqejep ‘uornqrigsip pajiwi] £10a pue -mo[[e4 ored e Iored si poom ssoxd eURIUSAOT
-poom mmm/ /:sdygy 9zIS [[RWS S}I JO osnedag SI  poomjIeal] -des  moxrepN (erurojire)) VSN eOLIDUWY [[JI0N -£D uoMOr) snssaxdn)) seadessaxdn))
ssoadAd vuOZ
Sy ypoowrs
1o ssoxdAo
qIeq  yjoows eiqe[3
(euoziy) VSN eOLIDUWY [[JI0N PUOZIIY snssaxdn)) seadessaxdn))
ssoxd Ao 3ur sLIqau
RUIYD) PUR WRUIDIA RISY -deom esaury)) -nj snsseaxdn) oradessexdny
jnoaey Io
‘ssoad Ao ueo
-D0I0JN ‘ssoxd eueizoidnp
©L103[Y ©OLJY -Ao uereyeg snssaxdny) orodessardn)
(dud
“eTwRySUTUUNY
/o /810
eury) jnoysnoayy pojue[d Apopim *SI9ITUOD
pue ‘uedep ur peonpoljul Ajopim ‘eipoq ~nmm//isdaay) 'vjR[O2OUR]
-wre)) sdeyied ‘soer] ‘weujlvip  ‘euly)d RISY Riss 'vuIYD) erwreysuiuuny) oradessaxdny
18ns 10 1BpPaD eotuodel
ueder ‘euryp) RISy asoueder errowojdLi) orooessardny
‘poomjjos pajyrod
-wir ue I0j 98ueI prur 8y} Ul
a1 S90LIJ  'd[qe[lRAR SpRW
pue pojrodwr SOWI}OWOS ST ‘poomireay
Iaquin] jJeId IS[[RWS 199U EL it woay
-oA se [[om se ‘sesodaind uory pajeorewrap
/1opuy -ona3suod 3yIy 19730 10 SUIpIS ‘umorq ysip A1resapd pue
-poom /woo aseqrejep se RISy Ul o[qe[ieAR A[[RIouss -pax  Aqreord£y peoio[od  merjs 1epa) eotuodel
-poom- mmm/ /:sdygy st 18ng ‘pojrodur A[opim joN S1  poomjiesal ST poomdeg ueder ‘euryp RISY osourder ‘18ng errowo)dLr) orooessaxdny
‘poomjjos pajrod
-wr ue I0j 9Suel prur 9yj Ul
oI S9OIIJ  O[qe[leAR OpRW
pue pojrodwl SOWI}OWOS ST ‘poomiyresy
IaquIn] 3JeId IS[[RWS  I99U gt woy
-oA s [[om se ‘sesodand uory pojeotewap
/1opuy -onI9suod S| 1930 10 SuIprs ‘umourq ysip Arresd pue
-poom /woo-aseqejep se RISy Ul 9[qe[leAr A[[eilouss -pox  Aqreord£y PoIo[0d  meI)S 1epa) eotuodel
-poom-mmm/ /:sdyyy s1 18ng ‘pejrodwr A[opim joN ST poOM)}IRDF] ST poomdeg ueder ‘euryp) RISy osourder ‘18ng errowojdLi) orooessardny
‘pPOOM3}JOS DI}soUWOP
e 10j o3uel yIIy 03 wnipaw ‘poomiyresy
oYy ur oq o3 soond 9ood 91} WoIj pejed 1ddississijy pue
-X3  ‘S9je}S PojIu[) UId)Sed -rewap A[Iea[d ewreqe[y ‘eplio[ Ul Inddo os[e saroads
9y} Ul SIS9JIUOD IdYJ0 JSou SI pue ojIym -quns awog ‘eISI00N) ‘eurjoIR)) YINOZ
uey) oalsuadxe 2I0W SI 1RPID) jsowrfe [e1] ‘eurjoie) YIJION ‘RIUISIIA ‘pur[AIRIN Iepe) YA
/1opuy 9MYAM OIjuR[}Y  ‘9zIs 001} ‘umoaq uUMOIq-mo[[ek ‘etuea[dsuueg ‘oremeo ‘Aosiap MmoON uIdYInog
-poom /woo aseqejep Irews A[oArje[aoa  pue oSuer ysippol 1ySi[ e ored s1 poom ‘[I0X MON ‘INdIj0euUuUO0)) ‘pue[S] 9poyYy ‘repe)) 9YM sop1oAY)
-poom mmm/ /:sdygy Buimoad pejrwti] 8y} 0} an( SI  poomjresyq -des  moxreN ‘syjesnyoesse]y ‘earysdwrel] maN ‘ourey 'OLIDWY 310N onjue[yy | siredAosewey) aeadessaxdn)
soueaeadde odueaead Kyriqe swreu
ERLCREIEYE | Surorad pue ALji[iqe[reay poomiyresty -de poomdeg Aiiqerreae oiydeadoe3 oyroadg -[Ieae jJO juauljuo) uowrwo)) saroadg Apruaeg

119


https://www.conifers.org/cu/Cunninghamia.php
https://www.conifers.org/cu/Cunninghamia.php
https://www.conifers.org/cu/Cunninghamia.php
https://www.conifers.org/cu/Cunninghamia.php
https://www.conifers.org/cu/Cunninghamia.php

ssoxd
-A> ueinyg

1o ssaxd Ao ’SO[NIOY
WRUISIA PUR BUIYD) ‘SRARIRWIH UIDISOAN RISy ueAe[eWI] snssoadny) ovooessardny
ssoxdAp uer
-1e3r  ‘sseadAp suaarazedues
UOTIS91 UBSURIISIIPO UIISRH adoany UeIURIIIIPIA snssaxdn)) seadessaxdn))
‘poomiyjos pajroduur ‘poomjyresy
ue I10j 9jeIspOUW aq 03 K[&YI] a2y} woly pajed
are seolrg sesodiand Ajrpyn ‘umourq -rewap A[1ea[d
/1opuy 103 A[[eDO] Posn SaWIjua}jo ST ysippal 10 yst Aqrensn pue ssoadAp uer
-poom /wod-aseqejep ssoadA) ueIURIISIIPOIN ‘Ofes -mo[[eL ored e 1o1ed st poom -re1]  ‘sseadAp suairazaduwas
-poom mmm/ /:sdygy 10] pojrodxe Auowrwod J0N SI  poomjIeapy -des  moxrepN UOTS91 UBOURIIIIIPOJN UIDISRH adoany UeaURIIIIPIN snssaxdny oeadessaxdn))
ssoxd Ao 11gued
(erurojire)) VSN eOLIDWY 310N s, Juedieg -1es snssexdny aeadessardn)
ssaxd Ao 11juad
(eruzojire)) VSN BOLIDWY [[}I0N s, Jue8ieg -res snssaxdnp oeoadessoxdn))
(418 wrojrun
® 0} siayjeam
1 sI00pIno
posodxo 9391
uoym Yy3noyy)
‘817 03 oauns
-odxa uodn
o8e YIm
uayIep o3
spuay 1o10D)
‘poomireay
L it woay
spousy Fpunsip - just
Jo oa1j soootd 1ea[d 10j A[IR[N pue mo[[ehk ssoxd
/1opuy -o1p1ed ‘seroeds o1jsewWIOP ® I10] ared /ysiprgm -£D e}00N
-poom /wod-aseqejep Y31y aq 09 seot1d j0odxy ‘po3l mo[eh 3y31[ Te[iuis e ‘repa) mof sIsuajeyjoou
-poom- mmm/ /:sdygy -w] st poom siyy jo Arddng ® ST poomjlesap SI poomdeg (3se00 gsemyriou) eprUR)) ‘YSN 'OLIDWY 310N -[eA  ueysely snssaadnp) aeaoessaxdn)
ssoad ediedororw
(erurojire)) VSN ©OLIOWY YIION -A>  Aa1ejuoN snssoxdny) orodessaxdny
‘POOMIJOS D11SOWOP © ‘poomireay
103 yS1y 2q 09 A[93I] 918 SAOLIJ a2y} woly pajed
‘sosodand A31gn 10y A[[ed0] ‘umoliq -ITewap A[Iea[d
/1opuy a[qe[rear/poajsoaley A[[euols YSIPpPal 10 YsT Aqrensn pue
-poom /woo aseqejep -eo00 s1 ssexdA) AarejuoN -mo[[eA ored e 1ored st poom ssoxd ediesoroewr
-poom mmm/ /:sdyyy ‘o[es 10 uees A[UOWWOD JON ST poomjieal -des MmorreN (erurojired) VSN BOIIOWY YIION -£D) As1ejuonN snssaxdny orooessardny
‘poomjjos pajrod ‘poomireay
-wI ue I0J 9jRISpPOW O O} 2y} woly pajed
A1oy1] oxe soo1xg ‘sosodand Ag1 ‘umoliq -ITewop A[Iea[d
/1opuy -[190 10J A[[eD0] pasn SouWjua) YSIppal 10 Yst Aqrensn pue eon jo
-poom /woo aseqejep -Jo st ssaxdA uwOIXaJN ‘o[es -mo[[eA ored e Tored st poom ODIXOJA] pPu® I0peA 1epo)  ‘ssexd 'OTURYISO]
-poom mmm/ /:sdygy 105 pajrodxe A[uowrwiod 3joN SI  poomjresyq -des  moxreN -[eS [H ‘seanpuoly ‘ejewsjens) ‘ezieg eOLIDWY [BIJUSD -£D  ueOIXaIN snssaxdny) aeadessaxdn)
soueaeadde odueaead Kyriqe swreu
ERLCREIEYE | Surorad pue ALji[iqe[reay poomiyresty -de poomdeg Aiiqerreae oiydeadoe3 oyroadg -[Ieae jJO juauljuo) uowrwo)) saroadg Apruaeg

120




/1opuy
-poom /woo-aseqejep

(eurjore) yjioN pue

1epad

(eoOTO1IS "IRA
rURIUISIIA SN
-odrunr) e[oom

-poom mmm/ /:sdyyy eurjore)) Ynog ‘ersrosr) ‘epuolg) vSn BOLIDWY 310N -poy uwIayjnog -111s snaedrung oeoadessoxdn))
‘Sreg
radrun( urey wniondoos
ODIXQJN puU®e yYSN ‘epeue)) eOLIDWY [[JI0N -unojy A3doy sniadrunp aeadessaxdn))
Todrun( urey wniomndoos
ODIX9J\ PU®R S ‘epruR) ©OLIDWY (310N -unojy A3o0oy sniedrunp aeadessaxdn))
radrun( ureg wniondoos
ODIXOJN PUR YS[) ‘epeur)) eOLIDWY [[JI0N -unojy A3ooy sniodrunp oeoadessoxdn))
sodrun( urey wniomndoos
ODIXSJ\ PUR YS ‘eprUR) 'OLIDWY 310N -unojy A3o0oy sniedrunp aeaoessaxdn)
(SutwoApp pue gein
‘epeAdN ‘OOIX9J\ MmoON ‘BURIUOIN ‘OUyepl erwrodsoa)
‘opeio[o) ‘erurojie) ‘euozlly) VSN BOIIOWY YIION sodrun( yeyn -so snradiunp oradessaxdny
(SurwoApp pue yein
‘epeAdN ‘OOIX9J\] MON ‘BURIUOIN ‘Oyep] ewrodsoa)
‘opeio[o) ‘eruiojiR) ‘BUOZIIY) VSN 'OLIOWY YIION Todrun( yegn -so snradrunp orooessardny
(SutwoApp pue yein
‘epeasN ‘OOIXOJN MaN ‘BURIUOIN ‘Ooyep] ewrodsoay
‘opeio[o) ‘erurojie) ‘eUOZIIY) VSN 'OLIOWY YIION zodrun( yein -so snradrunp orooessordny
(sexa], pue vWoOYR[IO Todrun( eruwrodsouowr
‘OOIXOI\] MON ‘OpeIO[O)) ‘RUOZIIY) VSN ®OLIOWY YIION pess-eu() snaadrunp orooessardny
elewajeny) pue (sessjedrey
pue ‘znideraA ‘e[eoxe[], ‘sedinewef,
‘@iouog ‘1sojod s ueg ‘erqend ‘uger
oAdonN ‘UBOROUDIJN ‘OOIXQIN  ‘oosifef
/1epuy ‘o8repry ‘oSuean( ‘e[inyeo)) ‘enyeny
-poom /wod-aseqejep -yp ‘sedery) ‘sejusrfessenSy) ODIXSIN eOLIDWY [R1Y} sadrunp euead
-poom-mmm/ /:sdygy pue (sexsJ, ‘OdIX9]N MON ‘BUOZIIY) VSN -ue) ‘edlrewry YIIoN 109e31[y -dep sniadrunp orooessordny
eOIIOW Y Tadrun( STUNW 0D
yyoN ‘edoanyg ‘visy uowruro)) sniodrunp orodessaxdny
ssaxd sIsuau
euryD ersy -£> asautyD) -1yo snradrung aseadessaxdn))
ssoxdAo
ueruosueyeJ
‘wentye] soprossaid
eurjeusIy pue a[ryD edLPWY YInog [ERRE] A% -no  efoiziig seadessaxdn))
Iy IR
RTURWISET, eI[RIISNY aurd jnujsay) ewWdsSI aeadessaxdn)
‘poomireay
2y} woly pajed
‘o09s AI19 ‘umoliq -ITewop A[Iea[d
/1opuy -SINU I0J PIsSN 9Ie S92I1) PoajeA YSIppal 10 Yst Aqrensn pue
-poom /woo aseqejep -13[NO jsow ‘wIoj Iaquun] ul -mo[[eA ored e Tored st poom o8ues [eInjeu ssaxd npue[4o]
-poom mmm/ /:sdygy a[eS 10J U9dS AJUOWWOD 30N SI  poomjresyq -des  moxreN ou {3 ‘Se[RA UI PLIqAY ' se pajeuldlIQ adoanyg -£D  pue[ker] x  snssaadnp aeadessaxdn)
@oueaeadde ooueaead K3iqe swreu
sousiajey Surorad pue ALji[iqe[reay poomiyresty -de poomdeg Aiiqerreae oiydeadoe3 oyroadg -[lea® jo jusauijuo) uowrwio) soroadg Apruaeg

121



poompax

eruwIoged
pue poompar
[e3seod ‘poom suaarated
(erurojiren MN Pue uo8e10 MS) VSN 'OLIDWY 310N -pax 1se0D) -wes  eronbag aeaoessaxdn)
aejIAIOq
-Ie [ejuUelI() I0 SI[eIUDLIO
'UIYD) pue ‘erssny ‘i ‘ealod] RISY elnyy [ejusri snpeoLie[d oradessexdny
euended
- snipaoendeg orooessardny
S9p10q013s0Y
poom -dA138
euIYD eISY -pax umeq elonbaseja\ aeaoessaxdn)
S9p10q0I14S0Y
poom -d418
eUIYD RISy -pax ume eronbaseja\ aeadessardn)
S9pP10q0I1)S0Y
poom -d418
euUIYD eISY -pax umeq eronbasejo\ oeadessoxdn))
(ursuoosIp\
pue ‘eruiSirp  9sop\  ‘erur8iarp  ‘quowr
-Io) ‘sexo], ‘oossouus], ‘ejoe(] YINog
‘eurjore)) Yinog ‘pue[s] opoyy ‘BIUBA[AS
-uusd ‘ewoyeO ‘ol ‘ejoqed YiIoN Iepod
“eurjore)) YIION ‘IOX MON ‘Aosiof moN o13RWOIY
‘orrysdwiely maN ‘e¥SeIqON ‘IINOSSIIA pue ‘Iepeo
‘1ddissisSIN ‘ejosoUUIIN ‘ueSTYDTIN [ousag ‘redrun(
‘sgpjesnyoessen ‘puedlreN ‘ouren Py ‘rodru
‘euelsimory ‘A)onjuey] ‘sesury] ‘eurip -nl uregseny
-uy ‘stoul[[] ‘emo] ‘ei8109r) ‘epriolg ‘rodrun( ueruis
‘erqunio) JO 90MI3SI ‘ereme[eg ‘Ind -ITA ‘1epod
-1909UUO)  ‘sesueqIy  ‘eweqe[y)ySN pax urogser euerurd
‘(oaqon(d ‘orrejuQ) epeuR)) BOLIOWY YIION ‘1epeod pey -11a snradrunp orodesserdny
(ursuoosIpy
pue ‘erurSItp  9sopN  ‘eturdiry  ‘yuowx
-19A ‘sexa], ‘eossouus], ‘ejoqed YInog
‘eurjore)) Yinog ‘pur[s] oapoyy ‘eiurA[AS
-uudd ‘ewoyep{Q ‘OrqO ‘ejoqed YION
“eurjore) YIION ‘MIOX MON ‘AosIaf moN
‘sadiays ‘orrysdwrely MmaN ‘e¥SeIqON ‘IINOSSIA
~oorad pue syeal}s se ‘rddisstssiN ‘@losoUUIIN ‘ueSTYDTIN
jsepowr ® e o[qe[reae AJl poomjresay oyl ‘s179snyoRSSRIA ‘puellreN ‘oureN
-peal aie juasaid sjouy Yim noySnoiyy ‘“euetsinor] ‘Ayonjuey] ‘sesury] ‘eurip
SpieOq  IomOIIRU ‘I9[rRWS ‘uUMoIq-49[01A readde ued -uy ‘stoul[[] ‘emo] ‘ei8i109r) ‘evpriolg
/1opuy Jnq  ‘uowwrod SS9  yodnur I0 ysippel ® pue ‘10100 ‘erqunio)) JO I0LIYSIJ ‘ereme[o ‘Ind IepPoopay uIa
-poom /woo aseqejep a1 Iepe)) POy OljewWOly jJO 2q 03} spuey mo[eA ored e -1909UUO0)  ‘sesueqIy ‘eWeqe[y)VYSN -jsey]  ‘Iepa) euerurd
-poom mmm/ /:sdygy SUOI}09s IeS[D J10/pue o3Ie] poomjres St poomdeg NEELENTy) ‘orrejuQ) epeue) 'OLIDWY 310N pay oljewory -114 sniedrunp aeadessaxdn)
soueaeadde odueaead Kyriqe swreu
ERLCREIEYE | Surorad pue ALji[iqe[reay poomiyresty -de poomdeg Aiiqerreae oiydeadoe3 oyroadg -[Ieae jJO juauljuo) uowrwo)) saroadg Apruaeg

122



/1opuy

‘IoquIn] 9peIs-uUoIjoNIIsuod
ueyy arowr Jurysod suorjyediyd
-de Surjiompoom 10j spieoq
Q01j-jouy ‘IeS[0 YjM ‘spoom

eleMWo)RN N ‘0OIXIN ¢ (RTUISITA pUe ‘sexa],
‘oossouus,
-0 ‘eurjore) YuoN ‘pue[lie]y ‘A3ong
-uay] ‘ranossipy ‘rddississijy ‘euelismory

‘eurjoie) Ynog ‘ewoye|

-poom /wod-aseqejep S13S9WOP 10y o8uer-prux ‘umourq yst a91ym ApIesu ‘eueipu] ‘stour[[] ‘er8ioey)  ‘epLIO[q ssaxdAo wnyory
-poom mmm/ /:sdygy 9y3 ur aq 031 JYySno sodlIg -mo[ef  ‘ayS1p ST poomdeg ‘oreme[o( ‘sesueyly  ‘eweqe[y)VSN 'OLIOWY YIION -pred ‘ssead£p -SIP WNIPOXET, orooessaxdny
eleMWRYRNY)‘0OIXIN ¢ (RTUISIIA pUe ‘sexa],
‘oosseuus], ‘eul[oIR)) YINOg ‘vUWOYR]
O ‘eurjore)) yYuoN ‘pue[lie]y ‘Ajong
-uay] ‘rrnossipy ‘tddississijy ‘“eueismory
‘eueipu] ‘stoul][] ‘eI3109r) ‘BPLIO[] wnyoa19
‘oreme[o( ‘sesueqly  ‘ewRqe[Y)VSN eOLIOWY YIION ssoxdAo preg -SIp WINIPOX®ET, orooessardny
sopro
-rrowoydL10o
uemie], pue ‘weujlsip ‘rewruei N ersy eruemIe], eTURMIR], seadessaxdn))
2019
81q Apdwis 10
BIUOJSUI[[OA
‘poompor uel
-I91g ‘poompar
rIIBIG  ‘poom
-pa1 juei8 se
umous] os[e wnajue3is
(erurojire)) VSN BOLIOWY YIION ‘etonbes jquelr) |uoipusperonbag orodessaxrdny
poompax
eruroyie)) aeaoessaxdny
pue poompal /pug  (woQ
[e3seODd ‘poom ‘) suaararad
(eruaojiren MN pue uoSai0 MS) VSN 'OLIOWY YIION -pax 9seO0D) -wes  eronbeg orodessaxdny
poompax
elutogen
pue poompal /1pud (woq
[e3seod ‘poom ‘) suaararad
(eruaojiren MN pue uo8ai0 MS) VSN BOLIOWY YJION -pax 90D -wes  eronbeg orodessaxdny
poompax
elurogen
pue poompar
[e3seod ‘poom suaarazod
(eruaojiren MN pue uo8ai0 MS) VSN ©OLIOWY YIION -pax 90D -wes  eronbeg orodessaxdny
poompal
elurogen
pue poompar
[e3seod ‘poom suaarazod
(eruaojiren MN pue uo8ai0 MS) VSN 'OLIOWY YJION -pax 9seOD) -wes  eronbeg orodessaxdny
‘umourq
-oatsuad ysippax  deap (11nq) euoaep
-X9 aJow yonur aq 03 A[dYI[ ST e 03 umolq ‘poompay
Joquin] 3upjIompoom poainsy ysoyuid  9y31p 'IUIOJI[RD)
/1opuy I10/pue 1es[d ySnoyy ‘requuny ' wolj oafuel *moT[ek /o1y m ‘poompoy
-poom /woo aseqejep uoI9oNIsuod e se afuer aorad ued 10700 ored ' ST jseop  ‘eronb suaatazod
-poom mmm/ /:sdygy 1addn oy prut ay3 Ut oq p[noyg poomjres poomdeg (erurojiren MN Pue uo8910 MS) VSN 'OLIDWY 310N -og ‘poompayg -wes  eronbag aeadessaxdn)
soueaeadde odueaead Kyriqe swreu
ERLCREIEYE | Surorad pue ALji[iqe[reay poomiyresty -de poomdeg Aiiqerreae oiydeadoe3 oyroadg -[Ieae jJO juauljuo) uowrwo)) saroadg Apruaeg

123



aadrun(
wesLIyy pue
‘9019 poom

-U0I3Id {9dI9[e

ULOURIIDIIPIN
fooI01R  ‘orjlA
-1oqie K1eq
‘umolq -reqg ‘e131} op
ysippal  yIep stoq ‘arreq
01 wnIipaw ® -reqg op ®eANyY}
01 o8e  yim ‘O1I981V P
‘sofa [anq pesoed-A[ysny uoayIep [e1] eAnyy
snorownu  3unqiyxe Surn spuog I010D ‘[esorreN]
-8y wnrwead yjmm sederd uo ‘umolq ysippad 1ey3ieys3 ‘eary
/1epuy Aprenorpred  ‘ySiy  Area  aq 10 ysigueio wng oviep
-poom /wod-aseqejep 03 seord goedxy ‘spanq ue Aqreis eAqr sdeyred ‘eey -ues ‘eoxere ')R[NOI}
-poom- mmm//:sdygy 1001 se p[Os A[UOWWOD 3SOJN -us8 s1 I10[0D ‘erstung, N ‘“erra8[y N ‘0dd010y ‘uredg g eoryy ‘edoinyg AEERGRIR v -Ie SIUIORIIDT, seadessaxdn))
(&orreA 9pPURIN
ory o1yj Suole ‘sexs], §) YSN ‘(seosjeo
-ey ‘znioelsp ‘e[eoxel], ‘sedinewef,
‘ooseqe], ‘erlouog ‘eo[eulg ‘Isojod s 9jenyenye 10
ueg ‘orejgion{) ‘ejqend ‘esexe() ‘uogery ‘ourqes ‘ssead
oadnN ‘quIeARN ‘SO[QIOJN  ‘UBOROUDIN -A> euwnzo)
‘OOIXQIAl ‘OdsI[e[ ‘OS[RPIH ‘Oloirony) ‘oje -uoN ‘ssaxd
-nfeueny) ‘o8urin( ‘[eIdPo] O03IIISIQ eOIOWY [eI)} -Ko Preq wnjeuoId
‘ermyeo)) ‘sedely)) OOIXdN ‘elRUIS}RNL) -us)) ‘ednrewy YIION BUWNZOJUOIN -nw WNIPpOXe], orodessaxdny
e[RWIRN ) ‘0JIXIN ‘ (RIUISIIA pUeR ‘sexa],
‘oossouua, ‘eurjore)) [YInog ‘eWOyeR|
-{O ‘eurjore)) yYioN ‘pue[lie]y ‘Ayong
-uoy] ‘ranossijy ‘tddississijy ‘eueismory
‘euerpul  ‘stour[[[ ‘eISI09D  ‘epuo[q ("1) winypry
‘oreme[a(] ‘sesuedly ‘eweqe[y)VSN BOIIOWY YIION ssoxdAo preg -SIp WINIPOX®EJ, oradessaxdny
e[eWoIRN ) ‘0JIXIN‘ (RIUISIIA pUeR ‘sexa],
‘oossouua], ‘eul[oir)) Yinog ‘evwroye|
-0 ‘eurjoie)) YMON ‘pur[lie]y ‘Ayong
-uoy] ‘ranossijy ‘tddississijy ‘eueismory
‘eueipu]  ‘stour[[] ‘eISI09Y) ‘BPLIO[] wnyoiy
‘oreme[a(] ‘sesuedly ‘eweqe[y)VSN 'OLIOWY Y3ION ssoxdAd preg -SIp WNIPpOXeJ, oradessexdny
soueaeadde odueaead Kyriqe swreu
ERLCREIEYE | Surorad pue ALji[iqe[reay poomiyresty -de poomdeg KAyriqereae orydeaSo0e3 oyroedg -[Teae jJO juauUIjUOD) uowrwo)) saroadg Apruaeg

124



‘oatsuadxe a10w oq uwd

‘seale

umoiq /pax
IoxIep J0
spueq pue

syeaIys wop

‘poomiresay

2y woay
Ppojedrewx

-op Ardreys

Ioqun] umesrajrenb ‘pourerd -uel qym skeme 4, ust
-jySreiys  ‘Ies[d Jjo sopeis uejjo  ‘umouiq pue ‘orrym 1epa)
/1opuy I9y31y y8noyy ‘requiny opeid yspyurd 03 ysimo[eh (egroqy ‘elqUNio)) Ysiplig) PoYy  UI9ISOM
-poom /wod-aseqejep -UOI}ONIJSU0D 10 oArsuadxd ysIppal ofed st poom eprue)) ‘(erurojie) pue uogfarQ ‘uojur ‘repeopay
-poom-mmm/ /:sdyy -ur  A[pjerepowr oaq pnoys poomjreary -des  moxrepN -ysepy ‘oyep] ‘eurjuoly ‘eXse[y) VSN eOLIDWY [[JI0N WIDISIAN eqeord elnyJ, oeadessaxdn))
(ourepy ‘oIrys
-durey meN ‘juouwrisp ‘sjjesnyoesseiy
‘Inorjoeuuo) ‘IO MON ‘elURA[ASUUL]
‘puellre]yN  ‘erurSirp  1SOA\  ‘RIUISIIA
‘eurjore) YIION ‘0ossouus], ‘ANonjusdf
‘ory( ‘euRIpU] ‘SIOUI[[] ‘UISUOISIA\ ‘URS arjIAIOQIR UID
-IYOIN ‘ejoseuUUI]N) VSN ‘(BI300S BAON -)sey I0 Iepad
Spprmsunig moN ‘pue[s] plempr 90ullg -931yMm si[ejuap
foaqend) ‘onreju( ‘eqojrury) epeue) BOLIOWY YIION UIDYJION -1000 elnyg, orooessardny
(ourey ‘oarys
-duref] moN ‘juouriop ‘s}josnyoesseIN
‘gnorjoeuuo)) ‘NIOX MON ‘RlURA[ASUUDJ
‘puelhAre]y ‘RIUISITA  ISOA\  ‘RTUISITA
‘eurjore)) YION ‘@ossouus], ‘Aonjued]
‘pPoom3JOSs DIjsoUL ‘ory(Q ‘euerpuj ‘SIOUI[[] ‘UISUOISIA\ ‘UeS orjIAlOq
/1opuy -Op ® 10j 93uel pIW oY} Ul aq uey Iym -IYDIN ‘ejosauUI]N) VSN ‘(B1300S BAON -1y uisysey
-poom /wod-aseqejep PINOYS S2011J “Iaquin| JO SOZIS 10 umoiq ored A(reau s1 poom PIMSUNIE MON ‘PUR[S] PIemMpPH 20UlI] ‘repa))  9IYM sI[ejuap
-poom-mmm/ /:sdyyy I9[[ewrs ul a[qe[rese A[[eIauar) ST poomjIealy -des moaireu foaqony) ‘orreju ‘eqoOjIUBRIN) eprurR)) eOLIDWY [[JI0N WIS )ION -1200 elny,T, oeadessaxdn))
Todrun(
uedLIyy pue
FEERGE poom
-uoI3o  ‘edise
UeDURIIIIPIN
fooI01R  ‘orjlA
-1oqaie Areq
-req  ‘oxyry op
stoq ‘orreq
-leqg op ®eANY}
‘PLIRSIY P
eAnyy
‘[osorreIN]
1eySieys ‘ool
wng orIep
eAqi] sdeyied ‘eifeIN -ues ‘eorare 'YR[NOIY
“erstung, N ‘“er1o8[y N ‘002010Jy ‘uredg § 'olyy ‘edoinyg ‘earjrely -Ie SIUI[ORI}Q], oradessexdny
soueaeadde odueaead Kyriqe swreu
ERLCREIEYE | Surorad pue ALji[iqe[reay poomiyresty -de poomdeg KAyriqereae orydeaSo0e3 oyroedg -[Teae jJO juauUIjUOD) uowrwo)) saroadg Apruaeg

125



roatsuad
-X9 aI10wW a9q 03 A[ONI[ dIe Iaq

-wny 1y jo sino Ajreroads yons ‘poomireay
I9yjo 10 ‘umesrejrenb ‘resd Elog ] woy
ySnoyJ, "Ioqun| UOI}ONIJSUOD umoq paysmsgury
/1opuy 10J pajsearey uaym adoiny ur ysippel e} ! -s1p Apres[d
-poom /wooaseqejep o8ues [eInjeU S3T INOYSNOIY) orym  Aqrensn 9, ust 1eyy sureny() ‘erreSng ‘ernsny I IoA
-poom mmm / /:sdygy 9jeIspPOW 9 P[NOYS SIDLIJ S poomjresyq poomdes ored ‘Auewrion) ‘pue[ieziimg ‘A[el] ‘eoueiyq adoanyg -[1s  ueadoany eqe saIqy avadeUlJ
19
aureny) ‘euedng ‘enjsny IOA[IS 10 IY Io9A
‘Aueurior) ‘pue[iaziimg ‘A[ej] ‘eouriq adoiny -1is  ueedoinyg rqe seIqy orodRUIJ
OS[® S3ULUIFUOD eOLIPW Y 2213 Ireyue
190 Ul pPojeAlj[nd ‘euly)) o1 SAIIeN yyoN ‘edoinyg ‘eisy -prejy ‘o8yurn) ©qo[iq o3NuID 9ea0ROS UL
OS[® SHUBUIJUOD eOLIOW Y 2213 Ireyue

I9YI0 UL PojeAI}[ND ‘BUNYD 0} dAljRN

yjioN ‘edoiny ‘eisy

-PIRIN ‘08jurn

©qO[1q 08U

oeoDROSHUID)

OS[® SHUDUIIUOD edLIW Y 2211 Ireyue
19730 Ul pPoOjeAI}[ND ‘euly)) o} DAIIRN yjoN ‘edoinyg ‘eisy -pIRIN ‘08yuln) ©qo[Iq 03 UID) ore0oROS UIY)
OS[® S3ULUIFUOD eOLIDW Y 2213 Ireyue T

19710 Ul PaJeAT)[ND ‘BUIY) O OAIJEN

yjioN ‘edoiny ‘eisy

-PrejN_‘oSxyurp

eqo[iq oxqsurn

aea0RO03UID

1D{02q 08yurn

orooROSUIY)

soroads -dds
JouXy eaploapeoA) | oredRplOSpPRIAD
peoAd
1eose3epeN nsienys sedLD) oradepRIAD)
ssaxd Ao mof[ek
10 1epad
-eysely ‘ssoxd sIsuajesjoou
(eoxe 3seO0) oYIORJ) ®PRURD ‘YSN 'OIIOWY YJION -Ao 100N stred Kooy jueyy orooessardny
ssoxd npue[4£s] stred
(erurojire)) VSN 'OLIOWY Y3ION -A5 pueder -£oossaadny x orooessoxdny
amqeq ssoxd rIOPYIpOU
-wily, pue ‘enbiquezoly ‘edcljy  yinos ®OLIJY -£5 urejunojy RTUO)SULIPPIA oradessaardny
oeq ejeIqe[op
uedep RISy -1AI0qIe  eqIE] stsdolny,T, orooessardny
pooma[3urys
10 ‘1eped quels
‘orjraroqaie
LLRELEEYVY 1o
aejIAlOqIR
juels)  ‘Ieped
(e310qy ‘erquIno) ysipay) “paz oged
epeue)) ‘(erurojie) pue uofar( ‘uojur 10 1epod
-Ysep\ ‘oyep] ‘eurjuoOIN ‘eXse[y) VSN 'OLIDWY 310N -pal  UI9ISOAN eyeord elnyg, aeadessaxdn)
@oueaeadde ooueaead K3iqe swreu
sousiajey Surorad pue ALji[iqe[reay poomiyresty -de poomdeg Aiiqerreae oiydeadoe3 oyroadg -[lea® jo jusauijuo) uowrwio) soroadg Apruaeg

126



‘oArsuadxoe
arow 9q 03 A[eMI[ ale Iaquuny
Iy jo sInd Aj[eroads yons 19730
10 ‘umesiorrenb ‘res(d> ySnoysy
‘roquuny A91[19N Yons I0J 9jeld

-powr oq p[noys sedud HId

-INHH,, [°qe[ Oleus8 oaIown ‘poomjyresy
9y} JIepun Pp[OS Ppur HO0] ELEt woay
-wey pue Iy jo sorads I19yjo umoaiq poysms3ury (er0ouOg ‘0310N
/1epuy Yym 19yje809 padnoid Ajuowr ysippal 09 -s1p Aprea[d eruiojie) eleg ) ooixolN ‘(euoziry
-poom /wod-aseqejep -wod SI pu® IaqUIN| UOI}ONI}S 2j1ym  A[rensn 3 ust Jeysy ‘ODIXaIN] MAN ‘OpeIO[O) ‘el ‘epeadN et Iy I1o[oouo)
-poom- mmm/ /:sdygy -uod se Ppasn Sl 1Y OMUYM SI  poomjresyq poomdes ored ‘eruiojie)) ‘uo8e1  ‘oyepl) VSN -lowy [eIjus)) ‘ YRON ‘1y 93U M 10100U0D SAIqY QeadeUlJ
/1opuy
-poom /woo aseqejep eoruoreydad
-poom-mmm/ /:sdygy 9099.15) JO SUOIFAI SNOUTRIUNOIN adoany Iy ea1n seIqy aeadeUlJ
/1opuy Iy erong
-poom /woo-aseqejep ejueg ‘g ejea)ORIq
-poom mmm/ /:sdyyy (eruzojiren) vSn BOLIDWY 310N 2U0009[)sTIg soIqy ovadeUlJ
(eurey pue ‘exrysdwey
MON ‘JUOULIOA ‘S3}OSNYORSSRIN ‘INOI309U
-uo) ‘qIOX MoON ‘eruesldsuusd ‘erurd
-ITA ‘RTUISITA  JSOAA ‘BMOJ ‘UTSUODISIAA
‘weSIypIN ‘“ejoseuully) VSN ‘(uorenbiy
pue 21101 '3S) 2ouelq ‘(pur[punojmaN
‘e1300g BAON ‘Moimsunig MmaN ‘pue[s]
piempr ooulld ‘oeqeng) ‘oureju( ‘eqol ©o1 vOWIRS
-IURIN ‘ueMOYDIRNSES ‘elIaq[y) epeur)) -Towy yjioN ‘edoingy 1y wesregqg -Teq seIqy oeadeUlJ
‘oAtsuadxe a10w 9q 03 A[NI[
oI IoqWIN] 1Y JO sINO A} eI
-ods yons 1930 I0 ‘umesiol
-1renb ‘resyd ySnoyy ‘requuny (eurey pue ‘exrysdwey
A31[130 Yons 10J 9jeIopowr oq MON ‘JUOWISA ‘S3}OSNYORSSBIN ‘3NOI300U
pinoys sao11g ‘Jds Aduwis 1o -uo) ‘NIOX MoON ‘eluesldsuusd ‘erurd
‘ag-ourd-oonids [oqe] dl10uaSl -ITA ‘RTUISITA  JSOAA ‘BMOT  ‘UISUODSIAA
aI0W 91} I9pun pjos pue aurd ‘ueSTYOIN ‘ejosouury) ysn ‘(uoranbiy
pue oonids jo sorads 19730 umoq pue 21191 '1S) 2ouelq ‘(pur[punojmaN
/1opuy Ym 197y30803 padnoid Ajuowr ysippel 03 ‘e1300G BAON ‘Moimsunig MmaN ‘pue[s]
-poom /wod-aseqe)ep -wod SI pu® IaqUIN| UOT}ONI}S aj1ym  A[rensn pIempy eoulld ‘o9qen() ‘onrejuQ ‘eqoj et vowIRS
-poom-mmm/ /:sdygy -uod se pesn SI Iy wes[eqg SI  poomjresyq -IURIN ‘ueMODIRNSES ‘@lIaq[y) epeur)) -Towy yjioN ‘edoingy 1y wesregqg -Teq seIqy aeadeUlJ
‘oAtsuadxoe
ar0ow 9q 03 A[OYI[ aIe Ioquun|
1y jo sind K3eroads yons 1930
10 ‘umestorrenb ‘res(d ySnoysy
‘Toquuny £3II13N yons I0j 23els
-powt 8q pnoys seolld HId
-INHH,, [°qe[] Oueus8 aIow ‘poomireay
9y} Iopun Pp[OS pue oo[wey L it woay
pue 1y jo sordads Iayjo Yim umoq paysmgury
/1opuy 19730803 podnoil A[uowrwrod ysippel 03 -s1p Area[d (erquunio) ysinug
-poom /woo aseqejep SI pu® JoquIN] UOI}ONIJSUOD aj1ym  A[rensn 3, Ust ety M) epeue) ‘(erurojie) MN ‘uoSarQ Iy
-poom mmm/ /:sdygy se pasn SI 1Y I9A[IS OYIoed SI  poomjresyq poomdes ored pue uoj3ulysepy M ‘®iselYy HS) SN 'OLIDWY 310N IOATIS  oyIoed sI[Iqrwe SaIqy avadeUlJ
soueaeadde odueaead Kyriqe swreu
ERLCREIEYE | Surorad pue ALji[iqe[reay poomiyresty -de poomdeg Aiiqerreae oiydeadoe3 oyroadg -[Ieae jJO juauljuo) uowrwo)) saroadg Apruaeg

127



‘oAtsuadxe a10w 9q 03 A[NI]
I IoquIN] 1Y JO sINO A} eI
-ods yons 19yjo I0 ‘umesioj
-1renb ‘resyd> ySnoyj ‘requuny
A91{19N UYONS I0] 9jeISpOUW 9q
pinoys saot1d ‘Jds Adwis 1o

1Y urejunon
A¥poy ‘1y wres
-Teq uIsjsom

‘ag-ourd-oonids [oqe] dlIouel ‘poomiyreay (epesaN ‘uresyeq  o3Iym
10w 9Y9 Iopun plos pue aurd Vit woay pue ye)() ‘@UOZIIY ‘OJIXOJ]N MAN ‘Opelo ‘g wresfeq
pue oonids jo sowads Iayjo umoliq poysms3ury 10D ‘SutwioAp)  ‘euevIUOIN ‘oyrp] ‘eru urejunowr Iy
/1opuy Y3m 19y30803 padnoid Ajuowr ysippe1 o3 -s1p Apres[d -10j11e) ‘uofer( ‘uojulysep)) SoeIS °yIyMm Iy wres
-poom /wod-aseqejep -wod SI pu® IaqUInN| UOT}ONI}S aj1ym  A[rensn 3 ust ety pejtun ‘(eiraqry ‘erquIniop Ysijlig ‘sarl -req ‘1y surdre edreo
-poom mmm//:sdygy -uod se peasn si 1y auldreqng SI  poomjresyq poomdes ored -09III9], ISOMUJION ‘UONNK) epeur) 'OLIDWY 310N ‘ay  eurdeqng -o1se| seIqy aeadeUlJ
Iy urejunojy
Aooy ‘ay ures
-[eq  uIa)sem
(epeaaN ‘uresyeq  91ym
pue yej[) ‘@UOZIIY ‘ODIXSIN MON ‘Oprio ‘ayg wres|eq
-[0D ‘SurwioAp\ ‘euejuoly ‘oyep] ‘eru urejunow  ‘ay
-Ioje) ‘uo8ar() ‘uojSurysep)) s9Ielg 2Iym Iy ures
pojrun ‘(e3Ioqy ‘elqUUIN[O)) YSIIIg ‘SAIT -req ‘ayg ouidye edied
-0}11I9], 3ISOMYIION ‘UWOYNK) wepeur) BOLIDWY 310N ‘g euidreqng -o1se| soIqy ovadeUlJ
1y
uo8a1Q 10 ‘Iy
IsAnodueA Iy
99IYM UID)SOM
‘Ig I0A[IS jealld
(eruzojire) ‘g 9jrym puel
pue uo8e1() ‘uojSuliysepy ‘oyep] ‘euel -mop  ‘1y  jue
-uoN) VSN ‘(erquniop ysijug) epeur) 'OLIDWY (310N -18 ‘ay puein sipuei8 sa1qy avadRUlJ
‘oAtsuadxe
aI0w 9q 03 A[OYI[ aIe Ioquun|
1y jo sind K3eroads yons 1930
10 ‘umestorrenb ‘res(d> ySnoysy
‘roquuny £31{13N yYons I0j 23ele iy
-powt aq p[noys sadl1d HId uo8a1Q 10 ‘Iy
-INAH, [°qe] Oueus8 aIow ‘poomireay IsAnoOdURA ‘I
2y} JIepun Pp[OS pur H20[ Vit woy 99IYM UID)SOM
-wey pue 1y jo sorads Ioyjo ‘umoiq poysms3ury ‘Ig I0A[IS jealld
/1opuy Ym 19730803 padnoid Ajuowr ysippol 03 -s1p Area[d (eruzojire) ‘1Y 931ym puef
-poom /woo aseqejep -wod SI pu® Joquinj Uoljoniys 2yIym  A[[ensn 4 ust ety pue uo8ei() ‘uojIulysep) ‘oyep] ‘euey -mo[  ‘ay  jue
-poom mmm/ /:sdygy -uod se peasn SI Iy pueld SI  poomjresaq poomdes ored -uoN) VSN ‘(erqunio) ysijuig) epeur)) ©OLIDWY (310N -18 ‘ay puein sipuei8 sa1qy aeadeUlJ
/1epuy
-poom /woo-aseqejep (e181005) pue 'UIO
-poom mmm/ /:sdyyy -IeD) YIION ‘9ossouus], ‘eIuISIIA) VSN BOLIDWY 310N 1y Ieselq LI9sRIy SaIq Yy ovadeUlJ
joqL], pue BvUIYD eISY 1y 32110 119S9.110] S91Iq Y ovadRUlJ
(erouog ‘o310N
erurojie) eleqg ) ooxelNy ‘(euozlry
‘ODIXOJN MON ‘Oopelo[o) ‘yYein) ‘epeasN ®o1 Iy I0[0dU0))
‘“erurojife) ‘uo8e10 ‘oyepl) VSN -Iawly [RIjUL)) ¢ YIION ‘ay 9 I0[00U0D S9IqY orvedRUI]
soueaeadde odueaead Kyriqe swreu
ERLCREIEYE | Surorad pue ALji[iqe[reay poomiyresty -de poomdeg Aiiqerreae oiydeadoe3 oyroadg -[Ieae jJO juauljuo) uowrwo)) saroadg Apruaeg

128



niepeasp/rep

BAOD/IepADD /IRD
-09p 10 ‘Iepad

ueAe[RWIH] rIRD
uejsyed ‘erpup eISY ‘reped Iepoa( -0op snipap aeadeUlJ
eorjue|
er1a3[y ‘022010 eIy 1epad se[y -1e snapap avadeUrJ
(oprespioy) ueder ‘(eqeyod
-wey] UO pue)s [[BWS SUO pue ‘spue| sisuau
-ST [LAN3] UISYINOS 9Y) ‘UI[RYNeS) BISSNY eISY Iy urreyxes -1[eyoes saIqy QeadeUlJ
erewajyens) ‘(znioe
-19A ‘sedinewe], A\ ‘eolRUIS ‘IsOj0g
/1opuy s ueg ‘eiqend ‘eoexe() ‘UQary oAsnN
-poom /wod-aseqejep S ‘9N ‘ugoROUDI]N O ‘oosi[er ‘oi1al [owe
-poom-mmm/ /:sdygy -Iony ‘ewr[o) ‘enyenyry) S) ODIXSN eOLIDWY [RIJUSD -£o ‘1y peaioeg eso131[ad saIqy QeadeUlJ
‘oAtsuadxoe
aIow 9q 09 A[OMI[ oIe Iaquuny
1y jo synd Kjeroads yons 1930
10 ‘umesiorrenb ‘res(d> ySnoyy
‘roquuny A91[19N Yons I0J 9jeld
-pow 9q pnoys seolld (HId
-INHH,, [°qe[] Oleus8 aIow ‘poomiyreay
2y} JIepun Pp[OS Ppur HO0] L it woay
-wey pue Iy jo sardads Ioyjo umoq paysmsgury
/1opuy Y3im 19y30803 padnoid Ajuowr ysippe1 o3 -s1p Apres[d
-poom /wod-aseqejep -wod SI pu® IaqUIN| UOT}ONIYS aj1ym  A[rensn 3 ust ety (eru
-poom-mmm/ /:sdyay -uod se pasn SI 1Y S[qON SI  poomjresyq poomdes ored -10j1[eD puU® U021 ‘uoluIyseM) VSN 'OLIDWY 310N Iy S[qOoN eio001d so1qy aeadeUlJ
uredg adoinyg iy ysruedg odesuid se1qy orodRUIJ
roarsuadxo
a1ow aq 03 A[SYI] @I Iaquuny
ay jo sino Ly1erdads yons 19yjlo
10 ‘umesiajrenb ‘resad ySnoyy
‘roquuny A3I[19N Yons I0J 9jelo
-pow 9q pnoys seoud HId
-INHH, [°qe[ Oueusd oailow ‘poomiyresy
a2y} Jepun Pplos pue oo[way gt woy
pue 1y jo sarads I9Yjo yjim umolq paysmsgury
/1opuy 1910801 podnoil Ajuowrwiod ysippe1 03 -sIp Apres[d 1y pea ‘ay
-poom /woo-aseqejep SI pue JIaquN[ UOI}ONIISUOD a91ym  A[rensn 9 Ust ety dryaeaqis ‘g eoyTu
-poom-mmm/ /:sdyyy Se PoOsN SI I pal eIWIOJI[e)) SI  poomjIealy poomdes ored (epeasN pue eruiojie) ‘uo8d10) yVSN eOLIDWY 310N pal erulojire) -Sew saIqy aevadeurJ
Iy urejunojy
Aoy ‘ay wres
-[eq  uIa)sem
(epeaaN ‘uresyeq  93rym
pue yej[) ‘B@UOZIIY ‘ODIXdJ]N MON ‘Opreio ‘ayg uresyeq
-100D ‘SurwoAp\ ‘evURIUOIN ‘Ooyep] ‘eru urejunow Iy
-10J11e) ‘w0801 ‘uojulysep)) SRS 9IyMm Iy uwres
pajrun ‘(eraqry ‘elquIN[o) YsIjLg ‘sall -Teq ‘1y suidye edieo
-09III9], ISOMUJION ‘UONNK) epeur) 'OLIDWY 310N ‘ay  eurdeqng -o1se| seIqy avadeUlJ
soueaeadde odueaead Kyriqe swreu
ERLCREIEYE | Surorad pue ALji[iqe[reay poomiyresty -de poomdeg Aiiqerreae oiydeadoe3 oyroadg -[Ieae jJO juauljuo) uowrwo)) saroadg Apruaeg

129



(uo8e1p pue uojl3uUIYSBA\ ‘Oyep] ‘euej s1[e)
-uoN) VSN ‘(erquniop ysijug) epeur) 'OLIDWY 310N YoIe] UISISOA -uapIdd0 XIIer] aeadeUl]
‘9jeIopowr
°q pInoys sedlld " T-Ads ST8H
-tur oYy yym podweys pue
IaquIn] UOI}ONIJSUOD SB PplOS
pue I se[Sno Yim pexru ‘poomiyresy
Ajyuenbaay SI yYdIer] UISISOM 91} WoIj pejed
‘Iem se guejrodwr A[[erorour ‘umourq -rewop A[Iea[d
-wod aIow yonwr st soroads USIppal e SI pue o3Iym
/1opuy oY} Ppue ‘oeIRWER], PajR[dI o} mo[ek ysimo[ek
-poom /woo aseqejep A[oso[2 oYy uey) I98Ie] yonur uroajy so8uel ST poom (uo8e1( pue uolSuUIYSEA\ ‘Oyep] ‘euey s1re)
-poom-mmm/ /:sdyyy MOIZ  S991) UDIeT UWIDGSIAN poomjres -des  moxrepN -uoJN) VSN ‘(erquniop ysijuig) epeue) ©OLIDWY (310N YoIerT UID)SOAN -UapIdd0 XIIer] avadeUlJ
(ourey pue sarysdwre] MON ‘JUOULIDA
‘syjesnyoesse]y ‘pue[s] apoyy ‘InoIjoau
-uo)) ‘{I0X MoN ‘Aosior moN ‘puejlIieIN
‘“eturdarp  9sep  ‘etueajdsuueg ‘oY
‘“euelpu] ‘SIOUI[[] ‘UISUOOISIAA ‘URSIYIIIN
‘esjosouully ‘eysely )vVSn ‘(uorenbry
‘umourq ‘poomireay pue oimIg  ‘3g) oouer] ‘(puepunojy
*9jeIapOW oq ysiSueio a2y} woly pajed -MON ‘eIj0dg BAON  ‘OIMSuUNIg MaON
07 sootad qoodxy  A[[erorewt wnipaw e -Tewap A[I1es[d ‘puersy prempy 2ourI g ‘oaq9nd) yorer] ure
/1opuy -wod a[qe[leae WOP[as AIdA ST oy mo[pek SI pue 93Iym ‘orrejuQ ‘eqogTuRIN ‘uemaydleseg -ijser]  ‘yorer
-poom /woo aseqejep poom pue ‘[[ewrs AI9A ST ol woIy soSuer A11eau s1 poom ‘eyIaqly  ‘erqunio) ysijlIg  ‘Sar1oy eo1 uedII WY
-poom mmm/ /:sdyyy -ewre], jo uorjonpoid requnry poomiresr] -des MOITRN -1I19],  }SOMYJION ‘uoynx) epeue) -rewy YyjioN ‘edoinyg ‘oerewre], RUIDIR] XLIRr] orodRUIJ
*(s)a8uea 1eso] ‘poomiaesy
ST UIY)IM 9)RISPOW 9 P[NOYS ‘umourq a2y} wo1y pajed
S9OIIJ ‘I9quIN] UOI}ONIJSUOD USIppal e -rewop A[Iea[d (stdetogder
/1opuy 103 edoany pue ueder yjoq ur [e1 Mmo[[ehk ST pue o3Iym Nl ‘uks)
-poom /woo aseqejep pojsoarey s1 pue suoryejue[d uroajy so8uel A[1eau ST poom odoiny pue ueder yore] rrojduwraey
-poom mmm / /:sdyyy uo umoiS st yoaer] osoueder poomires] -des MmorreN ur suorjejue[d uo umoiS ospe ‘ueder RISY osoueder xrrer oredRUL]
©aI103]
pue ‘(joSuoly IoN ‘ulif ‘SueifSuo[oH)
'UIYD FN ‘eNOSUON EN ‘(efreyowes
Jo Ao[[eA Iauul oyj ‘ul[eyxes ‘eriaqlg yoaey
5 Ul sanodo Kjarrea [eotdAy ayy) eissny RISY uernyeq nuiews Xrrerp oradRUI]
eIURWIOY pUe ‘OuUIRIN() ‘pPUR[OJ ‘BIyeA yoIer] UOW
-o1g ‘orqndey uyoez) ‘elIysny ‘Auew -woy  ‘yorer]
-105) § ‘ATel] N ‘pur[ioziimg ‘eouwig HS adoinyg ueadoiny eNproop Xurer orodRUIJ
‘poomiyresy
‘umourq ysip oY} woly pajed
‘o8uel [€D0] ST U IIM -pe1  wnrpaw -rewap A[Iea[d
/1opuy 9jeIopow oq Pp[noys sootxd e 03 mofek SI pue o3Iym eIURUWIOY pUR ‘OuUlRIN() ‘pPUR[OJ ‘BIyeA yoIer] uowW
-poom /woo aseqejep froquuny UOT1)ONIISUOD 103 wouay so8uel A[1eau ST poom -o1g ‘orqndey yoez) ‘elIysny ‘Auvwr -wo)  ‘yorer]
-poom mmm/ /:sdyyy pojsaarey st yorer] uradoinyg poomiresr] -des MOITRN -195) § ‘ATel] N ‘PuR[IezZ}ImMG ‘eouri] HS adoiny ueadoiny eNPIOSP X1 orodRUIJ
‘roquin| pajrodur
ue I0] 9jeRISPOW OIe SIDLIJ
‘I09UDA Sk A[[euolsesdo pue
‘ssjue[q Suruiny pue S}O0[q ‘10702 99Ty M
/1opuy Ia[[ewWS Ul a[qe[lieAar A[uo A[e umolq Yysippal ysimo[eA ored
-poom /woo aseqejep -1oua8 SI uourqga] jJO IBPID 9YS1 03 wreaId e st poom uoueqary
-poom mmm/ /:sdygy ‘a[es 10j uUeas AJUOWMOD 30N ® ST poomjresap -des  moxreN uoueqer] pue BLIAG ‘Aoing, adoinyg jo 1epap eql| snIpap avadeUlJ
soueaeadde odueaead Kyriqe swreu
ERLCREIEYE | Surorad pue ALji[iqe[reay poomiyresty -de poomdeg Aiiqerreae oiydeadoe3 oyroadg -[Ieae jJO juauljuo) uowrwo)) saroadg Apruaeg

130



(091
-XOJN MAN ‘RUOZIIY ‘Ue)[) ‘epeASN ‘eru
-10j11R) ‘u0891() ‘oprIO[0)) ‘SUTWOAA
‘euejuoly ‘oyepl ‘uojSurysepm\) VSN

oonuds I9A[IS
10 ‘oonids urej
-unow ‘oonids

ayym  ‘oonids

Tuuew

‘(erqunjop ysiIg ‘elIaqly) epeue) BOLIDWY [[}I0N uuewpSuUy -[oSus  eed1g ovadRUIJ
(oot oonids IoA[IsS
-XOJN MON ‘rUOZIIY ‘Ue}[) ‘epeAdN ‘eru 10 ‘oonids urej
-10j11RD) ‘u0891() ‘oprIo[0)) ‘SUTWOAA -unow ‘eoonids
‘euejuoly ‘oyep] ‘uojSurysepm\) VSN ayym  ‘oonids igededciond
‘(erqunjop ysIg ‘elI2qly) epeue) BOLIDWY 310N uuewpSuUy -[oSus  eod1g ovadeUlJ
(oot oonids 1oA
-XOJN MON ‘rUOZIIY ‘Ue}[) ‘epeAdN ‘eru -[1s  10‘eonads
-10j11R) ‘u0891() ‘oprIo[0)) ‘SUTWOAA urejunow‘sonids
‘euejuoly ‘oyep] ‘uojSurysepm\) VSN ay1ym‘oonads Tuueu
‘(erqunjop ysnIIg ‘eIIAQTY) eprUR) BOLIOWY 310N uuewpSuU -[oSus  eod1g ovadRUIJ
3800 300j-pieoq
1od jo swre) ur spoomprer
oIjSOWIOpP [[B }SOW JO 1S0D
oy} poooxe Afisee uwed ('039
‘oonadg uerae[soSnx ‘eonadg
UeWIaY) SB  [ONS  SoWeUu
«pojyeonysiydos,, eiow Iepun
pios  Apyuenbouy) ‘eonadg
AemIoN opeIS-juswINIISul
JO S99[[I UMESI)IBNY) ‘IoAd
-MOT] ‘oreoo] Aq Area [[im
oonids opeIS-UOI}ONIISUOD JO
sopadg  'sejelg pejun oYy QUTRIN[) PU®R ‘PUR[IIZIIMS ‘USD
Jo seale 3seod OyRJ pue ‘pox -oMgG ‘BTUOAO[S ‘BINBAO[S ‘RIQIDG ‘RISSNY
‘surejunojy £300Y ‘iseayriou I10/pue  mo[eh ‘eruewio}] ‘pur[od ‘AemIoN ‘0189UL)UOIN
oy} ur pejueid ueeq os[e Jo july ' ypm ‘“eruopoeoe]y  ‘eruentyli] ‘erajer] ‘Arely eonadg
sey 11 ‘edoiny o071 oaneuU SI ‘orrym  Auwreard ‘AreSuny ‘eo001y) ‘Aurwiier) ‘eduriq urwWIon)
/1opuy oonidg AemioN YSnoyly © AqreordLy ‘puerurg ‘eruojsy  ‘orqndey Yooz ‘oonadg  uead
-poom /woo-aseqejep ‘puy o3 Aseo pur deoyo sI ST oonidg ‘erpeor) ‘eue3ng  ‘eUlA0SezZIOY %P -oanyg ‘eonadg
-poom mmm / /:sdyyy oonids opeid3 uUOI}ONIJSUOD) KemIoN elUsOg  ‘snaeleg  ‘engsny  ‘erurqly adoinyg AKemIoN so1qe ®aOIJ orodRUIJ
duren|[) PU® ‘pPUR[IDZIIMG ‘UOP
-oMgG ‘eIUSAO[S ‘BINRAO[S ‘RIQIDG ‘RISSNY
‘eruewioy ‘pue[od ‘AemIoN ‘0139ULjUOIN
‘etuopade]yN ‘eruenyll] ‘erajer] ‘A[ely
‘AreSuny ‘eoea1r) ‘Aurwiier) ‘eduriq
‘pueur ‘eruogysy ‘orqndey yYoez) oonads
‘eryeor) ‘erredng  ‘eurro3eziol 2§ ueadoiny 10
rIUsOg  ‘snae[eg  ‘elysny  ‘erueqly adoanyg oonads KemioN sa1qe ®a0lJ orvedRUI]
soueaeadde odueaead Kyriqe swreu
ERLCREIEYE | Surorad pue ALji[iqe[reay poomiyresty -de poomdeg KAyriqereae orydeaSo0e3 oyroedg -[Teae jJO juauUIjUOD) uowrwo)) saroadg Apruaeg

131



/1opuy
-poom /woo aseqejep

*sooard
umesrojrenb  resd Surinb
-o1 ‘spieoqpunos oueld 10}
pesn A[[euorseddo st oonidg
SMYM
ued—SJoUy Woday wmhw‘mwumMQ

‘oatsuadxe arow oq

1es[d umesiojienb ‘Iesemol]
‘puy o3 Ases pue deeyd sI

*mof[ek
JO july ' yjrm
‘o1ym  Aurearo
' A[eotdAy st

(ourey ‘errysduwrel] maN ‘JUOTIDA
l10x  mMaON
“ejosouul]y ‘elode(] YInog ‘Surwrolpn
‘euequolN  ‘eysely) VySN ‘(uoenbrpy
pue oirld 1g) ooueiq ‘(pue[punoj
-MON ‘BIJODS RBAON ‘MoImMsunig MmaN

‘ueSTYDIIA ‘UTSUODST AN

‘pue[sy plempy 2ouIIJ ‘oaqondy
‘orrejuQ ‘eqojTuRIN ‘uemardleyseg
‘ejreqly  ‘elquuniop) ysiuig  ‘serioj

eor

-poom mmm / /:sdygy oonids oepeIS uoIONIJSUOD oonadg o3Iy S8, 9S9A\ UJION ‘uoNng) epeur) -rewy yjioN ‘edoinyg oonidg o3Iy eone[d eadrd oredRUL]
(ourey ‘oxrysduwre]y maN ‘JUOULIDA
S[10x  MON ‘ueSTYDII ‘UTSUODSTAA
‘ejosouurly ‘ejoqe( YInog ‘SUTOApN
‘euejuoly  ‘esely) VSN ‘(uorenbiy
pue oimIJ  ‘3g) oouer] ‘(pue[punojy
-MON  ‘eI}00G BAON ‘Molmsunig MmoN
‘puersy prempy soutld ‘oaqeond)
‘orreju() ‘eqogrue ‘uemaydlexses
‘elIaqly  ‘erqunio) ysijlIg  ‘sarioy eor
-11I9], 1S9A\ UIION ‘uoyngx) wepeur) -rowry tjoN ‘odoingy oonads 931y A\ eone[s eadrd ovadeUIJ
(surey ‘oxrysduwre] MaN ‘JUOULIDA
‘10X MmN ‘ueSIYDIIN ‘UISUODSI AN
‘ejosouul]y ‘eloMR( YInog ‘Surwrolpn
‘euejuoly  ‘eysely) VysSn ‘(uoanbrpny
pue oim1J  "3g) ooueif ‘(pue[punoj
-MON ‘BIJ0DG BAON ‘MoImsunig MmaN
‘puelsy prempy sourrg ‘oaqond
‘orreiu ‘eqojruRIN ‘uemoaroleseg
‘ejreqly  ‘erqunjo)) Usijlg  ‘serio} ©o1
-LLI9, 9S9A\ UIION ‘uodngx) epeur)) -rowry tjroN ‘odoingy sonuads 231y A\ eone[s eadrd oeadeurq
(oor1 2onuads IoA[IS
-XOJN MON ‘BUOZIIY ‘Ue}[) ‘@peAdN ‘eru 10 ‘eonads urejy
-10j11e) ‘u0891() ‘opeIo[0)) ‘SuTOAp\ -unow ‘eonids
‘euejuoly ‘oyep] ‘uojSurysep\) VSN oyym  ‘eonads uuew
‘(erqunjop ysnIg ‘elraqry) epeue) eOLIDWY [[JI0N uuewpSus -[eSus  eod1g oeadeurq
(oot oonuads IoA[IS
-XOJN MON ‘BUOZIIY ‘Ue}[) ‘@peAdN ‘eru 10 ‘eonads urejy
-10j11e¢) ‘u0891() ‘opeIo[0)) ‘SUTOAp\ -unowr ‘eonads
‘euejuoly ‘oyep] ‘uojSurysep\) VSN oyym  ‘eonads uuew
‘(erqunjop ysnIg ‘elIaqry) epeue) eOLIDWY 310N uuewpSug -[eSus  eod1g oeadeurq
3800 j00j-paeoq 1ad jo
SUII9) UT SPOOMPIRY DI}SOUWOP
[[e 3SoW JO 3S0D o) PIIIXd
A[iseo ued 9onadg uurwpSuy
opeIS-jusWINIJSUI  JO SIB[[Iq pa1 jo juIy
umesrajrent) -aatsuadxoe [euorsedd0 ue
2I0W 9¢ UBO—SJOUN WOIJ qm ‘10100 (oot
901j—so001d  IBO[D UMESIO) 23Iym  jsowr[e -XOJN MON ‘BUOZIIY ‘Ue}[() ‘BpRAON ‘Bru
/1opuy -renb 10/pue ymois pro ‘1o 09 weald e A[[e -10j11R) ‘uo8el1() ‘opeio[o)) ‘SUTWOAA
-poom /woo aseqejep -moH ‘puy o3 Ases pue deeyo -nsn st 9onidg ‘euejuo]y ‘oyep] ‘uojldurysep)) VSN oonadg Tuuew
-poom mmm/ /:sdygy st 2onids 9perI3 UOIONIISUOD) uuewpIuG ‘(erqunopy ysnIg ‘elIaqly) epeue) 'OLIDWY 310N uurwpIus -[oSus  eedld avadeUlJ
soueaeadde odueaead Kyriqe swreu
ERLCREIEYE | Surorad pue ALji[iqe[reay poomiyresty -de poomdeg Aiiqerreae oiydeadoe3 oyroadg -[Ieae jJO juauljuo) uowrwo)) saroadg Apruaeg

132



(ourey pue axrysdwrel MON ‘JUOULIDA
‘spjosnyoesse]N ‘pPuR[S] POy} ‘INdI}0ouU
-uop) ‘Aesiop MaN ‘NIOX MON ‘BIUBA[AS
-uusg ‘ueSIYDIJA ‘UISUOISIAN “BIOSOUUIIN
‘esely) vsSn ‘(uopnbiy pue oumdig
‘1g) oouely ‘(seouraoid [[e) epeur)

ol
-rowry tyjroN ‘odoingy

oonuads yoelg

eurLIEW €91

orodRUI]

(ourey pue aarysdwrel MoN ‘JUOUIDA
‘spjesnyoesse]N ‘puR[S] POy} ‘INdIj0ouU
-uo)) ‘Aosiof MoN ‘IOK MON ‘elueA[ds
-uusd ‘ueSIYDIJA ‘UISUOISIAN ‘“BIOSOUUIIN
‘esely) vsn ‘(uonbi pue ool
‘1g) oouelg ‘(seouraoid [[e) epeur)

eo1
-rowy yjrioN ‘edoinyg

oonuads yoerg

eURLIRW BIDTJ

Qevadeurq

(ourey pue aarysdwel MaN ‘JUOULIDA
‘spjesnyoesse]yN ‘puR[S] POy} ‘INdIj0au
-uo)) ‘Aosiof MoN ‘MI0K MON ‘erues[ds
-uusd ‘ueSIYDIJA ‘UISUOISIAN “BIOSOUUIIN
‘esely) vsn ‘(uopenbrpy pue ool
‘1g) ooueig ‘(seouraoid [[e) epeue)

eo1
-rowy YyjrioN ‘edoinyg

oonads oerg

eURLIRW BIDTJ

avadeUrJ

/1opuy
-poom /wod-aseqejep
-poom-mmm/ /:sdyay

‘3800 j00j-pieoq tod
JO sSuL19} Ul SPOOMPIRY DI3SaUL
-OP [[® }SOW JO 3SOD 93} PIIIXd
A11seo ued sonidg oe[qg opelsd
-JUSWINISUT JO SIO[[I UMBSID)
-Ient)

ued—SjouUy WOy 991j—sadard

‘oarsuadxe olowr oq

1es[d umesiojienb ‘1esemol
‘puy 03 Ases pue desayo ST
oonids opeiS uOIONIISUOD

*moq[ek
JO julyg ' yjrm
‘oqrym Awreard
© AqresrdAy st
oonidg  oerg

(ourey pue oarysdwe]] MON ‘JUOULIDA
‘spjosnyoesse]N ‘puR[S] opoyYy ‘INdI}0ou
-uop) ‘Aesrop MmaN ‘NIOXK MON ‘RIUBA[AS
-uuoJ ‘ueSIYDIJN ‘UISUOISIAA ‘BIOSOUUIIN

‘esely) VSN ‘(uonbiy pue oiierd
11g) oeoueriy ‘(seoutaoad [[e) epeue)

eo1
-rewy yjioN ‘edoinyg

sonadg oerg

reuURLIRW BT

orodRUI]

(ourey pue aarysdwrel MON ‘JUOULIDA
‘spjosnyoesse]N ‘puR[S] POy} ‘INdI}0ouU
-uop) ‘Aesiop MaN ‘NIOX MON ‘BIUBA[AS
-uusg ‘ueSIYDIJA ‘UISUOISIAN “BIOSOUUIIN
‘esely) VSN ‘(uopnbiy pue eimdig
‘1g) oouelg ‘(seouraoid [[e) epeur)

et
-rowry tjroN ‘odoingy

oonuads yoerg

eURLIRW BIDTJ

oeadeurq

$0=2T1301dSTR0SL16C
=ptuoxej;xdse
*sTTe3}9QISpPUTIIURTd
/xeputjiueTd/S1o0
[pIe8Te0TUR]0qTINOSSTW
‘nmn//:sdagy

rum ‘uejnig

ersy

92onids Suemnr

sisue8

“uen{I]  ®adld

Qeadeurq

(oureN ‘errysduwrel] maN ‘JUOTLIDA
S[I0X  MON ‘ueSTYDIIN
“ejosouul]y ‘eloe(] YInog ‘Surwrolpn
‘euequolN  ‘eysely) VySN ‘(uoenbrpny
'1g) ooueiq ‘(pue[punoj
-MON ‘BIJOOS BAON ‘MoImsunig MmoN
‘pue[s]  prempy EEEELT]
‘orreiu) ‘eqojTuRIN ‘uemaroreyseg
‘eproqry  ‘elqun[op  Ysiag
S8, 9S9A\ UJION ‘uodNngx) epeur)

‘UISUODST AN

pue oxrarg

20Ut g

‘sa1109

eor
-rewy yjioN ‘edoiny

oonads 93IYAN

eone[8 esdrd

orvodRUI]

sousaasjay

Surdrad pue L[iqereay

soueaeadde
poomiyiesry

ooueaead
-de poomdeg

Aiiqerreae oiydeadoe3 oyroadg

Aynqe
-[feae jJOo juauIjuO)

awreu
uowrwoD)

saroadg

Aprurey

133


https://www.missouribotanicalgarden.org/PlantFinder/PlantFinderDetails.aspx?taxonid=291750&isprofile=0&
https://www.missouribotanicalgarden.org/PlantFinder/PlantFinderDetails.aspx?taxonid=291750&isprofile=0&
https://www.missouribotanicalgarden.org/PlantFinder/PlantFinderDetails.aspx?taxonid=291750&isprofile=0&
https://www.missouribotanicalgarden.org/PlantFinder/PlantFinderDetails.aspx?taxonid=291750&isprofile=0&
https://www.missouribotanicalgarden.org/PlantFinder/PlantFinderDetails.aspx?taxonid=291750&isprofile=0&
https://www.missouribotanicalgarden.org/PlantFinder/PlantFinderDetails.aspx?taxonid=291750&isprofile=0&

(ourey pue ‘errgsdwel] moN
‘10X MmaN
‘stourq  ‘ueSIYIIN

‘QUOTLIDA ‘erueA[AsuuD J
‘euerpuy
SSIM - ‘ejoseuuly) VSN ‘(B1300§ eaoN

pue spmsunig MON ‘PUR[S] PIeMpH

‘ursuod

soulld ‘O9qonyd) ‘oueju ‘vqOjIURIN
‘uemoroleyseg ‘erraqly ‘erquniop) ruURISYUR]
[SI31Ig ‘SOII0}IIIST, 1S9O\ IION ) epeur)) eOLIDWY [[JI0N autd soer snurg Qevadeurq
‘oo11d gsepowt e 10§
Iaquin] UOI}ONIJSUOD S d[qe
-[reae A[opim aq pnoys aurd
Soe[ ‘wiog siyy Ul ' AdS, Uor
-elAdIqqe oY) Yym podurels (ourey pue ‘orrgsdwel] moN
s1 pue 1y pue ‘ourd ‘eonids ‘QuowmtIa  ‘NIOX  MON  ‘RIURA[ASUUDJ
Jo somwads snorrea Jo s9SIS ‘euerpu] ‘stour[[] ‘ueSIYDIJN ‘UISUOD
-uod Surdnoi§ uowWwWoOd dUO -SIA\ ‘ejOoseuUUIlN) VSN ‘(13008 ®AON
{sdnoir8 oepeiS Iaqun| snor pue ommsunig mMmaN ‘pue[S] plempy
/1opuy -IeA Jepun soroeds poomjyjos umouiq ooulrd ‘oeqond ‘oureju ‘vqojIURIA
-poom /wod-aseqejep I9Y30 YjIm PpoxIiw ST |ulg ysidueio St ‘uemaydjeyses ‘ey19qry ‘erquniop ruURISYURQ
-poom- mmm/ /:sdygy Jdoel ‘IaquIN] S P[OS USDYAA poomjreary [SII1Ig ‘SOII0}LIIST, 1S9\ IION) epeur)) eOLIDWY 310N aurJ oer snurg oevadeur g
osutd Surdesar)
pue ‘ourd
qniog ‘ourd
g ‘ourd
9T A\ ‘ourd simed
epeue) pue SN eOLIDWY [[JI0N qIRqOITY A\ -1qre snurg aevadeurJ
13800 300j-paIeOq
1ad jo sure) ul spoompley
OIjSOWIOP [[B 3SOW  JO 3SOD ‘seouR)SUL
oy} poooxe A[Ises ued aonidg swos ur any
eq)Ig opeIS-juewnIjsur  jo pax ysoyurd
s19[[1q umesrojreny) -oarsuad arIqus ' IqIy
-X9 9I0W 9 UBD—SJOUY WOIJ -Xo os[e ued
oa1j—sooard  IeS[D  UMESId) poomjreay ‘poomiyresy
/1epuy -1enb 10/pue y3moig p[o ‘1oas {morrek o3 woaj pojed
-poom /wod-aseqejep -MOH ‘puy o3 Ases pue deayd 291y M /Treard -rewap A[Iea[d sIs
-poom- mmm/ /:sdygy s1 oonids opeIS UOIONIISUOD) woiy  seSuey jou poomdeg 1SBOD UID)SOMI[}ION eOLIDWY 310N oonidg B}Ig -uatD}Is 'AdIJ oeadeurq
11800 j00J-paeoq 1od jo surIay
Ul spoompdIey oljsewiop [[®
1SOW JO 30D 91} PaOXa A[Ises
ueo oonidg  (yoepuUOIPY) (o9ssouus]y, pue
peoy  epeIS-juswinIjsul  jo eurjore)) YrIoN ‘“erurSIrp 3Sopn ‘erurSarp
s79[[1q umesialrend) -oarsuad ‘pax ‘puelhre]y ‘Aosior moN ‘erueajlsuusg
-X9 9IoW [ONW dIe—Sj0UN Io/pue  mof[ek S]I0X MON ‘INDI109UUO0Y) ‘S1)OSNYDIBSSBIN
woay 901j—sooa1d 1ea[d Jo juiy e yjm ‘quomtiop ‘earysduwrey maN ‘OurejN) vSn
/1opuy umesiajrenb ‘I9AOMOI] ‘oqrym Awreard ‘(uorenbrN pue aarorg "4g) eoury] ‘(ery oonadg
-poom /woo aseqejep ‘puy o3 Ases pue deeyd sI ' A[reotd4y st -00G BAON “MoImsundg maN ‘pue[s] piem ®o1 oepPUOIIPY
-poom mmm/ /:sdygy oonids opeiS uOIONIJSUOD oonadg Py -pH edoullg ‘O9qeony) ‘oureju() epeur) -rewy yjioN ‘edoiny ‘oonadg pey suaqni eadlq oredRUL]
soueaeadde odueaead Kyriqe swreu
ERLCREIEYE | Surorad pue ALji[iqe[reay poomiyresty -de poomdeg KAyriqereae orydeaSo0e3 oyroedg -[Teae jJO juauUIjUOD) uowrwo)) saroadg Apruaeg

134



autd
ejI09u0)) ‘ourd
pojsimy, ‘eurd

©o1 a1oyg ‘ourd
ODIXaIl ‘epeuRD M ‘VSN M -lowy [RIjUSD ‘YIION sjode3por] ©}103U0D snulg aeadeUlJ
aurd aioyg
®o1 pue surd
ODIXOJA\ ‘epeu®e) M ‘VSN M -IPwWy [RIIUL)) ‘YIION ajodegpor] ©}109U0D snulJ orodRUI]
*oo11d gsepowr ® I0J Iaquun|
UOTIONIISUOD & SB O[qe[leAr
APprm st ydrgm  ‘ourd  mog
-[oX UILaYINog se saroads 1Yo
Ym  A[qesdueydiajul poxIua
pu® plos SI 3] ‘SqNIYS IS[[RWS
/1opuy Bureq suswioads jsowr Yim 31y M
-poom /wod-aseqejep ‘IoquIn| JI0J PoISAAIRY QIR umolIq ysippai ystmo[ek St
-poom mmm//:sdygy 901} 1081R] A[UO A[[RISUSL) SI  poomjIeapy poomdes opim (eprio[ pue erweqely) VSN eOLIDWY [[JI0N aurJ puesg esne[d snurg aevadeurq
auteIy) ‘puef autd
-19791MG ‘elURWOY ‘puriod ‘ATel] ‘Auew e[[ore 1o ourd
-1on) ‘eouriq ‘orqndey Yooz ‘elI)SNy odoangy auo9ls ssImMg eIqUEd sSnUld oredRUI]
-ootad
jsepowr ® J10J oSurI SAIYRU
ST jnoysnoays a[qerreae ‘poomiyreay engelediN {I0pea
aq Pp[noys aulg ueaqqrIe) gt woy -es 1" ‘erqeg ®[ op SB[S[ ‘[oUl seInp
‘opimpriom  suorjejue[d uo jour}sip sI -uoy ‘ozi[og ‘elewajens) N ‘(0oy euel
/1opuy umoi8  APpmm S ydIygm pue rym -umg) g) OOIXOIN ‘(pnjueAnf e op e[ST
-poom /woo-aseqejep sorads [eIDIoWWOD juejrod umoIq ysippad ystmo[ek pue ory [op Ieurd) evqn) A\ ‘(spue[sT aurg
-poom-mmm/ /:sdyyy -wr ue s1 ouUlJ UeaqqlIe)) SI  poomjIealy St poomdes SOOIR)-SYINT, PUR Sewryeg) UedIqqlIe)) eOLIDWY [RIJUD)) ueaqqurie)) eoRvqLIRD SNUIJ avadeUlJ
engerediN ‘{1opea
-es 1A ‘erqeg ®[ op SB[S[ ‘[oUl seInp
-uUoj ‘ozi[og ‘e[ewejens) N ‘(ooy euel
-umg) g) OoOIXOIN ‘(pnjueAnf ey 9p e[ST
pue ory [9p reuld) equd M ‘(spue[sy ourd
SOOIR)-SYINT, PUR Sewryed) Ueaqqlie)) eOLIOWY [RIJUD)D) ueaqqrie)) BoRQILIBD SNUIJ ovadeUIJ
(ourey pue ‘exrysdwel moN
‘Quomtiap ‘N IOX  MON  ‘erueAjlsuusg
‘euerpu] ‘stoul[[] ‘ueSIYDIN ‘UISUOD
-SI\ ‘ejoseuUIN) VSN ‘(BI1300S BAON
pue oIMSUNIg MON ‘PUR[S] PIeMPH
90Ul ‘ooqend) ‘oureju( ‘vqOjURIN
‘uemoaroledseg ‘erraqry ‘erqunio)) ruURISUR]
YSIILIg ‘SOII0JLIIST, 1SOA\ IION) epeur)) 'OLIDWY 310N suid oer snurg avadeUlJ
soueaeadde odueaead Kyriqe swreu
ERLCREIEYE | Surorad pue ALji[iqe[reay poomiyresty -de poomdeg Aiiqerreae oiydeadoe3 oyroadg -[Ieae jJO juauljuo) uowrwo)) saroadg Apruaeg

135



(enyenyiyp) odrxo
‘(sexaJ, s009J-suRI} ‘RWOYR[N( UIIISOM
sweIlxXe  ‘SUIWOAA\ UISYINOS ‘BPRASIN
ure)ses swel)xs ul suolje[ndod isrjano

uourd
Ardurrs 10
‘ourd  uoAurd
‘uourd oposu

[[ewIs yiim ‘OdIXaJy MaN pue ‘opelojo)) eo1 -omy  ‘uokurd
‘qeln ‘euoziry ur peaidsepim) YSN -Iowy [eIjUL)) ‘YIION opelo[o)) sImpa snul g avadeUrJ
‘o8uel [eInjeU
s,0013 oy} uIyjm sjoafoad
1s1hqqory/£jeroads 03 pajruwi| (enyenyry)) ooIxXaN
aq 03 A[_YI] ST AjI[Iqe[reAy ‘(sexaJ, soo9J-suri) ‘eWOYR[( UINISOM
‘A[[eoIPWIWOd  I9qun]  I0j QwWaIIXo ‘SUIIOAA\ UILYINOS ‘BPRADN uofurg opeio
/1opuy pojsaarey j uare sourq umoq urogses sweIjxa ul suorpendod 1a1p9no -[op  ‘uofurg
-poom /woo aseqejep uofurd ‘syunij jI0ys pue YsImoreAk e [TewIs yiim ‘odIXaJy MaN pue ‘opelojo)D eor o[poau-om],
-poom-mmm/ /:sdyyy 9zIS [[ewWS 1191} JO osnedayg ST poomjiea ‘yejn ‘euoziry ur peaidsepim) VSN -IPwWy [RI3UL)) ‘YIION ‘ourd uokurd sInpe snurq oredRUI]
(sexa], pue vwoy
e ‘euersmor] ‘iddississijy ‘euweqe
-V ‘eplio[g ‘eiSioer) ‘ruljoie)) [Yinog
‘eurjore)) YION ‘eruidirp ‘ereme[oq
/1epuy *o011d gsopowx oIy M ‘puelhlIe]y ‘eIUISIIA ISOA\ ‘@9ssouu9a],
-poom /wod-aseqejep ® 10J IaquIN| UOI}ONIJSUOD SB umoliq ysippal ysimo[eh ‘A3]onjuely] ‘LINOSSI|N ‘sesueqly ‘siout[[]
-poom-mmm/ /:sdygy a[qe[reae® A[epim aq Pp[noyg SI  poomjresyq SI poomdes ‘oryQ ‘erueajdsuusd ‘NI0xX MdBN) VSN 'OLIDWY 310N aulg jes[3roys ©)RUIYDS SNUIJ oeadRUlJ
aurd
ejI09u0)) ‘ourd
pojsimy, ‘eurd
'o1 a1oyg ‘ourd
ODIXaIN ‘epeuRD M ‘VSN M -lowy [RIJULD) ‘YIION ajode3porT ©}103U0D snulg ovadRUlJ
aurd
elI09u0)) ‘ourd
pojsimy, ‘eurd
®o1 a1oyg ‘ourd
ODIXaINl ‘epeuRD M ‘VSN M -lowy [RI3ULD) ‘YIION ajode3por] ©}103U0D snulg aeadeUlJ
aurd
ejlI09u0)) ‘ourd
pojsimy, ‘eurd
©o1 a1oyg ‘ourd
ODIXaIN ‘epeuRD M ‘VSN M -lowy [RIJUSD ‘YIION ajode3por] ©}103U0D snulg ovadeUlJ
aurd
ejlI09u0)) ‘ourd
pojsimy, ‘eurd
®o1 a1oyg ‘ourd
O0DIXaIN ‘epeuRD M ‘VSN M -lowy [RIJULD ‘YIION ajode3porg ©}103U0D snulg aeadeUlJ
« AdS»
uorjeraaiqqe dnoid a1y Iepun
pios pue 1y pue ‘euld ‘eonids
Jo soroads snorrea Yjm poxiwt
os[e st 3] . dT1/dd, duresys ayy
I9puUN IaqUIN| UOI}ONIJSUOD S©
191919809 pJOS pue aulJ BSOIOP
-uod Ujm paxIiw sI aulg o[od
-o3por] owog -ootad  9so umoliq
/1opuy -pow ® JI0j JI9quWIN| UWOT} USIMOo[[e4 /ysip 21y Mm aurg
-poom /woo aseqejep -ONIISUOD Se d[qe[leae A[oPIm -pax  JySi st ysimo[eh eo1 a1oyg ‘ourg
-poom mmm/ /:sdygy aq pInoys oaurg o[ode3por poomjres St poomdes O0DIXaIN ‘epeuRD M ‘VSN M -lowy [RIJU9D) ‘YIION ajodea3por] ©}103U0D snulg avadeUlJ
soueaeadde odueaead Kyriqe swreu
ERLCREIEYE | Surorad pue ALji[iqe[reay poomiyresty -de poomdeg Aiiqerreae oiydeadoe3 oyroadg -[Ieae jJO juauljuo) uowrwo)) saroadg Apruaeg

136



(znioeiop pue
‘ereoxel, ‘sedinewr], ‘e[qond ‘edexe()
‘uQor] oaenN ‘SO[9IOJA ‘UBDROUDIJN ‘OO
-X9IN ‘oosifer ‘OoS[eply ‘olorreny) ‘ofuel
N ‘Terepay 0313sI ‘ewi[oD ‘e[myro)n
‘engenyiy) ‘sedery) Jo so9jels) OIIXSN
‘(ereqreg wejueg OIId)) UO) SRINPUOH
‘(ugdeoruojo, pue ‘g[o[Og ‘SOdIRIN UeS
‘zonboadejeoeg ‘oSurusjezeonl) ‘ourusy

-onyeny ‘erewajens) ‘Quomg) [{ ‘o3uru 113omarey
-ojewWIY) jJO sjuawjredsp) e[RUWL)RND) BOLIDWY [BIJUDD) auid s ,Somjre snurg avadRUlJ
LYY yinog ‘(eruioge)) vsn ‘(uredg
pue ‘eoueig ‘@l[RIN ‘ATel] ‘B1jROI) ‘eul
-AOS0ZI9]] 7y ®lusOog ‘0I8ou9juolyN ‘eru
-eqly ‘e0001r) ‘Aexin]y, ‘uourqer] ‘elikg uai1o
‘uepiof ‘[ewis] ‘eAqry ‘erstuny, ‘eried BOLIOWY YIION s weresniaf SIS
-V ‘ODD0IOIN) ®ISY A\ ‘UBSUBDIISIIPIIN ‘odoany ‘eisy ‘edolyy ‘outd  oddery -uadafey snulg oradRUI]
-9o1ad 9jeIOpPOW ®© I10]
2UIJ MOJ[9X UIDYINOG Se plOS
SOWIT}oWOS ST poOMm 9YJ, "UOI}
-onpoxd poomA[d pue spesu
Iaquin] [e0O0[ 03} PoOLIFSaI
A[[eI2Ua3 910W ST UOIINLIFSIP
s91 9ouay ‘Surdnoid ourd mof
/1opuy -[oX uwIdyInog oYy ur soroads 99Ty M
-poom /woo-aseqejep I9yjo g3sowr ueyy Ajsuep umoIq ysippadx ystmo[rek (euersmory 23 1ddississIy ‘euweqe[y
-poom mmm/ /:sdyyy Iomo] ® sey oulg oonadg ST pooMmj}IedF] ST poomdes ‘eprio[ ‘erdioen) ‘euroie) yinos) ySn ©OLIOWY YIION aurg eonidg el1qe[s snurg orodRUIJ
(erusogiren
S ‘RUOZIIY N‘OOIXdJN MON N 03 BpeAdN
pue yel) ‘opeio[o)) ‘Surwolpy ‘exseiq aurJ
-oN ‘ejode( Yinog ‘ejoxe( YIoN ‘euey 9T M urey
-uoN ‘oyepl ‘uo8ai10) vsn ‘(ereqry -unojy Aooy
MS pue riqun[o) ysnlg HS) epeue) BOLIDWY 310N ‘ourg IaquuIry SI[IXoy snurd ovadRUIJ
‘soroads
a[qenyea A[[eroIdwWwIod dIour
‘19790 Yi1m Suofe A[[ejuspIlour a8e
POISOAIRY SOWI}OWIOS SI 9919 qpm uodIep (eruzojre)
oY, "I9quin] 9uUlJ IaquIlT] I0J any ysippai 03 spuaj Io[0D) S ‘RUOZIIY N‘OOIXOJN MON N O3 BpPeAdN
onyeA [RIDIOWIWIOD OU A[[BNIIIA A1IYSI[s ' Yim oYM A[Iesu pue yej) ‘opelo[o) ‘SUIOAN\ ‘exseiq aurd
/1epuy SI @191} ‘w10j y3moad re[ngai SeuwIrjaUos 03 mo[eA ered -oN ‘ejode( Yyjinog ‘ejoqe( YjIoN ‘euej Y M ures
-poom /wod-aseqejep -11 ue y3im pue ‘Surmois-mors ‘umoliq 3y3i| e e sl poom -uoN ‘oyep] ‘uo8ai1Q) ysn ‘(ereqry -unojy A3ooy
-poom mmm/ /:sdygy ‘[[ewrs aIe $9913 9} osnedag SI  poomjIealy -des mourreu MS pue BIqUWN[O) YSIHLIg HS) epeur) eOLIDWY [[JION ‘ourg  Iaquuiry SI[IXoy snurg oeadeurq
/1opuy +oo11d gsepowr )Ty M
-poom /woo aseqejep ® 10J IaquIN| UOI}ONIJSUOD SB umoliq ysippal ysimo[eh eOLIY
-poom mmm/ /:sdygy a[qe[rea® A[epIm oq PpP[noyg SI  poomjresyq St poomdes amqequily ‘edlyy yinog ‘Sn uiejisey ‘eorIOW Y 310N aurd yse[s 13301 snurg avadeUlJ
soueaeadde odueaead Kyriqe swreu
ERLCREIEYE | Surorad pue ALji[iqe[reay poomiyresty -de poomdeg Aiiqerreae oiydeadoe3 oyroadg -[Ieae jJO juauljuo) uowrwo)) saroadg Apruaeg

137



(ursuoosipy pue ‘exrysdurefy
MON ‘elosauul]y ‘ueSIyodIj ‘sjjesnydes
-SeIN) VSN ‘(9eqond) pue  ‘ouejuQ

aurd urejunowr

‘erquinjo) ysIIIg ‘®YIOq[Y) eprue) eor ssTmg 1o
‘odoany ulejseLYINOg puUR  [RIJUD)D) -rewy YjioN ‘edoinyg autd o3nN o8nw snur g orodRUI]
‘poomijos
dSIjsowop ® I10J YSIiy 0} 93vIdD ‘o8e
-pow aq P[nNOYs sad1IJ ‘durd any ysippai qm uodIep
re3ng yym A[qesSueydiajur A19YSI[s ® Yrm 09 spuaj I0[0)) aurg
/1opuy PIOS S9WI}9WOS ST PuR Iaquin| SOUWI}2UOS ‘9yIyMm  A[Ieau (erquniop ysiuag ‘elraqry) 99IYM  Oyepl
-poom /wod-aseqejep UOI3ONIISUOD  10] PajsaAtey ‘umourq ySI| e 03 mo[eL ored epeue) ‘(eruiojie) ‘uo8eI( ‘epessN ‘ourg 9T A ©[00
-poom mmm/ /:sdyay ATopim ST auld 93IYA\ UISGSIAN SI  poomjresyq e st poomdes ‘oyep] ‘euejuoly ‘uojSurysep\) VSN eOLIDWY 310N UIDYSIAN -1juowr  snurd aeadRUl]
(e310N
evruiojie) eleqg) oomxoly (eruiojire) eo1 uoAutd e[Ayd
‘euozily ‘epesasdN ‘Uyein) ‘oyepI) VSN -IPwWy [RIIUL)) ‘YIION Jeer-o[3uIg -ouowr  snuig orodRUI]
-o8e
gim uesIep
09 spuaj 1010
oYM ApIesu
/1opuy ‘Taquuny umoiq 01 mo[[eA ored aurd
-poom /woo aseqejep UOIJONIISUOD SB P[OS pueaUlJ ysippal  y31| St poomdes ®eISaUOpPU] pue RISAR[RIN snyIBN  ‘eurd
-poom- mmm/ /:sdyay 1seUy Yim paxrw Kjjuenbaig SI  poomjresyq pejeoIRWapP ‘sourddiiyg ‘erpoque)) ‘soer ‘wreujlalA RISy ueIjewWng snyIaw snutrg aeadeUl]
‘poomjjos or19
-sowIop ® 10J YS1Y 09 93eIOpOWT
2q pnoys seo11g ‘A[qesSueyd
-199ur sa10ads 19730 [jIM P[OS
st pue ‘dnoi8 oaurg 93IYM any ysippai
oy jo Idquaw ' ST C(eru A1YS1s © yym
/1opuy -10311e) Ul Apre[norjred) ioq SoWI)oWOS *oqIym ApIeau (aagN oap
-poom /woo-aseqejep -wIn| WOTJONIISUOD I0J PIISOA ‘umorq 9ySi| e 01 mojeA ored -9d ueg ®RILIG ‘91I0N eruiojie) eleq) eo1 euer)
-poom mmm / /:sdyyy -Iey A[opim sI oulg Je3ng ST poOM)}IRIF] © s1 poomdeg oorxoN  ‘(erurojiren  ‘uo8910) VSN -IowWy [RIIU)) ‘YIION aurd 1esng -IoquIe] snulg orodRUIJ
‘poomiyresy
2y} wolj pajed
-Tewap A[1es[d sourddiiyg
/1opuy ‘I9quIN| UOIONIIS umoliq g ust pue ‘(quiN Suend) pue ‘Sueg oe) ‘uog Suer] (stremsur
-poom /wod aseqejep -uod> se p[OS pue oulJ UeRI} ysippex  3y31| mo[[ehk ared ‘neyp) 1e) Weuldrp ‘(ueuungk ‘Suezry) aurJ jenduag ‘d ‘uks)
-poom mmm/ /:sdyyy -ewIng Yiym poxiw Ajjuanboig ST poomjIedf] ST poomdes 'UIY)) ‘soer] ‘IewiueAJN ‘puelrey,], ‘erpul RISy ‘ourg 1SRy eA1s9y  snurg orodRUIJ
wd1/dd, dwess
9y} JIopun JIaquIN| UOI}ONIS
-uod se I19YjeS031 plos pue
aurJ ojode3por] yjrm paxrur st
aurJ esorepuog awog ‘ootxd
jsepowr ® JI0J J9qUIN] UOT}
-ONIJSUOD Se d[qe[leae A[opIm
aq pinoys 3] ‘(surg wsotep
-uoJ se pros Adwis axe yjoq)
soads omj) oY) Jo JIaquuny
Y} U9AM)Oq dpeW SI UOIJOUIY}
-STp [RIDISWIOD OU pu® ‘aurd
/1opuy ©SOIOPUOJ JO JRYJ WOJIJ O[qeR )Ty M
-poom /woo aseqejep -ysmsurysipur L[esrwojeue st uMmoIq ysippal YStmo[eh (e310N e1UIONRD ®lReg N) O0OIXdIN eol
-poom mmm/ /:sdygy aurg Asiger jo poom aYfJ, SI  poomjresyq St poomdes ‘(epeasN eruiojife) ‘wo8e10 MS) VSN -lowy [RIJU9D) ‘YIION aurg Asiyger 1kaayal snurg avadeUlJ
soueaeadde odueaead Kyriqe swreu
ERLCREIEYE | Surorad pue ALji[iqe[reay poomiyresty -de poomdeg Aiiqerreae oiydeadoe3 oyroadg -[Ieae jJO juauljuo) uowrwo)) saroadg Apruaeg

138



/1opuy

0011d 3sopouwr ® 10j suoigod
Teordorj-qns  pue  [eordory
ur o[qe[leae aq Pp[noys pue
sosodand uo130NI3SUOD  OISR(
10} umoil s1 ourd e[njed
‘soo11  uorjejue[d  ySnoaym
popuedxa A[yea18 ST yYIIym
uoINqIIISIp [RINJRU  MOIIRU

umolq

o1y M

eOLIJy ynog ayI[ seare [eordoay
ur suoryejuerd ur umois ‘(sederyp pue
'oRXR() ‘ZNIORIOA ‘@[qon g ‘e[eoxe[], ‘so|

-poom /woo aseqejep JRYMOWIOS B SBY oUlJ Be[njed ysoyuid  9y31p ysimo[[eA rored -9I0JN ‘[elIopa,] O031I3SI(J ‘OIIXQIN ‘o3[ep ©OLIJY
-poom mmm/ /:sdyyy ‘fourg ejeIipey oI YONN ST poomjied] ' s1 poomdes -1 ‘orejoreny) ‘sedinewe],) OOJIXSIA ‘“@drIewy Te1jus)) aurd e[njed e[njed snuid orodRUI
/1opuy +oo11d gsepowr 29Iy M (sexoy, pue euersmory ‘rddississIjy
-poom /woo-aseqejep ® 10J I9qUWIN| UOIIONIJSUOD SB umoIq ysippadl ystmo[ek ‘ewreqely ‘epuo[ ‘eiSioen ‘eurjore)) S}
-poom-mmm / /:sdyyy a[qe[rea® A[PpPIM oq Pp[noyg ST  pooOmjIedI] St poomdes yinog ‘eur[oie) YHION ‘RIUISIIA) VSN eOLIDWY [[JI0N aurg jearSuor -snred  snurg ovadeUrJ
‘requury pejroduut
ue 10j 9jeIopowr aq 03 A[SNI]
axe soorrd ‘poom pauolsuawIIp
se o[qerear J -Supjewioded
103 dind poom se I0 spodu [ed
-o] 10j A[[ensn s1 a3esn Iaq
-wnr euld 'yRIpPRY S 9[qe
/1epuy -[fea® A[opim se jou A[urejrod oIy M aurd MO[[PX
-poom /wod-aseqejep st 91 ySnoyy ‘suoryejuerd uo umolq 3y ysimoqek iored engdeledIN M N Pu® Iopea UeDIXIN
-poom-mmm/ /:sdygy umoid A[epim St aurd 93000 SI  poomjresyq e st poomdes -[eS [H ‘SeINpPUOH ‘e[ewajens) ‘OdIXaA eOLIDWY [RIJUSD ‘ourg 23000 ediecoo snurg oeadeUlJ
(uoy8urysepy A[qeqoad pue
‘etueA[dAsuueg ‘OIyQ ‘I0xX MoON ‘Aosiof
MON ‘LINOSSIN ‘ueSIydIjN  ‘sijesnyoes
-SeIN ‘oureIN ‘stoul[[[) VSN ‘[eSnjiod
‘pueleay, MON ‘Urejlrg eI ‘(09q9n()
pue ‘oureju( ‘erqunio)) ysijLrg ‘ejraq
-Iy) epeue) ‘er[eI)SNY ‘ourexy )
‘Aodpan, ‘uredg ‘erusasolg ‘eissny ‘eruewt
-0y ‘0200I0JN ‘OIZoULIUOIN ‘BIUOPOIRIN
‘Areq] ‘eoee1xn) ‘eourlq ‘snidA) ‘eryeoi)
‘erreSing  ‘eulro8ezIol] pue eIUSOG eOLIDWY YIION auld oe[q 10
‘erpsny  ‘erropuy  ‘ene8ly  ‘erueqly ‘odoanyy ‘ereaysny sutd uelIsSNy eidru snurg oreoRUl]
(uoy8urysepy L[qeqoad pue
‘etueA[dAsuusJ ‘oY ‘I0xX MoON ‘Aosiof
MoON ‘1InossijyN  ‘ueSIydIjN  ‘syjesnyoes
-SBIN ‘QUIBRN ‘SIOUI[]) VSN ‘TeSnjyiog
‘pue[eay, MON ‘Ulejllg eI ‘(09q9n()
pue ‘ourejuQ ‘elquniop yspg ‘ejreq
-o8uer -Iy) epeue) ‘erreI)SNY ‘ourexs )
Surmoild [eInjeu ST UIYIM ‘Aodfan, ‘uredg ‘erusasolg ‘eissny ‘eruewt
9jeropouwr aq o3 sootxd jood 231y m -0y ‘0200I0JN ‘OISoUDIUOIN ‘BIUOPOIRIN
/1opuy -xy -poomdind pue Joquny umoaiq Alreau 03 Mmo| ‘Areq] ‘eoo01xr) ‘eourlq ‘snidL) ‘eryeor))
-poom /woo aseqejep UOIJONIISUOD  10] PajsaAley ysippel  9YySI[ oA ored st ‘erreSing  ‘eulao8ezIs}] pue eIUSOG BOLIOWY YIION auid oe[q 10
-poom mmm/ /:sdygy A[uowrrod SI 2uld URLIISNY SI  poomjiesa ] poomdes opim ‘ergsny  ‘erropuy  ‘en1e8ly  ‘erueqly ‘odoanyy ‘errei)sny surd ueLIISNY eIdtu snurg oredRUL]
soueaeadde odueaead Kyriqe swreu
ERLCREIEYE | Surorad pue ALji[iqe[reay poomiyresty -de poomdeg KAyriqereae orydeaSo0e3 oyroedg -[Teae jJO juauUIjUOD) uowrwo)) saroadg Apruaeg

139



*ootxd
1S9poW ® I0J I9qUIN| UOTIONIIS
-uod e se oqe[rear A[PPIMm
SI UDIYm ‘Ourd MO[[eX UIo

(yuotaparg
pojeIdosse pue surejunojy ueryoereddy
oY) ur er8ioer) pue ‘euljoie)) YInog

/1opuy -yynog se soroads I19Yjo Yjim oIy M ‘oossouus], ‘eUI[OIR)) TYWON ‘RIUISIIA
-poom /wod-aseqejep A[qesSueydIajul poxXiwl pue umoiq ysippar YStmo[eh 9sopA\  ‘erulSarp  ‘pue[dre]y ‘oreme[a(] Qurg urejy
-poom- mmm/ /:sdygy PIOS SI auld UIRIUNOIN S[qR], SI  poomjresyq St poomdes ‘Kostof  maN ‘eruea[dsuusg) VSN eOLIDWY 310N -uUnojN  °[qel, suagund snurg avadeUl]
autd-mof[ek
WIDYSIAN 1o
‘ourd soel
(erouog pue eruiojie)) eleq) 0dIXaIN -oerg ‘ourd
{(erurojife)) ‘sexsJ, sOd9J-suriy ‘ejoe( 'o1 g ‘ourd ©’solop
y1I0oN) SN ‘(erqunioy ysinug) epeur) -lowy [RIjUSD) ‘YIION esorapuodg -uod snurg QeadeUlJ
autd-mof[ek
WIDYSIAN 1o
‘ourd soel
(erouog pue eruiojie)) eleq) OdIXaIN -oelg ‘ourd
{(reruIojI[R) ‘SEXT, S009J-suri) ‘ejoNe(] ©o1 g ‘outd ©’solop
y110oN) SN ‘(erqumnioy ysiug) epeur) -Iowy [eIJUL)) ‘YIION esorapuog -uod snurg aeadeurq
«dT/dd, dureys oyy
I9pun IaquIn| UOI}ONIJSUOD SB
1939803 plos pue aurd ood
-98pOTT UM poxiw st ould
esoropuog ouwog -oorxd 9se
-pow ® IOJ IaqWIN][ UOI}ONIIS
-uod se o[qe[lese A[OpIm oq
pInoys 9] 's9je}S PojIu[) uIe autd-mor[eok
-3sem oYy ul soroeds Iequuiny UIDYSIAN 1o
juejroduwl jsowr 9y} JO @uO SI ‘ourd spoel
/1epuy pue ‘edlremwry YPION UIojsom Iy M (erouog pue eruiojie)) eleq) OdIXaIN -oelg ‘ourd
-poom /wod-aseqejep 1NoYSNoIY) UOIINLIJSIP SPIM umolIq ysippai ysimo ek {(eruIoJI[R)) ‘SEXT, S009J-suri) ‘ejoNe(] eo1 g ‘ourd esorap
-poom mmm/ /:sdygy A19A & Sey aurd wesoIapuog SI  poomjIeapy st poomdes y110N) SN ‘(erqumioy ysiag) epeue) -Iowy [eIjUL)) ‘YIION esorapuog -uod snurg aeadeur g
auid [osered
(ot02) "T* pue ourd
y uwozppa ‘(¥102) ®OLYY yinog ‘(eru LYY ‘edl | eprqun ‘ourd
‘e 10 ayonog -I0J1®)) VS ‘UOISSI URSURIISIIPOIN -rowry tjroN ‘odoingy suog)s  uerel] eauld snurg oeadeurq
eISTUNT, pU®
‘(erousep ‘euofelIR], "EPLIP] RBRUOIDL)
‘uUQ[[eISR) ‘BUO[ADIRY ‘SPUR[S] OlIes[ed
‘oqueoly) uredg ‘[eSnjiog ‘000010
(o102) 1% % ‘odeuUOIN ‘BI[RIN ‘(35B0D M\ °Y} ‘A[Ig
uozppq ‘(210T) ‘1® ‘feruipieg)  A[el]  ‘rejfeaqr)  ‘(esrsion
1o wesuer ‘(¥10%7) {JSROD UROURIISNIPAIN UOUal] o2Yy3) Suore autd 199sn[D 10
“1e L) ayonog pue opuoily) 9y} jo §) douri ‘BlIOS[Y adoinyg outd owIjrIRIN 19gseurd snuig orodRUIJ
eISIUNT, pU®
‘(erous[e, ‘euoSelrR], 'BPLIYT ‘RBRUOISN)
‘9jeIopow aq prnoys asuel ‘uQ[Uejse)) ‘RUO[AIIRY ‘SPUR[S] OlIedled
[eInjeu s)1 ulyllm SadlId "Iaq ‘ojueoly) uredg ‘eSnjiog ‘oooololy
-WN] UOI}ONIJSUOD SB 9SN I10J ‘93Iym Apresu ‘oorUOIN ‘ej[RI]N ‘(ISBOD A\ OYY A[IOIg
/1opuy Te3njiog pue ‘uredg ‘eoueiq umoaiq 01 mo[[eA ored ferurpreg) Aqej]  ‘rejreiqrn  ‘(eorsio)
-poom /woo aseqejep ur suorjejuerd uo umoil ysippal  y31| St poomdes £)SROD URAURIISMPAIN UOUal] °9Yyj3 Juofe auid 199sN[D I0
-poom mmm/ /:sdygy ATOAISUQ3XD SI 92Ul SWILIRIA SI  poomjresyq pejeoreWap pue opuoily) oY} jo §) dduri ‘eLIS[Y adoinyg sutd awIjIIRIN Ieyseurd snurg avadeUlJ
soueaeadde odueaead Kyriqe swreu
ERLCREIEYE | Surorad pue ALji[iqe[reay poomiyresty -de poomdeg Aiiqerreae oiydeadoe3 oyroadg -[Ieae jJO juauljuo) uowrwo)) saroadg Apruaeg

140



erewajeny) ‘odxay ‘((epriofg
Surpdeoxe) uesd() oljUR[IY OY) 03 eIl
-1095) puR 929ssoUU9], ‘Aonjuay] ‘siou
-HII “eMO] ‘@J0SOUUIIN WOY { S93eIs [[V)
vSN‘(uoenbijy pue 21101 "31S) 9dURI]
‘(eqojiueIy pue ‘orrejuQ ‘oa0q9ny) ‘pue]
-S] pIlempy ooulld ‘Normsunig MmaN

eo1

aurd

1jog pue ‘eurd

YINowAdAN
fourd o3Iy
‘ourd 231yMm

uteyjioN ‘eurd

‘e1900G BAON ‘pUR[PUNOJMON) epruR)) -lowy [RIJU9)) ‘YIION 9)IYyMm uIejsey snqoljs snurg avadeUl]
9o1ad 3sepour e I10j
I9quIN] UOI}ONIJSUOD ® SB D[R
-freae APprm st ypiym ‘ourg
/1epuy MO[[ef uIayjInog se sorads oIy M (ewreqely 2y BPLIO[] ‘BIS109%) ‘RUI[O
-poom /wod-aseqejep Ieyjo  yjm  A[qesfueydrejur umoliq ysippad ysimoqelk sI -1eD yjnog ‘eurjore) YION ‘RIUISIIA aurdg ysie|y
-poom- mmm/ /:sdygy pexiw pue p[os Sl aulg puod SI  poomjieaf] poomdes opim ‘pue[Lie]y ‘oreme[d( ‘A9sior MON) VSN ®OLIOWY Y3ION ‘ourg puog 'UIJOIOS snulg oreoRUI]
(e1S1005) pue
rUI[OIR)) YINOG ‘eurjoie)) YIION ‘oossou
+oo11d gsopour ® 10} -us], ‘Asonjuely] ‘eruiSiiA  9sop\  ‘erurs
IaquIn| UOI}ONIJSUOD ® SB d[q® -11A ‘ol ‘puelhie]y  ‘eluealdsuusg
-[reae A[opim SI yoiym ‘ourd ‘oreme[a( ‘Aosiof mMoN ‘MIOX MON ‘Ind
/1opuy MO[[eX UIdYINOg se soarads 29Iy M -1909UU0)) ‘puUe[S] 9POYY ‘S3}osSnNyYdesseN
-poom /woo-aseqejep Iayjo  yim  A[qesSueydiajur umoliq ysippal ystmo[reh ‘quowtzop  ‘orrysdwrepy moN  ‘oureyy)
-poom mmm/ /:sdyyy poxXIW pue Pos SI 2UIJ YIIJ ST  pooOmjIRdI St poomdes vsSn ‘(oeqond) pue ourjuQ) epeur) BOLIDWY [[}I0N aurg yod ep1S1 snurg ovadeUIJ
(surey pue
‘orrysdwrely MoN ‘juowiiop ‘sylesnydes
-SeJy ‘INDI109UUO0) ‘NIOX MON ‘Aosiof
MmN ‘erueajdsuusg ‘BIUISIIA SO\ ‘ued
STYDIL ‘STOUI[] ‘UISUODSIAA ‘BIOSOUULIN)
VSN ‘(puelpunojmeN pu® ®I}00S BAON
Spprmsunig moN ‘pue[s] plempr 9ounld aurg AemIoN
‘oaqony) ‘orreju ‘eqojrur]y) epeur)) BOLIOWY YIION ‘ourg pey 'SoOulsal snulg oredRUI]
*ootad
jsepowr ® JI0J JI9qUIN] UWOT} (ourey pue
-ONIJSUO0D SB d[qe[leAr A[opim ‘orrysdwiely maN ‘JUuowIapn ‘sjjesnyoes
oq pInoys oulg Ppoy ‘uioj -SRI\ ‘Inor3oeuuo)) ‘MIox MmaN ‘Aesiof
sy} ul AdS, UOIRIADIqQe MON ‘erueAldsuusd ‘erUISIIA 9Sop\ ‘ues
Jaquin] oy} yjm poaduwels st -IYDIJN ‘STOUI[[] ‘UISUODSIAA ‘BJOSIUUIN)
/1opuy pue 1y pue ‘ourd ‘eonids jo umolq o91ym ApIesu VSN ‘(pueipunojmeoN pue ®1jodS BAON
-poom /woo-aseqejep soroads snourea [Yim poxrux ysppax  ySi| 01 mojeA ored PIMSUNIg MON ‘pPUR[S] pIempH 20UlIg aurg AemIoN
-poom-mmm/ /:sdyyy sawrgowos ST auld  paYy SI  poomjIealy St poomdes ‘oaqony) ‘orreju ‘eqOjIUBRIN) epruUR) eOLIDWY [[JI0N ‘our g poy esSOUIsal snulJ avadeUlJ
areyds
-lwey ulayjnos ayj} jnoydnoiyy pajuerd aurg
Apppim {(uoresss w 00gI-009 Ie) 091 stugsuy - ‘ourd
-XoJN ‘@ ‘soapa) ‘ednpepens) ses] ‘0ol eo1 Ko12quoIN
-XoIN (®BTUIOJI[R)) [RIJUDD JO }SBOD) VSN -Iowy [eIjU9)) ‘Y3ION ‘ourg ejerpey ejerper snulg aevadeurJ
‘spoomjjos/sourd
o13sewiop  ueyy  oarsuadxe
arowr A1 3sowr ySnoyy
‘roqun] peojrodwr ue 10y ‘poomireay
9jeIOpPOW 9 P[NOYS SIINIJ oY} woIj 30Uy} axayds
‘pueresy mMaN pue ‘ererjsny -SIp sI  pue -Twey uIayjInos oy} jnoysSnoryy pajuerd aur g
/wpuy | ‘eryp ur A[qejou jsow—suory ‘o3ym  ysimor | Appim {(uoneass w 00gI-009 3e) 091 stuSisuy  ‘ourg
-poom /woo aseqejep -ejue[d uo A[9AISN[OXd® jsow[e umourq 31| -1o& 1o1ed e sI -XoJN ‘@ ‘soapep ‘ednlepeny) se[s] ‘0ol ®o1 KoI19quoIN
-poom mmm/ /:sdygy umoi8 st eulg  eyRIpPRY SI  poomjresyq poomdes opim -X9JN (BIUIOJI[R)) [RIJUSD JO 3S€0D) VSN -lowy [RIJU9D) ‘YIION ‘ourg ‘ejerpey ejeIpRl SnulJ avadeUlJ
soueaeadde odueaead Kyriqe swreu
ERLCREIEYE | Surorad pue ALji[iqe[reay poomiyresty -de poomdeg Aiiqerreae oiydeadoe3 oyroadg -[Ieae jJO juauljuo) uowrwo)) saroadg Apruaeg

141



Auew
-I9x) jseo ‘elISNYy ‘pur[Ieziimg ‘sdiy
UI9)SOM oY) puR ‘[RIJUI) JISSRI\ ‘S00U
-914J ‘“eIs[[0qe)) BIIDIG ‘IRpPNL) 9P RIISIG

odoanrgy

ourd urejunon

ejyRU
-oun snurg

orodRUI]

/1opuy
-poom /wod-aseqejep
-poom-mmm/ /:sdyay

*o011d gsopowx
® I0J I9qWIN|] UOI}ONIISUOD S€
Slqerrear  LPpia oq pnoyg

uMOIq YSIPpPal
ST poomjresly

oYM
ysimo[eh
St poomdes

(sexaJ, pue ‘ewoyR( ‘SesSUBNIY
‘euelsimory ‘1ddississIN ‘ewreqRly
‘eprio[f  ‘e1S1oen)
‘oossouua], ‘eUI[OIR)) TYIION ‘RIUISIIA
‘pue[Lie]y ‘oreme[d(] ‘A9sIof MON) VSN

‘eurjoie)) YInog

eOLIOW Y [ION

durd £[o1qo1

epoe) snurg

orodRUI]

/1opuy
-poom /wod-aseqejep
-poom- mmm/ /:sdygy

-o8uelr Suimold [einjeu sjr
uIy)Im 9jeIspowr aq o3 seotad
gjoedxy poomdind pue i1oq
-wIn] UOI}ONIISUOD 10J PIISOA

-1ey A[UOWWOD SI duld S3008

‘umoaq

UsIppatr  ySi|
ST poomjresy

aym Apresu
03 mo[eL ored
ST poomdes
pajedrewap

'S91R1S POjIU() UID)SOMPIJN PU® WId
-1SBAYJION pU® pueesy moN ul pajuerd
os[e ‘wopSury] pejiu) oY} pue ‘ourery
‘Aodpan], ‘puelioz)img ‘uopemg ‘uredg
‘RIULAO[S ‘BINRAO[S ‘RIQISS ‘eISSNY ‘RIU
-ewoy ‘redniiog ‘puejod ‘AemioN ‘oid
-oUajUOJN ‘BI[OSUOJN ‘eIUOPAdRIN ‘elu
-enyjry ‘uegsysezey]  Ared]
‘AreSuny ‘eoealr) ‘Aurwiay) ‘vI8100%)

‘eragery

‘oouri ‘pueulq ‘eruojsy ‘orqndey
Yooz ‘eryeor) ‘eury) ‘erresng ‘euraol
-9zZIoH 2y ®lusog ‘sniejeg ‘uelreqiazy
‘erigsny  ‘eluewlly  ‘eiiopuy  ‘erueqly

eolowWy YjioN ‘edox
-ng  ‘ereIsny  ‘evisy

surg sj00g

SI13SOAAS
snui g

orodRUI]

'S93R1G POjIU() UID)SOMPIJN PU® WId
-}SBaYJION pU® pue[esy moN ul pajuerd
os[e ‘wopSury] pejiuf) oY} pue ‘oureny
‘Aodpan], ‘pue[iez)img ‘uopeamg ‘uredg
‘eIULAO[S ‘BINRAO[S ‘RIQISG ‘eISSNY ‘eIU
-ewoy ‘redniiog ‘pueod ‘AemioN ‘oid
-oUajUOJN ‘BIJOSUOJN ‘eIUOPOORIN ‘elu
-enyjry ‘uegsysezey]  Ared]
‘AreSuny] ‘eoeelr) ‘Aurwior) ‘er8i10or)

‘eragery

‘oouerl ‘pueulq ‘eruojsy ‘orqndey
Yooz ‘eryeor)) ‘eury) ‘erresng ‘euraos
-9zZIoH 2y ®lusog ‘sniejeg ‘uelreqiazy
‘eriysny  ‘eluewlly  ‘eliopuy  ‘erueqly

eouewry yrioN ‘edox

-ng  ‘eeIsny  ‘evisy

osuid s100g

SI13SOAAS
snurg

oeadeurq

erewojeny) ‘odrxoN ‘((epriorq
Surydeoxa) ueed() O1YUR[YIY YY) 03 eId
-I09Y) pU® 29SSOUUL], ‘ANonjuay| ‘siou
-HII “eMO] ‘@l0SOUUIN WOl § S91eIs [[V)
VSN ‘(uoenbijy pue ai1191g "1S) 9oURIL]
‘(eqojriuey pue ‘orreju( ‘0aqony) ‘puel
-S] PpIempy o0Ulld ‘NoImsunig MaN
‘e1J00G BAON ‘pPUR[PUNOJMON]) epeue)

eor
-Iowy [eIjU9)) ‘YIION

autd

3jog pue ‘eurd
YINOW AN
fourd oIy
‘ourd 21ym
ureyjlIoN ‘ourd

29IYyMm uIdsRH

snqorys snurg

ovadeUIJ

/1opuy
-poom /wod-aseqejep
-poom mmm/ /:sdygy

‘poom
-1JOS DI3SOWOP B I0J 9)BISPOUL
2q pInoys sedLIg
UOTIJONIISUOD  I0J  PajsaAler]

‘Toquuny

ATopIm ST oUld 9)IYA\ UIS)SRY

ony ysippol
AUSIs e qam

Sauwirjowos
‘umoiq Y31 ®
SI  poomjiesa ]

aym A[resu
01 mo[[eA ored
e s1 poomdes

erewajeny) ‘0dxay ‘((epriofg
Surpdeoxe) ueed( oljuUR[IY OY) 03 eIl
-1095) pu® 929sS9UUL], ‘Aonjuay] ‘srou
-HII “eMO] ‘@J0SOUUIIN WO §{ S91eIs [[V)
VSN ‘(uorenbijy pue a2i101J "3S) 90URI]
‘(eqojiueIy pue ‘orrejuQ ‘00q9ny) ‘pue]
-S] pIempy ooulld ‘Noimsunig MaN
‘e1300G BAON ‘pUR[pPUNOJMBN]) epeue)

eor
-lowly [eljue)) ‘YIION

surd

1jog pue ‘ourd
YINowAop
fourd o3Iy
‘ourd 231y Mm
ureyjioN ‘eurd
2)IYyM  uIejsey

snqoags snuig

orvodRUI]

sousaasjay

Surdrad pue L[iqereay

soueaeadde
poomiyiesry

ooueaead
-de poomdeg

Aiiqerreae oiydeadoe3 oyroadg

Aynqe
-[feae jJOo juauIjuO)

awreu
uowrwoD)

saroadg

Aprurey

142



‘poomayjos
D13SOWOP ® I0J 93RIOPOW 9] O}
sootad 9oodxy Aiddns poo3
Ut ST pue ‘I9qUIl) UOI}ONIJSUOD
e se Aprewrad pesn ST }00[
-wel (e[dydorsjey ednsy,)
JOO[WOH uIe)sop Sureq 19yjo

‘poomiyresy
gt woy
paysmsumnsip
j.ust  A[rensn

(eprio[q 1deoxs euwreqe

9y} YI}M—eDLIdWY [IION Ul mq 10100 -V pue 99sseuus], ‘A¥onjuay] ‘euripuy
/1opuy pojsaarey Noo[waY Jo saroads ‘umourq ut 199y 31| ‘UISUODSIA\  “BJOSOUUIIN] WOl [ S93eIs JoOo[Wal uerp
-poom /woo aseqejep TeIowurod Arewrrad omy a9y ysippex  3y31| AySiys aq V) vSN (puelpunojmoaN j3deoxe ‘orres -eue)) ‘3001 sIsuapeurd
-poom mmm/ /:sdyyy JO PUO ST OO[WAH UIdISeH ST poomjreal Lewr poomdeg -uQ woiy jses seouraoxd [[y) epeur) BOLIDWY 310N -Wel uIvjsey esnsy, ovadRUIJ
(seoogeoey pue
‘eiouog ‘eoexe() ‘uger] oasny ‘o3ep
-1 ‘oSuein( ‘e[myeo)) ‘enyenyry)) odr aurd
-XoIN ‘(SexXoJ, pue ‘OdIXoJN MAON ‘BUOZIIY urIquIN[o)
‘opeio(o) ‘yel) ‘epeadN ‘SurtmoApn pue ‘outd
‘euejuoly ‘oyep] ‘erurojie) ‘uofaiQ uo3a1Q ‘ayg
‘uojdurysep)) sejeis  pejtun  ‘(ejreq -se[Snoq soIZuaw
-V Pue ®iquno) Ysnlig) epeur) 'OLIDWY 310N ‘ay se[8noq ednsjopnesdg oeadRUlJ
(seoojeoey pue
‘erouog ‘eoexe() ‘ugor] oaen) ‘o3rep
-1 ‘oSurin(g ‘ermyeo) ‘enyenyry)) oot autd
-XaIN ‘(SeXa], pu® ‘OJIXSIN MIN ‘RUOZLIY urIqUIN[OD
‘oprio[op) ‘yeln ‘epeasN ‘Surwolp pue ‘ourd
‘eue)uoN ‘oyep] ‘erurojie) ‘uo8a1( uo8a1Q ‘ay
‘uojSurysepy) sorelg poyrun  ‘(elreq -se[Snoq TISeIZUL U
-V Pu® ®IqWN[o) YSHIg) epeur) eOLIDWY [[JI0N ‘xy se[8noq eSnsjopnasg avadeUlJ
‘s8urr ymois
REMELc]e) Upm
‘mor[eA 10/pue
par jo guIy (seoojeoey pue
®’ M IO[0D ‘@iouog ‘voexe() ‘uUQdr]y oasnN ‘o3ep
umoliq ySI| e -1 ‘oSurin( ‘ernyeo)) ‘enyenyryy)) odr aurd
‘oArsuadxe aI0W YONW A[rens)  'eaI1y -X9IN ‘(SeXoJ, pue ‘OdIXoN MAN ‘BUOZIIY urIqUIN[OD
9q ued spleoq peauwle[dal Io jo uo13ed0] ‘oprio[o) ‘yel) ‘epeasN ‘Surwolpp pue ‘ourd
/1epuy ymois pro roo1ad jsepouwr pue oSe uodn ‘eueuoIN ‘oyep] ‘erurojie) ‘uo8e1Q uo3a1Q ‘ay
-poom /wod-aseqejep ® 10J IaqUIN] UOI}ONI}SUOD S®B paseq 10100 ‘uojSurysepy) soreg poytun  ‘(elraq -se[gnoq 11sa1zuawt
-poom mmm/ /:sdygy a[qe[rea® A[PpIm oq Pp[noyg ur  Area uep -V Pue ®Iiquno) YsHLIg) epeur) eOLIDWY 310N ‘g se[8noq e8nsjopnesd oeadeurq
sirqewe
euUIYD RISy yoIe[ ULpPIOD) Xrrejopnasdg avadRUlJ
aurd
Tewr 291ym ueAeRU
-ueAy ‘ueinyg ‘redoN ‘(Surzry euly)) -1y 1o ould rUR
joqLL, ‘erpuj ‘uejsiyed ‘uejisiueysyy RISy ueAe[RWIH] -TyOI[[em snulg orodRUIJ
( orrequQ pue ‘erqunion
+oo11d gsepowr ® I0J Iaquun| ysnug ‘ejyreqry) epeue) ‘(eremed(
UOIIONIJSUOD ® SB o[qe[leae pue pue[lIe]y ‘erurdirp ‘eurSirp ISopN
A[Pptm ST yorgm ‘ourd mof ‘eurjoie) YIION ‘eUI[OIR) [YINog ‘eIl
/1opuy -[oA uIayInog se saroads I9Yj0 ‘oI M -1005) ‘evweqely ‘1ddississijy ‘eossou
-poom /woo aseqejep Ym  A[qesdueydiajul poxIux umolq ysippel YSsimo[[ed ST -usJ, ‘Adonjuey] ‘euripu] ‘ol ‘elueA aulJ qniog rUR
-poom mmm/ /:sdygy pue Pp[os St ould w®IuiSIrp SI  poomjresyq poomdes opim -[Asuusg ‘Aesiaf maN ‘MIOX MAN) VSN 'OLIDWY 310N ‘ourg erurdarp -uiaia - snurg avadeUlJ
soueaeadde odueaead Kyriqe swreu
ERLCREIEYE | Surorad pue ALji[iqe[reay poomiyresty -de poomdeg Aiiqerreae oiydeadoe3 oyroadg -[Ieae jJO juauljuo) uowrwo)) saroadg Apruaeg

143



surd urejuno Hmplq
Spue[s] 31emolg ‘pur[eay MON eI[RIISNY 10 ourd Sog sndieoorey orodedieoopod
surd
oIS weru soproxey
vITUOPOTR) MON errRIISNY -opare)  MaN wnrjojryesreq oseadedieoopod
wnurssaxd
SpuUe[s] }1emo3g ‘pue[eay7 MAN el[RIISNY nwry -no wnipAioe aeadedieoopod
soprorreonee
vITUOPATR) MON eIRIISNY - wnpAIdeq aseadedieoopod
soprorpAidoep
Spue[s] }1ema]g ‘pue[edy7 MAN erreIISNY eage IRy sndieoKioe(q aseadedieoopod
poom mo[[eh I01[10R13
epueld ‘eruezue], ‘eAusy] ‘“erdoryiyg ©OLYY ueolyyy  jsey sndieooiyy orodedresopod
meyoued
vITUOPATR) MON erRIISNY - a[Adowdy aseadedieoopod
‘poOM3}JOS DIjsoUWOP
® 10j 9jerepowr aq 03 seorxd
109dXxe  {YOO[WOH  UISISOAN
se sosodand UOT11ONIISUOD
owres oY} JI0J pasn SI O0[
-WO UIBIUNOJN ‘UOIIN]IIJSIP
orydei80e3 awes oyj A[IeoU UL ‘poomiyresay
punoj st jetyy saroads yoojwey gt woy
Isyjour SI YOIYM ‘Noo[weH paysm3gur}sip
UIDISOAN  ‘©AIjR[OI  9SO[D  S3I just  A[rensn
se  A[oAlsus)xa se  A[Ieau mq 10100
/1opuy pojsaarey J,USI  oO[WAY ‘umourq ut 199y S1] (epeasN pue eruiojie) ‘uolaiQ
-poom /wod aseqejep UIRJUNOJN ‘SS900® 09 JNOYIp ysippex  3y31| AySiys aq ‘eUuRiUOIN ‘OUep] ‘W0lSUIYSBA\ ‘BYSR[Y) ooJwo] rURIS
-poom mmm/ /:sdyyy oIe  soa1) Auew  9sNeIAG ST poomjIeal Lewr poomdeg vsSn ‘(eiqunop ysnug) epeue) BOLIDWY 310N urejuUnoN -uojrow ednsy, ovadRUIJ
‘poom
-1JOS DI}SOWIOP B I0J 9jBISPOUL
aq o031 soorrd oodxy [ YIJ ‘sjo88ewr yreq
-INHH,, [oqe] o11ous8 oiour Aq posned
9y} JIopun Pp[OS Ppur HO0[ s)yeAI)S  NIep
-way pue Iy jo sorads I19yjo surejuod  Aq[e
yrm 10y1e809 padnoil Luowr -uoIsedd()
-wod SI pu® IaqUIN| UOI}ONI}S ‘poomiyresy
-U0D sk pasn SI YDO[WS WId ayy woay
-1s9A\\  (sI1suepeueo eSnsy,) paysmsgurysip
Joojwal uroyser Sulaq I9yjo j.ust  A[rensn
oY} Yiym—eouneuwy YRoN ut mnq 10102 (eruzojiren
/1opuy pojsoaley ooJwey jo seoroads ‘umoaq ut 109yS81] pue uo8ei() ‘uojIulysep) ‘oyep] ‘euey
-poom /woo aseqejep TeIdwwod Arewrad omy oy ysippel  9YySI[ ISECENE aq -UuoN ‘eqsely) VSN ‘(erqunjon b elel e[Ayd
-poom mmm/ /:sdygy JO QUO ST YOO[WOH UISISIAN SI  poomjresyq Aewr poomdeg ysig pue ©1I8q[Y) epeue) 'OLIDWY 310N WO UJI9ISOAN -o1939Yy ednsy, avadeUlJ
soueaeadde odueaead Kyriqe swreu
ERLCREIEYE | Surorad pue ALji[iqe[reay poomiyresty -de poomdeg Aiiqerreae oiydeadoe3 oyroadg -[Ieae jJO juauljuo) uowrwo)) saroadg Apruaeg

144



eIejo)

puereayz maN eI[RIISNY ©IRIO], sndieoopoq aeadedieoopod
dreocopod jes|
-Autdg 10 aurg snsonuids
puUR[SU2ONY) PUE SO[BAA [INOS MON eIRIISNY wnig  jremq sndiesopoJ oseadedieoopod
daieoopod snugipes
Blittfe} edIPWY YInog JeS[-MO[[I A\ sndrescopogq aeadedieoopod
(ureyrag mopN 7 Aquewr
-ION [oUI) eauIny MmoN pue ‘(sunjy
o) :I0wWI],) SpuR[S] epPUNG JI9SSOTT suaqna
‘saqerep ‘eijewuing Yinog 03 [eIFUSDD) RI[RIISNY ‘BISY - sndaeoopod oreoredieoopod
(dud- teousanmet
~sndxesopod/od
/810" sxe3TUOD
mmm//:sdaay)
sutd wnpd urejy
so[ep\ -unow ‘ourd JERIERNNC |
UYINOg MON PUBR ‘RLIOIIIA ‘BIUBWSE], erreIISNY wnid  eurdyy sndiescopoq aseadedieoopod
wnid
eIrRMR[[] °Y3}
1o suid umoxg snjere
pUR[SU9ON{) PUR SI[BA\ INOS MON eIRIISNY ‘ourd wnig sndrescopog oseooediesopod
©1ejo}
pareq-uIq L
1o ©IRI0}
urejunoN nuwrey3uraund
SpueR[S] }1eM91G ‘pPUR[RIZ MIN eIRIISNY ‘erejol s [eH sndrescopog aeadedieoopod
soprouewoyd
e
puereayz maN eI[RIISNY eyeauRT, snpeolAyJg aeadedieoopod
soprouewoyd
-1y
puereaz moN eIRIISNY eyeouRJ, snpeorAyJ oeadedIeoopod
autd 1oA[ls
2y 10 ‘ourd
puesem
‘ourd I9ATIS 108
puereaz moN eIRIISNY ‘orouRN -U2]0d OBOURIN oeadedieoopod
surd
asrrenboey 10 uipueLy
eTURWSE T, erreIISNY aurd uonp soqorjsoreser| aeadedieoopod
‘poomjyjos pajroduur ‘soroads
ue 10 YSIY 0} wnipaw aq 0} wnipAroe
soorad 9oodxe ‘pejrodxe L[re ut uowwod
-UOIS®ODO ST POOM Y], ‘oInInj ore syear)s
23} Ul 9seaIdap AJuo o} pajdad umoliq ysippal
-xo pue pojrwr] aie sarjddns Io¥IR(] "UMOIQ
‘plo  sIe9A poIpunNy [eISAdS YsIppad 1o
/1opuy are Aoy [r3un Jurnpoidax uopros8 [e1] sutd
-poom /woo aseqejep jou soaI1}) 9y} Yym ‘Surmois mof[ek Y81y orrenboe]yN 10 uipueIy
-poom mmm/ /:sdygy Mo[s sI aul uony jeys Jureg woay SOLIRA RIURWSET, el[RIISNY surd uony soqouajsoreder] aeadedieoopod
@oueaeadde ooueaead K3iqe swreu
sousiajey Surorad pue ALji[iqe[reay poomiyresty -de poomdeg Aiiqerreae oiydeadoe3 oyroadg -[lea® jo jusauijuo) uowrwio) soroadg Apruaeg

145


https://www.conifers.org/po/Podocarpus_lawrencei.php
https://www.conifers.org/po/Podocarpus_lawrencei.php
https://www.conifers.org/po/Podocarpus_lawrencei.php
https://www.conifers.org/po/Podocarpus_lawrencei.php

(e312qV ‘erqunio) yswmrg)
epeue) ‘(eruiojiey) pue UOISUIYSBA\

Mok uo8a1Q
‘moh UI9ISOAN

el

‘uo891() ‘oyep] ‘BURIUOIN ‘©NSB[Y) VSN eOLIOWY YIION ‘moak oyroeJ -0J1ADIq SNXRT, orOORXR],
‘Y31 2 03 Spua) poom a[qesn
JO 3500 [[elsA0 oYy ‘seorid oje
-Iepow 10j paulejqo 9q sauwIl} o8e
-9WIOS UBD POOM JO SUOI}D9S UIm uaNIep
ysnoyJ, -sjoofoxd Auewr ioj [e1 spuaj
1090e] 99sem ySry e ur Sur I010D) -any
-j[nsax ‘sjouy Jo [[nJ os[e oIe ysiydand 1o
sunIj jsowr aouis Areroadse umolq JIaxIep 10100
‘pojIWI] JRYMOWIOS OIe SIZIS ® Yym sewy ue} 10 MO[[eA Mok
/1opuy puU® uoI}09[ag "Mo[[oY A[[ensn -owos  ‘umouq oed jo pueq ueadoinyg 10
-poom /wod-aseqejep oIe SYuUNnIy o091y IaSIe] pue ysiSuero ue st uryy e A[rensn (uoj8urysepy) ysn ‘uweig edLIPW Y ‘mok  ysiSuyg
-poom mmm/ /:sdygy ‘uowrwrooun A[9AIR[OI ST MOX poomyreay oyl ST poomdeg ‘puejog ‘erreol) ‘elusso[g ‘urejrrg yyoN ‘edoinyg ‘eisy ‘mok uowrwro)) ©)eddRq SNXREJ, ELER R
mok
ueadoinyg 10
(uog8urysepy) ySn ‘uweig eOLIOW Y ‘mok  ysiSuyg
‘puejod ‘erjeol) ‘elueAo[g ‘urejrig yyoN ‘edoinyg ‘eisy ‘mok uowrwro)) ©vjROOR(Q SNXR], orodeXR],
2913 e[[aIq ©JRI[ID11I0A
(n3oxqIyg pue nysndy] ‘nysuoy g) ueder RISY -wn  osourdep sAjidoperog | eeeorljidoperog
(Suequialed g ur oI1eI ‘UOISAI
yeyeqg ‘N-[eIIU9)) eIjewing ‘(yeqeg ur
A[uo) osuiog ‘(uoznT ‘oevuepuly) sourd
-diigg  ‘(ureyjuog) soqopD MS pue
rerjus) ‘eaer ‘(oquior ‘emequing 3SoA\
‘seIo[{ ‘IOWIL],) SPUR[S] BPUNS JIISSO]
‘(rejoroJN ‘erreyew[eH ‘Ning) SeOON[OIN
‘(pue[oa] maN 2y uIRIIg MON  ‘[oul) sniewe
eoumy) MmoN ‘(pue[sueeny)) eI[RIISNY ereIlsny ‘eisy aurd xoe[g sndieoepung aseadedieoopod
(dud
esey08exeg
/od/310
*SISFTUOD
~mun/ /i sdaay) enordsuod
euruaSIy ‘oryp edLIPWY YInog orueA eoerjosoxeg aseadedieoopod
Tourux
rIUOpa[RD) MON el[RIISNY uoyonoq stog wniAydoiyey aeadedieoopod
1ruojduwod
vTUOPATR) MON eIRIISNY - wnAydorjeyg oeadedIeoopod
eouIsnII)
Spue[s] }1eMa)S ‘pue[eay7 MAN erreIISNY OITNl sipAdouwna g aseadedieoopod
sutd
soe[q uoeS8 1ope|
pue[susan) eI[RIISNY -indg  junon sAydouwnag oraoredieoopod
soueaeadde odueaead Kyriqe swreu
ERLCREIEYE | Surorad pue ALji[iqe[reay poomiyresty -de poomdeg Aiiqerreae oiydeadoe3 oyroadg -[Ieae jJO juauljuo) uowrwo)) saroadg Apruaeg

146


https://www.conifers.org/po/Saxegothaea.php
https://www.conifers.org/po/Saxegothaea.php
https://www.conifers.org/po/Saxegothaea.php
https://www.conifers.org/po/Saxegothaea.php
https://www.conifers.org/po/Saxegothaea.php

(ory 1op reuid jo spue[ysiy) eqnp

'OLIOWY [RIPUSD

eu0d0[ed
SeDAD0IDTN

seadeIUIRY

wied wno

wns

engerediN Jo Yinos ‘OdIXaN BOLIOWY [RIJUDD) ‘uoorp  juelD) -ornuids uooi(g oredRIWRY,
MmoL-Fawrynu
asoueder
1o eka1109 ©IOJTO
uedep °ISY osoueder weAley -nu eAD110]7, o'OORXR],
mok Sowr (sunjioy) sip
(noyzimny o3 myuy) euIy) ersy -jnu  esaulyD) -uers wefoir0J, oevaoexe],
©A9110) BIUIOJ
-1[e) JIo Sowr ®OIUIOJ
(erurojire)) VSN eOLIDWY 310N -jnu eruIojie) -1[ed  eAa1107, aeaoeXR],
‘Y81 2q 03 SpuUa) poom a[qesn
JO 3500 [[eIdA0 oYy ‘sedotad oje
-Iopow JI0J Paule)qo 9q ST}
-9UIOS UBD POOM JO SUOI}09S
ySnoy,, ‘s1oeford Auew 10}
I1030e) 93sem yIiy ' ul Jur sany
-}[nsax ‘sjouy Jo [[nJ os[e aIe ystydand 1o
sjuniy gsowr aours A[reroadse umoliq JIayIep 10100
‘pojIWI] JRYMOUWIOS OIe SIZIS e Yym sowrg ue} I0 Mok
/1opuy pue uoIj09[ag ‘MoO[[oY A[ensn -owos  ‘umoulq ored jo pueq (eya0qry ‘erqunio) ysig) mok uo3a1
-poom /woo aseqejep oIe syunij oor1) I98Ie] pue ysi8ueio ue st uryy) e Aqrensn epeue) ‘(eruiojiie) pue uojSUIYSBAA ‘mok UISISOAN ery
-poom mmm/ /:sdygy ‘uowrrooun A[9AIR[aI ST MBX poomireay oY} St poomdeg ‘uo8a1(Q ‘oyep] ‘eURIUOIN ‘BSRIY) VSN 'OLIDWY 310N ‘mak oyroed -0j1AQIq SnXeJ, aeaoeXxR],
soueaeadde odueaead Kyriqe swreu
ERLCREIEYE | Surorad pue ALji[iqe[reay poomiyresty -de poomdeg Aiiqerreae oiydeadoe3 oyroadg -[Ieae jJO juauljuo) uowrwio) saroadg Apruaeg

147



148



Appendix C

Structural and degradation

characteristics of gymnosperms

References

e Information on family, species names, common name, continent of availability and
specific geographic availability has been obtained from https://www.wikipedia.org/
and https://www.conifers.org/.

e References for in the information in other columns have been provided in the last

column. These include the following papers:

— Bouche, P. S. et al. A broad survey of hydraulic and mechanical safety in the
xylem of conifers. J. Exp. Bot. 65, 4419-4431 (2014).

— Pittermann, J., Sperry, J. S., Hacke, U. G., Wheeler, J. K. & Sikkema, E. H.
Inter-tracheid pitting and the hydraulic efficiency of conifer wood: The role of
tracheid allometry and cavitation protection. Am. J. Bot. 93, 1265-1273 (2006).

— Delzon, S., Douthe, C., Sala, A. & Cochard, H. Mechanism of water-stress induced
cavitation in conifers: Bordered pit structure and function support the hypoth-
esis of seal capillary-seeding. Plant, Cell Environ. (2010). doi:10.1111/j.1365-
3040.2010.02208.x

149



— Jansen, S. et al. Plasmodesmatal pores in the torus of bordered pit membranes
affect cavitation resistance of conifer xylem. Plant, Cell Environ. 35, 1109-1120
(2012).

— Wilson, J. P. & Knoll, A. H. A physiologically explicit morphospace for tracheid-
based water transport in modern and extinct seed plants. Paleobiology 36, 335-355
(2010).

— Bannan, M. W. Length tangential diameter and length/ width ratio of conifer
tracheids. Can. J. Bot. 43, 967-984 (1965).

— Pittermann, J. & Sperry, J. Tracheid diameter is the key trait determining the
extent of freezing-induced embolism in conifers. Tree Physiol. 23, 907-914 (2003).

— Terrazas, T. Origin and Activity of Successive Cambia in Cycas (Cycadales). Am.

J. Bot. (1991). doi:10.2307/2445272

— Ryberg, P. E., Taylor, E. L. & Taylor, T. N. Secondary phloem anatomy of
Cycadeoidea (Bennettitales). Am. J. Bot. (2007). doi:10.3732/ajb.94.5.791

— Scott, D. H. On the primary structure of certain palseozoic stems with the dadoxy-

lon type of wood. Trans. R. Soc. Edinburgh (1902). doi:10.1017/S0080456800034359

— Bailey, I. W. & Tupper, W. W. Size Variation in Tracheary Cells: I. A Compari-
son between the Secondary Xylems of Vascular Cryptogams, Gymnosperms and

Angiosperms. Proc. Am. Acad. Arts Sci. (1918). doi:10.2307,/20025747
— Langdon, L. M. Stem Anatomy of Dioon spinulosum. Bot. Gaz. (1920).

— Greguss, P. Xylotomy of the living cycads, with a description of their leaves and

epidermis. (1968).

— Chrysler, M. A. Vascular Tissues of Microcycas Calocoma. Bot. Gaz. (1926).
doi:10.1086/333658

150



ourd IeATy
puowydry pue osurd
Keg uojaroly ‘ourd
o3uaog ‘eurd pue|

(¥102) soyouRIq -suoonyy ‘ourd [eIU TTwrey3uruund
‘e LE} ayonog Sunog 80°0 F ¥9°¢- -ojop ‘eurd dooyg eLIRONRIY orOORIIRINRBIY
ourd IeATYy
‘Sururels puowydry pue ourd
TeSuny o3 oJqrydeosns Keg uojaroly ‘eourd
/1opuy os[y *90URISISOI 3098 oStiroq ‘eurd puep
-poom /wod aseqeIRp -ur 1ood fs[qeystiod 09 Juas -susonyy ‘ourd [eIU TTwrey3uruund
-poom-mmam/ /:sdyyy a[qeInp-uou se pajey -qe s[eued uIsay 09-6¢ -ojop ‘eurd dooyg eLrRONRIY arvedRLIBONRIY
(¥10z | seyoueiq s
) ‘e 10 ayonog Sunox 80°0 F 10°¢- asurd efung -pIq ®elIERONERIY QevadRLIRONRIY
(¥102) soypuURIq osurd ueI[yy Io eueONERIR
‘e b ayonog Sunox 18°0 F 90°¢€- 9213 o[zznd KoqUOIN eLIRONRIY aeadRLIRONRIY
‘Sururegs
TeSuny o3 oyqrydeosns
/Iepuy os[y '90URYSISAT  409S
-poom /uwod aseqeyep -ur 1ood fsiqeystied 03 aurd uesry) ruURONRIR
-poom-mmm/ /:sdyay s[qeInp-uou se pajey juesqy 09-6¢ ‘e1zZNg Aoxuon eLIRONRIY aeadRLIRONRIY
/1opuy *90UR)SISAT 098
-poom /woo aseqeIRp -ur 1ood fo[qeystied oj e1[oj19snd
-poom mmam/ /:sdyyy a[qeInp-uou se pajey Juesqy 09-6¢ aurJ eueied -ue RLIRONBIY ovadRLIRONRIY
oelye spreyo
109SUI 01 9[qelaunA -eIy (stsuanyia "y
/1opuy ‘a[qeanp A[@jerspowr o9 snoursax pue ‘eqre 'y
-poom /wod aseqeIRp a[qeinp-uou  A[[erousd surejuod Tmey[ ‘strergsne ()
-poom-mmam/ /:sdyyy ‘sotoads M  SOLIBA Juasqy ‘0g-¢g¢ jueruUy ‘e ‘dds  siyje8y orOORIIRINRBIY
ey payieq
(¥102) soyouRIq -yjoowrs 10  ourd ejsnq
e 10 ayonog Sunox 90°0 F 06°2- ey pue[susang) -ox siyyesSy aevodRLIRONRIY
(900z
e ge
/1opuy uuew
-poom /wod-aseqeep -19191)
-poom-mmm/ /:sdyryg Z LT ey urejunon ejeao siyjesy aevodRIIRONRIY
(900z) | 3001 pue
‘e 3 uuURWINGGI] wels LLT 0T0T Z° LT €6°'T Hney urejunojy ©jeAO SIYIR3Y aeadRLIRONRIY
(¥10C) soypuRIq eAyoe}SOId
e 10 ayonog Sunox L0°0 F SG'g- ey [ng -1 s1yyesy oevodRLIRONRIY
(¥10z) | seyoueiq siresy
e 10 ayonog Sunox €12 rneyy -sne  siyreSy QeadeLIRONRIY
(9002) 1001 pue sIel)
e 30 UURWINGGIJ we}s 8G'C 09T1T [ V1 neyf -sne  s1yjeldy avadRLIRONRIY
(¥102) soyouRIq ey eorndin
e 10 ayonog Sunox 120 F 68°C- an[q Io 1mey oerqg -doaye siyresSy QevodRLIRONRIY
()
ozISs AANE\m (suoad
axod -edIN)) -rur)
po3so} sueaq K31AT19SIS RCLE] (wrur)
ue3io sreued -wawx -oa eeJe -wrerp yiSueg
souaaajoy juerq aouejysisaa Keda(q uIsax Jo aouasaxg 1ndg (edIN) osd preyosedy, | parysedf, preyosedy, swreu UOWWoD) soroadg Aprure g

151



swrodsouw A8

(010%) pounxe  jo  snuepn
[[OUM PpUB UOS[IA\ ov 12°0€ [ ‘saureu WOWIWIOD ON ds sejrepio) 2v20RIIRPIOD)
swredsouw£3
(o102) jpounxe  jo  snuepn
[[OU3 pue UOS[IA\ 0¥ [elext~3 [statd ‘sowreu UOWWOD ON *ds sejrepio) sroORIIRPIOD
smurodsouwr A3
(0102) jounxe  jo  snuep
[[OU3] pue UOS[IA\ oV oy STy ‘Soureu UOWUWOD ON -ds sejrepIo)) orodRIIRPIO)
swrodsouwr A3
(ot02) PUNXS  JO . SnuUdy
J[ouU3M PuU® UOS[IA\ (1} 0g ¢e ‘souwreU WOWWIOD ON ds sejrepio) 2vodRIIRPIOD)
surrodsoutw A3
(o102) 10UI}Xe  JO  SnULL)
[[OUd PpUB UOS[IA\ ov et qT'¥ ‘soureu WOWWIOD ON ds sejrepio) 2ea0RIIRPIOD)
mof wnid
uos[ip\ pue  ‘eurd
(¥10T) soyouRIq [1e3-s, MO0 uemreJ, eURIUOS[IM
‘Te LE}) syonog Sunogx 62°0 + T6'L- ‘mok wnid uemref, snxejoreydea)) oraoexejoreyda)
ould [rR3IMOD)
1o ‘snxejoreydod
(z102) 'T® s, uojSurLIR ‘mok
1o wesuer ‘($107) soyouRIq -wnd osoueder eruojgurirey
‘Te 19 syonog Sunox L7°0 F 1C°L- ‘mok wnd uearoy] snxejoreyde | oesdexejoreyde)
(z102T) B
9o uasuer ‘($10%7) soypuURIq T9UN}.I0]
e 10 syonog Sunox 8%°0 F 9T 'L~ moaf winid asauryp snxejoreyde) | oeodexejoreyde))
uorjelaSoA ueru
(010%) -eA[fsuuog ojeT jo
[[oud Pu® UOS[IA\ juouodwoo juejlrod
Aq Ppoouaisjoy -WIl U POuLIO] YOIyMm soprojAxorod
£(gL61)  IemMy3oy 0¥ 00T 0T | ‘suiey pees jo Aqrure | uojdydoysiep |owedejdydoysiren
(¥10T) | seyoueiq sIIq
‘e 10 ayonog Sunox GT1°'0 F gee- outd Twa[[oAN -ou  RIWA[[OA\ oroORIIBRINRBIY
(9002) j001 pue eLres Hs[ejuaqne
‘B 19 UURWISNGIJ we)sg 06S¢ (<R [ -nere sjuaqne| a(l erreoneIy oeadeLIRONRIY
(o102) T®
10 uozpp@ ‘(¥10Z) | seyoueiq Huegsuny
‘e LE} ayonog Sunox 80°0 F €¥'¢- UL 10 NUI[3] elIRONRIY oroORLIRONRBIY
(¥102) soyouRIq e[[Aydots
‘e 10 ayonog Sunogx L0°0 F 96°¢- ourd pue[s] M[0JION -197 BIIRONRBIY oroORIIBRINRBIY
‘Surture)s
[eSuny o3 o[qydeosns
/1opuy OS]y '90U®)SISOI 309S
-poom /wod-aseqeep -ur 1ood ‘s[qeystied o9 e[Aydoio
-poom-mmm/ /:sdyayg a[qeinp-uou se pajey juasqy 09-G¢ aurd pue[s] Y[0JION -197 BIIRONRBIY oroORIIBRINRBIY
(wu)
ozISs ANE\m (suoad
axod -edIN) -rur)
po3so} aueaq KJIAT19STS ECLE] (wrur)
ue3ao sreued -wawx -ox eoae -wrerp y3Suag
oousasjay juerd eoueg)sisax Aeda(g uisada Jo aduasaid ng (edIN) osd preyoedy, | parysed, preyoeay, sweu uoWWIOD seroedg Arure

152



ourd ssoxdA>

(z10T) 'T® I9pUD[S ‘Suoorewr
1o uwesuer ‘($10g) soyouRIq ‘ourd Aexinjy ‘ourd 11s
‘e 10 ayonog Sunox 0G0 F L6'F1- pue[s] 1s9U}30Y -stead suIjI[eD aeadessaxdn)
ourd
ssoxd Ao ueruew
-se], 1o ‘ould 1ALl
(¥102) soypuRIq ‘ourd ssoxdA> AwSid eSuo|
‘e 10 syonog Sunox G8°0 F 88°01- ‘ourd sy  ysnog -qo SHIMRD orodessordny
(¥10T) soyouRIq eordoury
‘e 10 ayonog Sunox €L°0 F I8°CI- ssaxd£o anig -RIJUT SLIYI[[eD) aseadessaxdn))
(sutd-ssexdf>
/SeToTaIe-3S03e]
/sn-qnoqe/me’ r03 es
(z1o02) "1° ‘ezoTFeIeIs MMM/ /
190 uwesuer ‘(¥10%) soypurRIq :sdaay) ourd ssexad ST
e 10 ayonog Sunox 6S°0 F 92°¢1- -£o ureyInog -eI8  sLII[RD ovooessardny
(¥10T) soyouRIq Lourg ssexdAp e[[Aydoo
‘e bE] ayonog Bunox 9€'0 F 0€°'G1- 9YM,  S.elrIISnY -ne[d sujIreD aeadessaxdn)
(¥102) seypuelq Heyolpus
e LE} ayonog Sunog 0L°0 F¥6°C1- outd sseadAo yoerg SLII[[RD orodessaxdny
yoeyre
909SUI 0} JUR])SISAI OS[e (err&yd
/1opuy ST pue ‘ooue)sisol Aed aurJ ssoxd -oone[3d e}
-poom /uwod aseqeIRp -op Surpie3a1 oqeInp -£D  e3ymM  ‘ssead =) sue[PWN
-poom mmam/ /:sdyyy K1oa oq 03 pojroday Juasqy 09-¢¢ -£D ueI[RIISNY -[00  suIjIreD orodessaxrdny
(dyd - sTIeTToUMTOD
~sTI3TTTR)/NO /310
(z102) 'T® *SI9FTUOD MMM/ /
1o uwesuer ‘($10%) soypuRIq :sdaay) ‘ourd sLIR[[OWIN
e LE} ayonog Sunog 8T°0 F 64°GT- ssoxd Ao jseo)) -[0d>  suIjIreD orodessaxdny
(6199082
/659€T€/s0100ds
/810" 3sTTPOIUONT
(¥102) soypuRIq ~nnn//sdagy) SISUS[IYD
e 10 ayonog Sunox 61°0 F 96~ 1epod ueo[IyD SNIPOO0I}SNY orooessordny
(eTToFTXRT-STXRIOIYIR
/sauetd/npe
*@eqsuofaio
*squetdedesspuet//
:sdaay) 1epo))
(v102) seyoueIq jpruwng - feutd 10 elojixe|
‘e FE] ayonog Sunox 61°0 F LV 2- -usa g ueIURWSET, SIX®10IY}Y aeadessaxdn)
(¥102) soypurRIq soprossoxd
e 10 ayonog Sunox ¥€'0 F 91°¢- autd [ous g -Nd SIXBIOIYIY oeoadessoxdn))
ourd ssoxdAd
s 081005 Sury pue
(o102) soyouRIq ss01dAD I9ATY ueMg sireprueadd
e 19 uozjog Sunox 160 F gL OT- ‘ssaxd Ao duwremg SNqOoI1}souI}dy orooessardny
(G
ozISs ANE\m (suoad
axod -edIN) -rur)
po3so} sueaq K31AT19SIS RCLE] (wrur)
ue3io s[eued -wawx -ox eoae -wrerp y3Suag
aouaasajeoy juerq aouejsisaa Keosa(q uIsax Jo aouasaxg 1ndg (edIN) osd preyosedy, | parysedf, preyosedy, swreu UOWWoD) saroadg Aprure g

153


https://landscapeplants.oregonstate.edu/plants/athrotaxis-laxifolia
https://landscapeplants.oregonstate.edu/plants/athrotaxis-laxifolia
https://landscapeplants.oregonstate.edu/plants/athrotaxis-laxifolia
https://landscapeplants.oregonstate.edu/plants/athrotaxis-laxifolia
https://landscapeplants.oregonstate.edu/plants/athrotaxis-laxifolia
https://www.iucnredlist.org/species/31359/2805519
https://www.iucnredlist.org/species/31359/2805519
https://www.iucnredlist.org/species/31359/2805519
https://www.iucnredlist.org/species/31359/2805519
https://www.conifers.org/cu/Callitris_columellaris.php
https://www.conifers.org/cu/Callitris_columellaris.php
https://www.conifers.org/cu/Callitris_columellaris.php
https://www.conifers.org/cu/Callitris_columellaris.php
https://www.stateflora.sa.gov.au/about-us/latest-articles/cypress-pine
https://www.stateflora.sa.gov.au/about-us/latest-articles/cypress-pine
https://www.stateflora.sa.gov.au/about-us/latest-articles/cypress-pine
https://www.stateflora.sa.gov.au/about-us/latest-articles/cypress-pine
https://www.stateflora.sa.gov.au/about-us/latest-articles/cypress-pine

(¥10T) soyouRIq ssaad stIqau
‘Te LE} ayonog Sunox 19°0 F €9°01- -£5 Surdeem esauly) -ny snssoxdny orooessordny
(z102) "T® jnoaey 10
jo uesuer ‘($10%) seyouRIq ‘ssordAo  uRIDOIOIN rueizeidnp
e 19 syonog Sunox 90°0 + 6201~ ‘ssaxdAo urIeyRS snssexdny) orooessordny
(dyd - etweySutuuny /no
(¥102) soypuRIq /810" s193TUOD "MMM// eye[OdOUR]
e 10 ayonog Sunox LT°0 F+ 09°€- :sdagy) a1y euryd erweysuruuny) orooessordny
(¥10T) soyouRIq 18ns eoruode(
e 19 syonog Sunox 91°0 F 99°¢- 10 1eped osoueder errowolrdAr) seadessaxdn))
*90UR)SISDT
/1epuy I910q /909suUl  @jeISpOW
-poom /wod-aseqeep fo[qeanp o3  9[qrINp 1epa) eoruode(
-poom-mmm//:sdyy A[ejeiopowr se pajey juesqy 09-GT oseueder ‘13ng erewo}dL1n aeaoessaxdn)
*90Ue)SISOT
/Iepuy I1910q /409SUl  9)eISPOW
-poom /uwod aseqeyep fojqeanp 0% 9[qeInp 1epa)) eoruode(
-poom-mmm //:sdyy A[ojeropowr se pajey quasqy 09-GC oseueder ‘13ng erewo}dL1D aeadessaxdn)
/1opuy *9oue)sIsal Aedop Sur Iepa)) 9y
-poom /woo aseqeIRp -pae8aa1 a[qeanp AI1aA 03 wIaInog ‘repa) soproAyy
-poom mmam/ /:sdyyy alqeinp oq o3 pajroday Juasqy 0S-¢¢ 9TY M o13uUR[}Y stredAooewrey)) orodessaxdny
(z102) ‘T°
190 uwesuer ‘(¥10%) soyouRIq eremeg exoyistd
e 10 ayonog Sunox 12°0 F 9%°¢- 10 ssoadAo eiemeg stredAoorvwey)) orooessardny
(z1o0g) '1® oury
1o uesuer ‘($10%) soyouRIq 10 sseadAo  wyoury esnjqo
‘Te 19 syonog Sunox CI'0 F 14°€- ‘ssoad Ao osoueder stredAoorwey) seadessaxdn))
*SORIJR JO9SUI JSOW
03 jue)sSISal OS[e pue
/1epuy ‘oouegsisar  Keoop Sur
-poom /wod-aseqeep -pre8ea1 o[qeanp K1oa 09 ssoadL s uosmer] euURIUOSME]
-poom-mmm/ /:sdyay a[qeInp aq 03 pajroday Juasqy 09-¢¢ ‘repa)) piojiQ 310g | stredAoseurey) seadessaxdn))
(euesowzog -snipsdoTed
/sIsyTu0d /310
*£1810083093TUOD //
(¥10T) soyouRIq :sd33jy) Ieped asuLad RUBRSOULIOJ
‘Te 19 syonog Sunox G9°0 F T6'%- -ut osoueMIR], snapeado[e)) seadessaxdn))
20ue)SISaI Kedop
0} spie3ax ul o[qeInp
AI9A 09 9[qeINp Se pajel
SI poom poaup ‘(,I1epad
Axoad,, se 01 poirsjol (suoazinoop
/1opuy sowrrjowos) Aeoop [el snIpasoqi]
-poom /uwod aseqeIep -unj jo sjaxood jo sseu Iepa)) 93IYA\ BIUIOJ ‘uks) suaIInd
-poom mmm/ /:sdyay -uowrwod oy3 aydseq Juasqy 0g-g¢ -1re) ‘Iepe)) asueduy -op snapadsore) oeoadessoxdn))
(o10g) 12 %0
uozp ‘(g102) 1°
19 uwesuer ‘(¥10%) soyouRIq eaploq
e 10 ayonog Sunox €60 F 201~ ourd Aeg 1930 -woya SLI[eD orooessardny
(G
ozISs ANE\m (suoad
axod -edIN) -rur)
po3so} sueaq K31AT19SIS RCLE] (wrur)
ueSao sfeued -wawx -ox eoae -wrerp y3Suag
aouaasajeoy juerq aouejsisaa Keosa(q uIsax Jo aouasaxg 1ndg (edIN) osd preyosedy, | parysedf, preyosedy, swreu UOWWoD) saroadg Aprure g

154


https://conifersociety.org/conifers/calocedrus-formosana
https://conifersociety.org/conifers/calocedrus-formosana
https://conifersociety.org/conifers/calocedrus-formosana
https://conifersociety.org/conifers/calocedrus-formosana
https://www.conifers.org/cu/Cunninghamia.php
https://www.conifers.org/cu/Cunninghamia.php
https://www.conifers.org/cu/Cunninghamia.php

(¥102) soypuRIq sIsuou
‘e LE} ayonog Sunog $6°0 F 8801~ ssoxd Ao esauly)) -1yo snradrunp orooessaxdny
(¥10T) soyouRIq ssoad Ao urruosueied soprossaxd
e 19 syonog Sunox LE€°0 F 00°G- ‘uenyery JERREI AT -no  eAoazirg aseadessaxdn))
(¥10%) soypuURIq rIoYOIe
‘e EE] ayonog Sunox ¥S'0 F gL'8- autd jnujsayD ewasIq aeadessaxdn)
/1opuy *)}or)JE J09SUI 0} 2dUe)
-poom /wod aseqe)ep -SISOI1  poxXrTwr  ‘a[qeinp Jues TIpuerAa|
-poom-mmm/ /:sdydyg A[@jeropouwr se pajey -qe s[eURD UISIY 0G-G2 ssoadA puefer] x snssexdny) orooessardny
(z1o02) '1®
190 uesuer ‘(¥10%) soyouRIq ssoxdAd wejnyg Io eso[NI0Y}
Te 10 ayonog Sunox 690 F G€°8- ssoadAo  uelepewryg snssaxdny oeadessaxdn))
(oto0z) '1® ssoxd
1o uozpg ‘(¥10%) sayouRIq -£p uereyy ‘ssead suaaiazaduwes
‘e B ayonog Sunox 0T'T F 6€'01- -£D ueAURIISIIPAIN snssaxdny) aeadessaxdn)
/1opuy Jovjye 109suUl ssoxd
-poom /uwod aseqeIRp 03  o0oUR)SISOI  poXIW juas -£p uerneyy ‘ssead suaatazodwos
-poom-mmam/ /:sdyyy forqeanp se pojey -qe  s[eURD UISOY 0G-S2T -£D ueLaURIISIIPOIN snssaadny orooessardny
(0102)
[[oU3] pue UOS[IA\
Aq poouaiajoy mjuag
{(g96T) uruuRg 00¥% 8 1¢ 16°C sso1d Ao s juelieg -1es snssoxdny oroorssardny
(0102)
[[ous pue UOS[IM
Aq poouaiajoy mjuag
£(g96T) ueuueyg 00% Z'6% 9927 sse1d 4o s juelieg -1es snssoxdnp orooessardny
‘SORIJR J09SUL JSOW
0} jue)SISaI OSs[e pue
/1opuy ‘oouegsisar  Keoop Sur ssoadAD
-poom /wod-aseqeep -paeSaa ajqeanp AI1aa 03 100N ‘repa) sIsuajexjoou
-poom-mmm/ /:sdyayg a[qeInp aq o3 pajrodoy Juasqy 0S-GT MO[[OX uesery snssaxdny oeoadessoxdn))
(¥10T) soyouRIq edieooroewt
‘e 19 syonog Sunox 8€'0 F €4'9- sso1d Ao Ao19juoN snssaxdny oraoessordny
/1opuy JorYjE J09SUI 0) 20UR)
-poom /uwod aseqeyRp -SISOI1  poxTwr  ‘a[qeinp edredsoroewr
-poom mmam/ /:sdyyy A[ojeropowr se pojey Juasqy 0G-G2 ssoxdAD KorojuojnN snssaadny orooesserdny
)orIJE J09SUI 0} 2dUe)
-SISoI1  poxrTwr  ‘a[qeinp
/1opuy A[9yeropowr 03 o[qeInp
-poom /uwoo aseqeyRp -uou woiy :AIqeInp ©Or) JO IBpPaD eoTuR)ISN]
-poom mmam/ /:sdyyy uo sjrodex Surorguo)) juasqy 0G-S¢ ‘ssoxdAD URDIXOIN snssaadny orooessardny
/1opuy JorIJE J09SUI 0} 2dUe)
-poom /wod-aseqeyep -SISoI1  poxrwr  ‘a[qeinp euURIUIAOS
-poom mmm/ /:sdyay A[@jeropouwr se pajey juesqy 0G-G2 ssoad A uamor) snssexdn)) orooessardny
ssoxd Ao
(o102) T® ruoZILY qroows
190 uwozpq ‘(¥102) soyouRIq 1o ssoad Ao yaeq eiqe[s
e 10 ayonog Sunox €0'T F2eII- yjoows BUOZIIY snssaxdny oeadessoxdn))
(wu)
ozISs ANE\m (suoad
axod -edIN) -rur)
po3so} sueaq K31AT19SIS RCLE] (wrur)
ue3ao sreued -wawx -ox eoae -wrerp y3Suag
souaaajoy juerq aouejysisaa Keda(q uIsax Jo aouasaxg 1ndg (edIN) osd preyosedy, | parysedf, preyosedy, swreu UOWWoD) soroadg Aprure g

155



(o102)

[[oud PuU® UOS[IA\ SOP10qOI3S0)
Aq PoduLILyey -d&18
£(g96T) ueuueg 007 554 5% poompar ume( eronbase)ay oeooessordny
(otoz)
[[oUd PpuU® UOS[IA\ SOP10qOI3S0)
Aq poouaiejey -d£(8
‘(g96T) ueuueyg 00% €e z poompar ume( rronbasejon orodessaxdny
Iepad dIjewWory
pue ‘Ieped [IDULSJ
(ot02) ‘rodrun( poy ‘rodru
[[ouM PpPuU® UOS[IA\ -nl ureysey ‘rodrun(
Aq Ppoouaisjoy uRIUISIIA ‘IRpOd pal eueIuld
{(g96T) ueuueg 00% 1°GT [6°T uiggsey ‘Ieped poy -11a snzedrungp oradesseadny
/1opuy Jowrlle 109sUl pur ABO9pP Iepeopoy
-poom /wod aseqeIRp Yjoq 03 ooueISISaI UL uro)sey ‘repa)) euerurs
-poom-mmm/ /:sdyyy Juo[[edXe se poapleday juesqy ge> Poy SIjRWOIY -11a snradrunp ovooessaxdny
(eooro1yIS “TRA
/1opuy euURIUISIIA SN
-poom /wod-aseqeep -odrunp) eoom
-poom-mmm/ /:sdyayg I'pOOpPoY UILYINOg -111s snxadrunp orooessardny
€0 F
61 XN
‘e ‘31eg
(£00g) A110dg F 1T Todru wniomndoos
pue uuRwWINGIJ youeag TuedIN -nl urejunoy A3ooy snrodrunp oeooessordny
(oto0z) '1®
19 uozppq ‘(¥102) soyouRIq aadriu wntondoos
‘Te 19 syonog Sunox 0€°0 F €8°6- -nf urejunojy £3o0Yy sntadrunp seadessaxdn))
Tedru wniondoos
wels el -nf urejunoy Aooy sniadrunp aeadessaxdn)
(oT0T j001 pue radru wniondoos
) ‘Te 30 uuewWIolg wolg zL ¥8'290C 18°6 L8 %8 -nl urejunojy A3ooy snrodrunp orooessardny
ewraodsosy
welg z'L radrunl yein -so sniedrunp oredessaidny
(o102) T®
jo uozppg ‘(¥10%) soyouRIq rwIodsoa)
e 10 syonog Sunox GE€'0 F 89°'8- sadrun( yein -so sniadrunp orooessordny
(9002) 1001 pue ewIadsoo)
‘TR 19 uURWINIIg w9l I8°L GL0TLL LL°6 6T TLL rodrun( yein -so snradrunp orooessaxdny
rwIsdsouowt
wels S TT Jadrun( pess-auQ sniedrunp aeadessaxdn)
J1opuy
-poom /wod aseqeIRp euead
-poom-mmam/ /:sdyyy Jadrunp 109e31[y -dep sniadrunp orodessaxdny
(oto0z) '1®
190 uwozpq ‘(¥102) soyouRIq sTuUnwWuwod
‘e 10 ayonog Sunogx 220 F LE'9- zodrun( uwowrwoy) snrodrunp orooessardny
(wu)
ozISs ANE\m (suoad
axod -edIN) -rur)
po3so} sueaq K31AT19SIS RCLE] (wrur)
ue3ao sreued -wawx -ox eoae -wrerp y3Suag
oousasjay juerd eoueg)sisax Aeda(g uisada Jo aduasaid ng (edIN) osd preyoedy, | parysed, preyoeay, sweu uoWWIOD seroedg Arure

156



(900g) | 3001 pue wnyor
e 39 UURWINGGIJ welg IT°6ET 89°CC ¥9' 1T ssoxdAo preg -SIp WNIPOXET, oeadessaxdn))
(z102) 1B sopto
190 uwesuer ‘(¥10%) soyouRIq -trowroyd 1o
‘e 10 ayonog Sunox 620 F 8¢'¢e- eTURMIR], eruemIe], oeadessaxdn))
901y S1q A(durs 1o
eIUO}IUI[[PA\ ‘POOM
(0102) B %0 -pel ueldIg ‘poom
uozpdq ‘(g10T) ‘T® -pa1  eirdIg  ‘poom
10 wesuer ‘(¥10%) soyourIq -pa1 juerd se umouy wnajuesrs
e 10 ayonog Sunox 90°0 F 8L°¢- os[e ‘eronbes juelr) |uoipusprionbeg ovooessardny
T F
v XeIN orooessordny
'8°0 poompar erwiopiie) | /'pud  (uoQ
(£00g) A110dg (1rews) F 0z pue poompal [B}SROD ‘) suaarazad
pue TURUWIIDI J youerg TweaN ‘poompar 150D -wes  eronbag oeoadessoxdn))
8T F
8V XBIN
1 POOMPAL RIUIOJ[E)) /pud (uoq
(£00g) L110dg (e8xer) F 9z pue poompal [B}SROD ‘) suaarazad
pue TURUWIID J youerg TweaN ‘poompar 150D -wes  eronbag oeoadessoxdn))
(010%) 'T® %0
uozpp ‘(2107) ‘I poompal eruIojiren
1o uwesuer ‘(¥10%) soyouRIq puR POOMPAI [€)SROD suaarazed
‘e 10 ayonog Sunox L1°0 F 8%~ ‘poomparx 150D -wes  eronbag seadessaxdn))
(0107)
[[oud] pue UOS[IA\ poompal eIuIOjIRD
£q JSERTEREIELE] pue poompal [B}SROD suaarazod
£(g96T) ueuueg 00% L€V 4% 7% ‘poompar 150D -wes  eronbag seadessaxdn))
'$9913 YIMOI3-puodas
198unok woajy jey) uey)
a[qeinp olow aq 03
Spue} sS99I} Yimoi3-p[o
woay Iaquinry ‘oouey (1anq) euoaep
/1opuy -s1so1  Aeoop SurpireSax ‘poompay eruIojire)
-poom /woo aseqeIep a[qeInp AI19A 03 d[qeInp Jues ‘poompayg 150D suaarazod
-poom-mmam/ /:sdyyy A[@jeropouwr se pajey -qe s[eued UISAY 0g< ‘etonbag  ‘poompoy -wes  eronbeag orodessardny
poompal BIUIOJI[E))
(9002) 1001 pue pue POOMPAI [€)SROD suaarazed
e 19 UURWINGIJ wo)g TL'TSS 8L°CT T ‘poompar 150D -wes  eronbag aseadessaxdn))
(zr02) "T°
1o uesuer ‘($10%) soyouRIq 9B}IAIOQIR [RIUSLIO SI[ejULLIO
‘e bE] ayonog Sunox S¥'0 F ¥0°6- 10  elnyy [ejuLLIO snpepAjerd orooessordny
(¥102) soypuRIq euended
e 10 ayonog Sunox €¢°0 F 69¥- - snapooendeq orodessordny
(z102) 1® S9ploqoIsoy
190 uwesuer ‘(0T0Z) soyouRIq -d&138
e 10 uozpg Sunox €10 F 16°2- poompar ume( eronbasejay oeadessoxdn))
(G
ozISs ANE\m (suoad
axod -edIN) -rur)
po3so} sueaq K31AT19SIS RCLE] (wrur)
ue3io sreued -wawx -ox eoae -wrerp y3Suag
aouaasajeoy juerq aouejsisaa Keosa(q uIsax Jo aouasaxg 1ndg (edIN) osd preyosedy, | parysedf, preyosedy, swreu UOWWoD) saroadg Aprure g

157



s9r
-99q jsod 1epmod pue

S9JIWII9) 0}  JURISISAI
/Iopuy os[e ‘{90UB)SISAI AwIOP 2eyIAIOqIY
-poom /uwoo aseqeyep Burpiede1 ojqeinp AIoA uIo)sey ‘repe)) si[ejuap
-poom mmam/ /:sdyyy 03 o[qeINp se pajey JuesqQy qe> Y M UISY}I0N -1000 elnyT, aeadessaxdn))
zodrun( ueolyy pue
HEERG ] POOM-TOI}TO
HebR e i) ueauel
-I991PaIN HEREY ]
‘orqra-roqre Areq
-req ‘9I313 9p sioq
‘orreqaeqg op weAnyl
PLIRSIY P eAnyy
‘[osorreN] 1eySIeys
(¥102) soyouRIq ‘9917 wng owvIepues eje[norg
e 10 ayonog Sunox GL°0 F 1C°€1- ‘eorore ‘9o1j1RIy -Ie SIUI[ORI}DT, orooessordny
zodrun( ueoryy pue
HEERG] POOM-TOI}TO
{od10Te urouel
-I99IPaIN JERRE] ]
‘orjria-10qae Areq
-req ‘9I31y 9p stoq
‘orreqieqg op weAnyg
‘o1193[V . P eAnyg
/1opuy ‘[esorreN] reySieys
-poom /wod-aseqeep *90URSISAI I1910( /J09sUL ‘9917 wng oevrepues eje[nor
-poom-mmm/ /:sdyayg pooS ‘o[qeinp se pajey ‘od1are ‘oa1yaRIYy -Ie SIUI[DRI}d], oeadessoxdn))
ajenyenye
10 ‘ourqes ‘ssoxdAo
(¥102) soyouRIq eWNZajuUON ‘ssoxdAd wnyeuoId
‘e 10 ayonog Sunox I1°0 F €2~ preq |UWINZIJUOIN -NW WNIpoxXeJ, aeadessaxdn))
9L F
9L XBN
LT
(£00g) A110dg F ov (1) wnyory
pue UURUWIISY J youeg Twea ssoxdAd> preg -SIp WNIPOX®eJ, aseadessaxdn))
(otoz) "1®
1o uozppq ‘(¥10%7) soyouRIq wnyoty
‘e b ayonog Bunox 200 F 62°2- ssa1dAo preg -SIp WNIPOXET, aeadessaxdn)
‘a[qeanp
A[ejeropowr se  pajel
Auo s1 s9a13 I198UNOA
woIj poom o[Iym ‘eoury
-sI1sa1 Aedop 01 spiegaa
/1epuy ur  o[qeinp Aia 09
-poom /wod-aseqeep a[qeinp Suraq se pajelr ssaad wnyo1g
-poom-mmm/ /:sdyayg st sseadAD Ymoi3-pio juasqy wmn 0g< -Kopreg ‘ssoad LD -SIp WINIpOXe], orooessardny
(G
ozISs ANE\m (suoad
axod -edIN) -rur)
po3so} sueaq K31AT19SIS RCLE] (wrur)
ue3ao sreued -wawx -ox eoae -wrerp y3Suag
aouaasajeoy juerq aouejsisaa Keosa(q uIsax Jo aouasaxg 1ndg (edIN) osd preyosedy, | parysedf, preyosedy, swreu UOWWoD) saroadg Aprure g

158



TcF

8T X®BIN
L
(£00g) £xrodg F ool o1y T
pue TURWIDH J youerg TweaN IreyuopIe]y ‘0SNUID) eqoriq oxM3urn oea0r0SUID
(otoz)
[[oud pue UOS[IM
Aq poouaIajey
£(Z061) 'T® 30 13008 007 87 6'C - 113{92q 0SxurD 2ed0'O0S UL
(0102) 110U
pue uos[Ipy  Aq
poousidyey *(L00T)
‘Te 10 819qAy woiy ~dds
o8eIoA® snuon) 08 [eele] [sid sotoads joun)xy ©BOpIOOPRIAD) ovoORpPIOSPRIAD)
(otoz)
[[oud pue UOS[IM
Aq poouaIsley
‘mrrojlIe[ROS  OIel
{(166T) sezelIog, (1} ee T pedAd reodseIepreIN s1eny) seok) oreoRpRILD
(z102) ‘T® sso1d Ao mo[[ehk
10 uesuer ‘(¥10%) soyouRIq 10 Iepad-eyse[y sIsuajexjoou
‘Te 19 syonog Sunox G0 F €1°g- ‘ssoad Ao ©Y100N stredAooyjuey seadessaxdn))
(¥102) saypuRIq rrpuel4or stred
e 10 syonog Sunox L1°0 F 8G°8- ssoxd Ao puefher -Aoossexdny x orodessordny
(¥102) soypuelq elogipou
e 10 ayonog Sunox 670 F L8 L- sso1d Ao urejunon RIUO)ISULIPPIAA orooessardny
(z1o02) '1®
1o uesuer ‘($10%) soyouRIq ejeIqRIOp
‘Te 19 syonog Sunox 8€'0 F ST ¥- aejIAroqIe BRI sisdo(ny,J, orooessordny
pooma[3urys
1o ‘1epoo juers
(010T) ‘1B 90 ‘9RIIAIOQIR UISISIAN
uozpq ‘(g10T) ‘T® 10 9®)IAIOQIR JURID)
190 uesuer ‘(¥10%) soyduRIq ‘repeopal oymeJ Io
‘e 10 ayonog Sunox €1°0 F 0T ¥~ Iepaopal UIDISOAN ejeord elnyqg, aseadessaxdn))
JorYYe 3098
-Ul 03 90UR}SISAI paXIwl
e sey 31 ysnoys ‘eouel
-s1saa  Aedep 01 pies
/1opuy -o1 ur a[qeinp AIaa 03
-poom /uwod aseqeIep a[qeINp se pajel ueaq Iepa) POy UIS)SOAN
-poom mmm/ /:sdyay SR IBpoOPaYy UIDISIAN Juasqy 09-G¢ ‘Iepeopoy  UIOISOAN ejeorrd elnyg, oeoadessoxdn))
(otoz)
[[OUd pue UOS[IA\ aejIazoqIe
Aq poouaiajey urogser I0  Iepad sIejuap
£(g96T) ueuueg 00¥ 9°8% £€9°C -931y M UILDYIION -1900 elnyT, oeadessoxdn))
(wu)
ozISs ANE\m (suoad
axod -edIN) -rur)
po3so} sueaq K31AT19SIS RCLE] (wrur)
ue3ao sreued -wawx -ox eoae -wrerp y3Suag
aouaasajeoy juerq aouejsisaa Keosa(q uIsax Jo aouasaxg 1ndg (edIN) osd preyosedy, | parysedf, preyosedy, swreu UOWWoD) saroadg Aprure g

159



J1opuy
-poom /wod-aseqeep

-poom-mmm //:sdyay Iy 1eselq 119sRI] SOIqY avadRUlJ
(v102) | sououeaq
‘e pte) aysnog wﬁﬂ0> 200 H*H v e I 3891104 T1}S9110] SoIq Y/ oradeurJ
R
we)sg '8 I0[0OUOD) ‘I SIIYAA I0[0OU0D S2Iq Y oevadeurq
‘syoeIR 4008
-Ul 0} 9DUR)SISAI O[]
/1epuy Yiym ‘odue)sisor Aedop (yussoad Aqreuors
-poom /wod-aseqeep SurpreSax oiqeysired o9 -8000 S[RUBD UISDI iy
-poom-mmm/ /:sdyay s[qeINp-uou Sse pajey orpewiner)) Juosqe 09-¢¢ I0[0OUOD) ‘I SIIYAA I0[0OU0D S2Iq Y oeadeurq
Jiopuy
-poom /wod aseqeiep eoruoreydad
-poom mmam/ /:sdyyy 1y Mealn) soI1qy oredRUL]
J1opuy
-poom /wod aseqeIRp a1y eION BIURS 'IROJORIq
-poom-mmam/ /:sdyyy ‘ayg QU0209[)S1Ig so1qy orodRUIJ
(z102) soyouRIq ‘eowres
‘e 19 ussuer Sunox 7€'0 F v9°€- a1y wesreqg -1eq so1qy orOORUIJ
‘s3oeIR 4008
-Ul 0} 9OUR)SISAI O[]
/1epuy Yam ‘eoue)sisar Aedop (yussoad Aqreuors
-poom /wod-aseqeep Surpre8aa o[qeysuiad 01 -BDDO S[RURD UISAI eaures
-poom-mmm/ /:sdyayg s[qeinp-uou se poajeYy orjewiner}) Juosqe 0g-G¢ a1y wesreqg -1eq so1qy oradRUIJ
‘s)oeIR 4008
-Ul 0} 9DUR)SISAI O[]
/1epuy am ‘eoue)sisar Aedop (yussoad Aqreuors
-poom /wod aseqeep Surpre8aa o[qeystiad 03 -BDD0 S[RURD UISAI
-poom-mmm/ /:sdyayg s[qeinp-uou se poarey orpewiner}) Juosqe 0G-G¢ Iy I9A[IS oyroed si[iqewe solqy oraoRULl]
‘s3oeIR 4008
-Ul 0} 9DURISISAI O[]
/1epuy Yam ‘eoue)sisar Aedop (yussoad Aqreuors
-poom /wod-aseqeep Surpre8aa o[qeysuiad 03 -BDD0 S[RURD UISAI
-poom mmm/ /:sdyay s[qeinp-uou se pajreYy orpewiner)) juosqe 0g-g¢ 1y 19Af1s ueadoiny eqle seiqy oraoRULl]
(o102) TR
19 uozpg ‘(¥10%) soypuURIq I I9ATIS IO
e 19 aypnog Sunox I1°0 F 00'%- 1y IeAqrs ueadoangy eqre saIqy orvodRUI]
EERGY
woals 1€ Irequeprey ‘o3Nurn rqO[Iq 03 UID) orooROS UIY)
(0102)
[[OUd pue UOS[IA\
\Aﬁ poeduaisjoy 2913
{(206T) "T® 32 33008 00% 08 L | Trequeplely ‘oSyury | eqoiq oSyurp s'20'OINULD
(0102) 110U3] pue
UOS[IA\ Aq poduaie
ou (co61)  Te
12 33005 {(8T6T) o013
1oddny, pue Aerreg 00% ov T Irequoprey ‘o3Nurn rqO[Iq 03NUID) oeoROS UIY)
(wu)
ozISs ANE\m (suoad
axod -edIN) -rur)
po3so} aueaq KJIAT19STS ECLE] (wrur)
ue3ao sreued -wawx -ox eoae -wrerp y3Suag
oousasjay juerd eoueg)sisax Aeda(g uisada Jo aduasaid ng (edIN) osd preyoedy, | parysed, preyoeay, sweu uoWWIOD seroedg Arure

160



Jiopuy
-poom /uwod aseqeIRp

-poom-mmam/ /:sdyyy Towrefo ‘I1y paioeg ©sOI81[a1 soIqy orodRUIJ
‘syoe3R 098
-Ul 09 20UR)SISAI O[]
/1opuy Ym  ‘ooue)sisar Kedap (yussoad Aqreuors
-poom /wod aseqeIRp Surpre8aa orqeystrad o3 -B000 S[RURD UISDI
-poom-mmam/ /:sdyyy s[qeInp-uou se pajey oIjRWINEI)) JUISE 09-G¢ Iy 9[qOoN ereooxd so1qy ovadRUIJ
(o102) "1®
¥ uwozpd ‘(¥10%) seypurIq
e 10 ayonog Sunox ¥1°0 F ST'¥%- 1y ysruedg odesuld se1qy orodRUIJ
‘syoeIR 3098
-Ul 03 Q0uR}SISAL B[]
/1epuy Ym ‘eoue)sisal Aedop (yussoad Aqreuors
-poom /wod-aseqeep Surpre8aa oqeysuad 03 -e000 S[RURD UISAI Iy pax ‘ay dijaeafrs edyIu
-poom-mmm/ /:sdyayg a[qeINp-uou Sse pajey orjewiner}) Juosqe 09-¢¢ Iy pax  eruiojire) -Sew saIqy avadeUrJ
9
urejunoy A}ooy ‘1y
wres[eq uIa)som ‘ures
-leq ojIym Iy wes
(otoe) ‘1B -[eq  utejunowr  ‘Iy
1o uwozpq ‘(¥10%7) soyouRIq 93IyMm ‘Iy wes[eq ‘1y edres
e 10 ayonog Sunox L0°0 F+ ¢9'€- ourdie ‘ay eurdreqng -orse| saIqy o'IDRUILJ
RS
urejunojy A3}oo0y Iy
‘syoeIR 1008 ureseq UIo)soMm ‘wres
-UI 0 90URJSISAI O] -leq o3Iym ‘Iy wes
/Topuy Ym  ‘ooueysisar Aedop (yuesoad A[reuors -Teq urejunowr ‘Iy
-poom /uod aseqeyep Burpiel3ea a[qeystiad oy -eDDO S[RUBD UISAI 231ym ‘Iy wres[eq ‘1y edreo
-poom mmm/ /:sdyyy a[qeInp-uou se pajey orpewIner}) JuUosqe 0g-6¢ surdre ‘a1y surdeqng -orse| seIqy avadeUlJ
Y
urejunoN AXooy ‘1y
wes[eq UIo)som ‘ures
-Teq o3Iym ‘Iy wes
-[eq urejunowr ‘Iy
(9002) 3001 pue oYM ‘Iy wes[eq ‘1y edieo
‘e jo uuerunLaljlg wal s 86°C8G1T 18°CT 76°0 surdie ‘ay surdreqng -o1se[ Selqv Qreadeuld
9
U081 10 ‘1Y I9ATOD
-ueA  ‘Ig 93IYm UuIe
(0102) 'T® -1soMm ‘I IDATIS peaId
19 uozppq ‘(¥102) soyouRIq ‘I ejIym  pue[mor
‘e 10 ayonog Sunox 900 F g9°¢- ‘ag quer8 ‘1y puein sipueas soIqy orOdRUIJ
9
‘syoeIR 3098 uo821() 10 ‘1Y I9AN0D
-Ul 03 Q0UR}SISAI B[] -ueA Iy 9jIYMm  UId
/1epuy Yum ‘eoue)sisal Aedop (yussoad Aqreuors -1som ‘11 I9A[IS 1218
-poom /wod-aseqeep Surpre8aa oqeysuad 03 -e000 S[RURD UISAI ‘I ejIym  pue[mor
-poom-mmm/ /:sdyayg a[qeINp-uou se pajey orjewIner}) JuUIsqe 09-¢¢ ‘ay quers ‘ay puern sipueas sarqy avadeUlJ
(G
ozISs ANE\m (suoad
axod -edIN) -rur)
po3so} sueaq K31AT19SIS RCLE] (wrur)
ue8ao s[eued -wawx -ox eoae -wrerp y3Suag
aouaasajeoy juerq aouejsisaa Keosa(q uIsax Jo aouasaxg 1ndg (edIN) osd preyosedy, | parysedf, preyosedy, swreu UOWWoD) saroadg Aprure g

161



‘Ked

/1opuy -op 03} JuUR}SISAI-UOU O} oonidg uewr
-poom /wod-aseqeep queysisax A[3y3i[s Sureq -105) ‘eonidg ueadoa
-poom-mmm/ /:sdyayg se pojel ST pPOOMIIRDH] -nyg ‘eonidg KemioN saIqe 'adIJ orodRUIJ
(o10T) soyduRIq oonuds ueadoany
e 19 uoz[pq Sunox 60°0 F 99°¢- 10 oonids AemioN soIqe @Il J oeodRUI]
(o10zZ) T®
10 uozpp@ ‘(¥10Z) | seyoueaq sire
‘e LE} ayonog Sunox Y10 F 12¥- YOIR[ UIDISOAN -UspIrod0 XIIe] oredRUI]
TeI9A08s Jo sdnoid
Terpue8ue) ur Io
Arejrjos fuoryng
/Iopuy ‘oouey -1I3SIp Ul oqeliea
-poom /uwoo aseqeyep -sisoa Aedop SuipieSoa pue juenboaajur s1[e)
-poom-mmm/ /:sdyayg a[qeanp A[oye10poIN ‘sfeued UIsal [[RWS 09-¢¢ YOIeT UWIDISOAN -USpIdd0 XIIer] avadeUlJ
TeI19A8s Jo sdnoid
Terpue8ue) Ul 1o
Arejrjos fuoryng
/1epuy ‘oouey -LI3SIp Ul oqelieA yoaer
-poom /uwod aseqeyep -sisaa Aedep SuipieSoa pue juenbaajur uteyse; ‘yoaer] uwed
-poom-mmm//:sdyy a[qeanp A[oye1opoIN ‘sfeued UISAI [[RWS 05-9C -LPwWy  ‘yorIRWE], euIOIR] X1Ie] aeadRUlJ
(s1detogder
/Iopuy -oouR) T ‘uhs)
-poom /uwod aseqeyep -s1soa Aedop SuipieSoa 1rejduweey
-poom-mmm/ /:sdyayg a[qeanp A[oye1opoIN yorer] essueder x1rer] orvodRUI]
(P10T) | seyoueiq
‘e 10 ayonog Sunox 810 F €1°¢- yorel uernyeq Trurjow8 xXrrery orodRUIJ
(010%) 'T® %0
uozp ‘(z10Z) ‘1&
19 uesuer ‘(¥10%) soyouRIq yodler] uowrwo))
e 10 ayonog Sunogx L2320 F 119~ ‘yoxery ueadoangy enpIoop Xue orodRUIJ
/1epuy ‘oouey
-poom /wod-aseqeep -sisax  Aedop SurpreSex YoIe] WOWWOoD)
-poom-mmm/ /:sdyay a[qeinp A19yRISPOIN ‘yoxery ueadoinyg enploep xuer oredRUI]
(A£mfur oy
/1opuy “3[peIje 109SUT 09 onp juesard sowrg
-poom /uwod aseqeyep jue)sisor A[[erous8 pue -owos ySnoyy) jues
-poom-mmm/ /:sdyayg ‘o[qeinp Aroa se pojey -qe s[eued UISOY ge-qg uoueqar] Jo 1epa) uRqI SNIpaD avadeUlJ
niepeasp
/1epeaap/iepaop/I1ep
(0102) TR -oop 10 ‘1repod
19 uozpg ‘(210%) soypuURIq uelepewry erep
e 19 uesue[ Sunox 9¢€'0 F 69°9- ‘reped Tepoa( -0op snipa) orodRUI]
(0102) ‘T® %0
uozppq ‘(¢10T) 'T®
90 uasuer ‘($10%7) soypuURIq ed1juR]
e 10 syonog Sunox 800 F €1°G- Iepod SB[}y -je snape) oredRUIJ
(¥102) soyouRIq sIsuou
e 3o ayonog Sunox L0°0 F €T°¢- 19 ureyxes -leyoes  seqy. Qradeuldg
(wu)
ozISs ANE\m (suoad
axod -edIN) -rur)
po3so} sueaq K31AT19SIS RCLE] (wrur)
ue3ao sfeued -wewt -a1 woJe -wrerp y38usg
oousasjay juerd eoueg)sisax Aeda(g uisada Jo aduasaid ng (edIN) osd preyoedy, | parysed, preyoeay, sweu uoWWIOD seroedg Arure

162



(900g) | 3001 pue
‘Te 3o uURWILIg welg 927996 l4dan ST'T sonuads yoerg eURTIRW BIDIJ ovadRUlJ
(mo=eTTF01dsT
B0S.T6C=pTUOXE] ;XdSe
*STTR39(I9PUTJIURTd
/Ioputauerd/SIo
*feopIeSTes TUR10qTINOSSTW
(¥102) seyourIq ~mnn//sdaay) stsueg
‘e b ayonog Sunox €1'0 F 98°'¢- oonuads Suemry -uemqI[ eI J avadeUlJ
(z10T) | seyoueiq
e 10 uesue[ Sunox 920 F g% oonads 29T A\ eone[S ead1g ovadeUIJ
‘Aed
/1opuy -9p 0} jue)sISAI-UOU 09
-poom /wod-aseqeep queysisax A[1y3i[s Sureq
-poom mmm/ /:sdyayg Se pojel SI POOMIIRdI] oonadg 99Ty A\ eone[S ead1qg avadeurJ
(otoz)
[[ouy] pue UOS[IA
Aq poousieyey
£(g96T) ueuueg 00% eLe 10°¢ oonuads 29Iy A\ eone[S ead1qg oeadeurq
(0102)
[[ous] pue UOS[IM
Aq peouaiejey
£(g96T) ueuuRg 00% 9°,€ ce'e oonads 991y A\ eone[s eadrd orodRUI]
oonads
I9ATIS I10 ‘eonads urey
(010%) soypuURIq -unow ‘eonids 931ym ruueut
‘e EE] uozieg Sunox 600 F ST ¥- ‘eonads uueweluy -[e8us  wed1g avadeUlJ
sonads
I9ATIS I0 ‘eonads urey
-unow ‘eonids 931ym nuuew
welg L'8 ‘oonads uuewpSuy -eSus  eedIg oradRUIJ
‘Led
/1opuy -9p 07} JuUR}SISOI-UOU O}
-poom /wod aseqeIRp juegsisax A1pySis Sureq muuewt
-poom mmam/ /:sdyyy se pojel ST poOOMIIBOH oonidg uueweduyg -1o8us ©’a01 g orodRUI]
(0102) sonads
[[oUd pue UOS[IA\ I9ATIS 10 ‘eonads urey
Aq poouaiajey -unow ‘eonids a31ym nuuew
{(g96T) ueuueyg 00% 1°9¢ 16°C ‘oonads uueweSuyg -1o8ua ©°O0IJ orodRUIJ
(o102) sonuds
[[OUd pue UOS[IA\ I9ATIS 10 ‘eonads urey
Aq poouaisyey -unow ‘oonids 931ym ruuew
£(g96T) ueuueg 00% ¥'ce 6°C ‘oonads uueweSuy -1o8ua ©°a0IJ orodRUIJ
oonads
I9ATIS I1o0‘eonads
urejunow ‘eonids
(¥102) 1001 pue arym‘oonads TuuRw
‘e Jo uUURWILg welg 16'% 7G8 €8°CT 9T'T uuewpSuy -[oSus  eod1g avadeUlJ
()
a2z1s (gui/s (suoad
aaod -edIN) -rur)
poa3sag aueaq KJIAT19STS ECLE] (wrur)
ueSao sfeued -wewt -a1 woJe -wrerp y38usg
souaaajoy juerq aouejysisaa Keda(q uIsax Jo aouasaxg 1ndg (edIN) osd preyosedy, | parysedf, preyosedy, swreu UOWWoD) soroadg Aprure g

163


https://www.missouribotanicalgarden.org/PlantFinder/PlantFinderDetails.aspx?taxonid=291750&isprofile=0&
https://www.missouribotanicalgarden.org/PlantFinder/PlantFinderDetails.aspx?taxonid=291750&isprofile=0&
https://www.missouribotanicalgarden.org/PlantFinder/PlantFinderDetails.aspx?taxonid=291750&isprofile=0&
https://www.missouribotanicalgarden.org/PlantFinder/PlantFinderDetails.aspx?taxonid=291750&isprofile=0&
https://www.missouribotanicalgarden.org/PlantFinder/PlantFinderDetails.aspx?taxonid=291750&isprofile=0&
https://www.missouribotanicalgarden.org/PlantFinder/PlantFinderDetails.aspx?taxonid=291750&isprofile=0&

‘{Arejrjos Ap3sowr

/1opuy ‘Aedop 09 ‘poInqrigsip A[uaso
-poom /uwod aseqeyRp Jue)sIsal K[ojerapout se pue snorownu
-poom-mmm / /:sdyay pajel ST poomyresay 9y J, ‘sreuro ursex agier 09-6¢ aurd ueaqqrie) eoRqLIRD SNUIJ avadRUIJ
(900g) | 3001 pue
‘e 39 uuReuwIaljrdg E@Gm L8T Z'ST €T D:_Q Q.NUQQM.N.NO eoarquIed Snul g oradeurJ
(0102)
[[oud] pue UOS[IA
£q JeEBLEREIEIN eueIsyURq
$(g961) ueuued 00% v'ae £C°€ surd per snutd Qreadeuld
(0102)
[[ous] pue UOS[IM
£q SERICREIEE euRISNURQ
$(g961) ueuued 00% 6 7€ vie outd spep snutd Qresdeuld
Arejrjos
Apysowr ‘paynqriysip
/1epuy *ooue)sIsar Keodop A[usAs pue snotowr
-poom /wod-aseqeep Ul MO[ 0} 9jeISPOW S -nu  ‘sfeued  UISAI euRISNUR(Q
-poom-mmm/ /:sdyay pajel ST poomireay oy J, pazIs-wWnIpajy 0g-9€ surg oer snurg oeooRUI]
ould Suides1)) pue
(ot02) ‘1 fourd  qnidog  ‘ourd
10 uozpp@ ‘(¥10T) | seyoueiq yoyg  ‘eurd ey sines
™ 3o yonog Sunox 0T'0 F 6T°€- ‘fourd IR “lqre snuid Qresdeuld
TeI19A0s Jo sdnoid
Terpuedue) Ul 1o
Arejrjos ‘fuornqriy
-SIp Ul 9[qeLIRA pu®R
‘Aed snolawnu o3 asieds
/1opuy -op 09} JuR}SISAI-UOU O} ‘(eonads 19yjo ueyy
-poom /wod-aseqeep queysisox A[9y3i[s Sureq I981R[) S[eURd UISII SIS
-poom mmm/ /:sdyayg se pojel SI POOMIIRDH pozis wnipaN 09-G¢ oonidg eq11g -uayDd}Is ®IDIJ orodRUIJ
‘Ked
/1epuy -9p 03} juRj}SISAI-UOU O}
-poom /wod-aseqeep queysisor A[9y3i[s Sureq oonidg >oep
-poom mmm/ /:sdyay se pojel SI POOMIIRIH -uoarpy ‘eonadg poy suoqni 'adlg oraoRULl]
(z10g) | seyoueiq
e 10 uosue[ Sunox 61°0 F 12°S- sonads xoerg ruURIIRW €Ol oredRUIJ
(0102)
[[ous] pue UOS[IM
Aq poouaiejey
{(g96T) ueuuRg 00¥ g'ze e sonuads yoerg PURTIRW BIDIJ ovadRUIJ
(0102)
[[oud pue UOS[IM
Aq poouaiajey
£(g96T) ueuueyg 00% L'6C z0°¢ oonuads yoerg eURIIRW BIDIJ orodRUIJ
‘Aed
/1opuy -9p 0} jue)sISAI-UOU 09
-poom /wod-aseqeep queysisax A[9y3i[s Sureq
-poom-mmm/ /:sdyayg se pojel ST pPOOMIIRDIH] oonadg >oelrg eURIIRW BIDIJ orodRUIJ
(wu)
ozISs ANE\m (suoad
axod -edIN) -rur)
po3so} sueaq K31AT19SIS RCLE] (wrur)
ueSao sfeued -wewt -a1 woJe -wrerp y38usg
oousasjay juerd eoueg)sisax Aeda(g uisada Jo aduasaid ng (edIN) osd preyoedy, | parysed, preyoeay, sweu uoWWIOD seroedg Arure

164



‘se10ads oy
10] AjI{IqeInp 9Id0Ipauwr
$99BOIPUISIaIY peop
Burpue)s uo sauop Apnis
e ‘IoAomoy  ‘o[qefreae

are  s9s9)  AI[IqeRINp {L1ejrjos Apysowr
/Iopuy umouy ou ‘lequun se ‘poInqrigsip A[uaso uoAurd opeio
-poom /uoo aseqeyep pojsoarey A[eiousald pue snoJlewnu -[0D ‘uoAurd o[peeu
-poom mmm/ /:sdyyy 9, UST 9ulJ uoAuig 2ourg ‘speuen ursex o8aery 0S-G2 -omJ, ‘eurg uoAuig sInpe snuiJ orodRUIJ
Arejrjos Apjsour
/1opuy *90ur)sIsal Aedop ‘poInqrigsip A[uaso
-poom /uwod aseqeyRp Ul MO[ 03 9jeIopow se pue snorownu
-poom mmam/ /:sdyyy pajel ST poomyresay 9y J, ‘sreuro ursex afier 09-G¢ aulJ jea[3ioys ©)RUIYDD SNULJ avadRUIJ
osurd ej10ju0)) ‘ourd
(ot02) soypurIq postmy, ‘ourd a1oyg
e 10 uozjog Sunox 810 F 06°¢- ‘ourd arode3pory ®1I0)U0D SNUIJ orodRUIJ
(otoz)
[[ou3y] pue UOS[IA\ ouid ej103uoy ‘eurd
Aq poouaIsley porsim, ‘eurd aioyg
£(g96T) ueuueg 00% ¢'ee 10°€ ‘ourd ajode8pory ©1I0)U0D SNUIJ oradRUIJ
80 +
c8 XBIN
0 ouid ej103u0y ‘eurd
(£00g) A110dg ¥ 22 pojsimy, ‘eurd aroyg
pue UURUWIINGI J qunay, TweaN ‘ourd a1odaSpor ©}10)U0D SNUIJ avadeur g
W VT F
€0 XBIN
‘9°0 ouid ej103u0y ‘eurd
(£00g) A110dg ¥ A pojsimy, ‘eurd aroyg
pue UURUWIIN J youerg ‘weaN ‘ourd a1oda8por ©}I10)U0D SNUIJ avadeUlJ
Axejrjos
Apysowt ‘pagnquaysip
/1epuy ‘o0uR)SISOr ARDOp AJusAs pue snotowr
-poom /wod-aseqesep ul MO[ 0} 9jelopouwr se -nu  ‘sjeued  uIsal aurg aI1oyg
-poom mmm/ /:sdyayg pajel ST poomireay oy J, PpozIS-WNIpPajy 09-¢¢ ‘ourg a1oda8por ©}I10JU0D SNUIJ aeadeur g
(0102)
{[ou3d Ppue UOS[IA\ outld eji03uoy ‘eurd
Aq peousiejey possmmy, ‘eurd eaioyg
£(g96T) ueuueg 00% ¥v'ge 6'C ‘ourd a1oda8por ©}I10)U0D SNUIJ oeadeurq
(900z) | 2001 pue ourd a10yg
“Te 3o uuewWILaIg wels GG LLET 9C¥1 6°0 pue ourd sjode3pory ©}103U0D SNUIJ avadRUlJ
{Areqrjos A(3sowr
/1opuy *aour)sIsal Kedop ‘paInqrigsip A[uaso
-poom /wod aseqeIRp Ul MO 0} 9jeIopowr se pue snorownu
-poom-mmam/ /:sdyyy pojel ST poomyresay 9y J, ‘sreuro ursex afiery 09-G¢ aurJ pueg esned snurJ ovadRUlJ
(oto0z) '1®
190 uwozpq ‘(¥102) soyouRIq auid efjore
e 10 yonog Sunox L1°0 F ¢o'e- 10 ourd auO0ls SSIMG eIqUILD SNUIJ avadeUlJ
(G
ozISs ANE\m (suoad
axod -edIN) -rur)
po3so} sueaq K31AT19SIS RCLE] (wrur)
ue3io s[eued -weut -ox eoae -wrerp y3Suag
aouaasajeoy juerq aouejsisaa Keosa(q uIsax Jo aouasaxg 1ndg (edIN) osd preyosedy, | parysedf, preyosedy, swreu UOWWoD) saroadg Aprure g

165



(900z) | 1001 pue e[dyd
‘e Jo UURW I J wealg 12°8VEV ceer 66°0 uofurd yes[-o[Surg -ouowr  snurg orvodRUI]
oelye
109sUI /031UI9Y 0% O[qIY
-deosns osfe st oulg
ueIjeWInG  "9OURISISOI
/1epuy Aedop SuipreSai  o[qe
-poom /wod-aseqeep -ysuad 03 o[qeinp-uou Qulg SNISIN
-poom-mmm/ /:sdyay se pojel SI poomiresy ‘ourg ueIjRWUNG usnyIawW snut g orodRUl]
{A1eyijos os[e wn
Apysow ‘pasnqray 09 ueyy
/1epuy ‘oduR)SISOI ARDOP -sip  A[uead  pue arow aq
-poom /wod-aseqeep ur Mo[ 0} 9jeISPOW SB snorownu  ‘speued pnoo euery}
-poom-mmm/ /:sdyay pejel sI poomireay oy, ursex  o8ie] AIop ‘wn ge< surd resSng -Taquuie| snuld oreoRUI]
/Iopuy *90uRr)sIsal Aedop (strernsur
-poom /wod-aseqeiep Ul MO[ 0} 9jeIdpOW S® aurg d ‘ufs)
-poom mmam/ /:sdyyy pajer st poomyreay 9], jon8uag ‘ourd 1seyy| eA1soy  snuidg orooRUI]
poomA[Ies (K1ejrjos
Apjsowr ‘paynqriysip
/Iopuy *90uRr)sIsal Aedop A[uoA® pue Snolaw
-poom /wod-aseqeiep Ul MO[ 0} 9jeIdpow Se -nu  ‘s[eued  UISOI
-poom mmam/ /:sdyyy pajer st poomyreay ay,J, o8re[-WNIPaJN 09-G¢ surg Asager hoxgel snurg oradRUIJ
(z102) soypuelq 1Semyrey
e L} uasue Sunox G0'0 F gy e- ourd s Somjrely snurJ orodRUIJ
(oto0z) '1®
19 uozppq ‘(¥102) soyouRIq uaI0 s, WelesnIaf sts
‘Te 19 syonog Sunox S0°0 F L9°¥- ‘ourd oddary -uodoyey snurg orODRUIJ
Arejrjos Appsowr
/1epuy ‘oouRr)sisal Avoop ‘ponquigsip A[uaase
-poom /wod-aseqeep Ul MO[ 0} 9jeISPOW S pue snorownu
-poom-mmm//:sdyy pojel st poomjresy oy, ‘syeued ursax 98Ier] 09-g€ osurg sonxdg eiqe[s snurg oeooRUI]
(o102) T® ourq
jo uwozp@ ‘(¥10T) | seyoueiq 9TY M urejUNOIN
e 10 syonog Sunox S8T'0 F 14°€- Apoy ‘eurd raquuii] SI[IXoY snuig oredRUIJ
Axeqrjos Ap3sowr
/1opuy *aour)sIsal Aedop ‘poInqruigsip A[uaso aurg
-poom /woo aseqeIRp Ul MO[ 0} djeIopour Se pue snoJownu 9TYAN UrejuUNoN
-poom-mmam/ /:sdyyy pojel sI poomjreay oY, ‘sTeued uIsal a3ier] 09-¢¢ A3poy ‘eurd Jequuir SI[IXoY snuld orodRUIJ
Axeqrjos A[3sowr
/1opuy ‘Aedop 01 ‘paInqriysip Auoss
-poom /uwod aseqeIep Jue)sisal A[ojeIspowr se pue snoJownu
-poom mmm/ /:sdyay pojel SI poomjreay oy, ‘sTeued uIsal a3ier] 09-G¢ aurg yseis 113901[[@ snurJ orodRUIJ
uoutd Ajdurrs
1o ‘fourd  uoAurd
(o102) soyouRIq ‘uourd o[poau-omy
e 19 uozjog Sunox 90°0 F €0°'%- ‘uoAurd oprio[o) sIMpo snurJ orodRUIJ
(wu)
ozISs ANE\m (suoad
axod -edIN) -rur)
po3so} sueaq K31AT19SIS RCLE] (wrur)
ue8ao s[eued -wow -a1 eaJe -werp y33uag
oousasjay juerd @ouejysisaa Aeda(g uisada Jo aduasaid ng (edIN) osd preyoedy, | parysed, preyoeay, sweu uoWWIOD saroadg Arure

166



(0102)
[[ouU3 Ppue UOS[IM

ourd
-MO[[9A UISISOA\ IO

Aq peouaiejey] ‘ourd yoelyoerg ‘eurd 'solop
£(g96T) ueuueg 00¥ 9'8¢ ce'e 1Ing ‘outd esoropuod -uod snurg oreoRULl]
{L1eyijos
A[3sowt ‘panqriysip ourd
/1epuy ‘oduR)SISOI ARDOP A[usAs pue snotowr -MO[[eA UISISOA\ IO
-poom /wod-aseqeep Ul MO[ 0} 9jeISPOW S -nu  ‘s[eurd  UISAI ‘ourd yoelsoe[g ‘eurd esoIap
-poom-mmm/ /:sdyay pejel sI poomireay oy, o8re[-wNIPaIN 09-G¢ 1Ing ‘eutd esoropuod -uod snurg oreoRULl]
(0102) TR ourd [osered
1o uozpg ‘(¥10T) soypuURIq pue ourd e[PIqUN
‘e LE} syonog Sunox 910 F 7€ ¥~ ‘ourd ouojs ueli[R)] eourd snuidg oradRUIJ
(010%) ‘T® %0
uozppq ‘(2102T) ‘T
1o uwesuer ‘($10g) soyouRIq autd 199sniD
“re LE) ayonog Sunog .00 F zLe 10 ourd ewIILIRIA 1o9seurd snur g orodRUI]
\h@@ﬂm ‘odue)sisal %@UD@
-poom /wod aseqeIep Ul MO[ 0} djeIopou Sse asurd 193sn[D
-poom mmm/ /:sdygyg pojel SI poomireay oy, 1o ourd owIILIRIN 1o9seurd snurg orodRUIJ
'90uR)SISaI Avd
/1opuy -ap 03 spIeSar ul s[qeyst
1@003\500.0@@3@&@@ -1od 01 9[qeanp-uou se
-poom-mmm/ /:sdyag pojel SI poomireay oy, aur g ernjed e[nyed snurg orodRUIJ
Arejrjos A[3sowr
/1epuy ‘Aedop 01 ‘pagnqriysip A[uoas
-poom /wod aseqeep jue)sIsal A[ojeIopout se pue snorewnu S1I)
-poom-mmm/ /:sdyayg pejel sI poomireay oy, ‘speueo ursax o3aery 09-G¢ aurd jeo[8uory -snjed  snurg oraoRULl]
*oouey
-sisoa  Aeoop 09 spieS
/1epuy -21 Ul S[qrINp-uou 0%
-poom /wod-aseqeep a[qeinp A[ojerspowr se QUIJ MO[[OL
-poom mmm/ /:sdyay pojel s1 poomireay 9y, ueOIXSIN ‘Ould 91000 edrecoo snurg oradRUIJ
(z10g) | soyoueiq surd 3pe[q
e 10 uosue[ Sunox zqe- 10  ourd ueLSNy eISTU Snuig oredRUIJ
{L1eqrfos
*aour)sIsal Aedop A[3sowr ‘panqrig
/Iopuy Surpre8a1 o[qeinp-uou -sIp  A[uaae pue
-poom /uwoo aseqeyRp 0} 9[qeinp A[ejeropowr snorowinu  ‘speued autd oe[q
-poom mmm / /:sdyay se pojel SI POOMIIedH] UTSaX POZIS WNIPDA 09-G¢ 10 eurd uenysny eigtu snurg avadRUlJ
(0102) ‘T®
10 uwozpq ‘(¥102) soyourIq aurd urejunour
e L} ayonog Sunox L0°0 F vLe- ssimg 10 ourd o3ny o8nw snurg orodRUIJ
Arejrjos Ap3sowr
/1epuy ‘ooue)sisar Keodop ‘paInquiysip Auoss
lﬂvOO;\EOU.Omﬁﬂﬁuﬁﬁu ur MO O} 9jelspouwr se pue snoJswinu Quld 93IgA\ oyepl e[od
-poom-mmm/ /:sdyayg pojel SI poomireay oy, ‘sTeued ursal agier] 09-G¢ ‘aurd 93T A\ UID)SOAN -1juowr  snulJ orodRUIJ
(wu)
ozISs ANE\m (suoad
axod -edIN) -rur)
po3so} sueaq K31AT19SIS RCLE] (wrur)
ue8ao s[eued -wow -a1 eaJe -werp y33uag
oousasjay juerd @ouejysisaa Aeda(g uisada Jo aduasaid ng (edIN) osd preyoedy, | parysed, preyoeay, sweu uoWWIOD saroadg Arure

167



auild 3j0g pue

(o102) ‘ourd y3nowdam
[[ou3] pue UOS[IA\ ‘ourd  o3iyp  ‘eurd
Aq poduaiajey 29Iy m WISYFION
£(g96T) ueuueg 00% v Y0¥ ‘ourd ojrym uILseH snqoajs snurg Qvadeurq
{L1ejrjos Ap3sowr
/1epuy ‘oduR)SISOI ARDOP ‘pagnqriysip A[uoad
-poom /wod-aseqeep ur mo[ O} 9jrIspow Se pue snorswnu aurg
-poom-mmm//:sdyayg pajel ST poomireay oy, J, ‘sreuro ulsax afiery 09-¢¢ ysieN ‘eurg puod eUI0I8S SNUIJ oevadeurq
{L1ejrjos Ap3sowr
/1epuy *oouRr)sisal Avoop ‘ponquigsip A[uaase
-poom /uwod aseqeyRp Ul mO[ 0} 9jrISpowW Se pue snotewnu
-poom-mmm//:sdyy pejel SI poomyresy ayJ, ‘s[euro ursel adrer] 09-G¢ aurg youd ep18u snurg aeadeUlJ
(otoz)
[[OU3] pue UOS[IA\
Aq poouaivjey aurd
£(g96T) ueuueg 00¥ v LE 9¢€'€ AemioN ‘eurd peoy eSOUIsal snul g avadRUlJ
‘sotod
Ay119n 10 s3sod se yons
suoryeorjdde Ior199xo Ul
pesn oq Iajjearayy ued
pue searjearssaxd yjim
pejeal) A[Ipeal si aurd {L1eqrfos
paoy ‘eouejsisar Aeoap A13sowr ‘penqrry
/1opuy Surpiedaxr 9[qeinp-uou -SIp  A[uead  pue
-poom /woo aseqeIRp 09 o[qeInp A[@jeIspowr snorownu  ‘speued aur g
-poom-mmm/ /:sdyayg Se pojel SI POOMIIRIT] UISOI POZIS WNIPIIN 09-G¢ AemIoN ‘eurd poy BSOUISAI SNUTJ ovadRUIJ
autg
(z102) soyouRIq suSisuy ‘ourd Aarsg
e 10 uesuer Sunox V10 F LET- -UoN ‘eurd elerpey ejRIpRI SNUlJ orOdRUIJ
‘suorjeoijdde I01193%0
Ul pesn SI pur S9AI}RA
-1esoxd UM pajealy
Arpeaa st poomdes oy J, {Areqrjos Ap3sowx
‘ooue)sisal  AvO9p 01 ‘paInquiysip Auosd
/1opuy spieSox ur o[qeystiad pue snorownu aur g
-poom /woo aseqeIRp 0} s[qeInp-uou se A19A ‘sTeurd uIsal stu8isuy ‘ourg Ao193
-poom-mmam/ /:sdyyy pojel ST poomyresay oY J, o8 Ie[-wnIpajyN 09-G¢ -UOJN ‘eurd ejyeIpey ejeIpRI SNUIJ ovadRUIJ
Axeqrjos A[3sowr
/1opuy ‘ooue)sisal Keoop ‘paInqriysip Auoss
-poom /uwod aseqeIep Ul MmO[ 0} 9jelopowr se pue snorownu aur g
-poom mmm/ /:sdyay pojer ST poomyresay oY J, ‘sreurd ursax afier 09-G¢ UreIUNOIN a1qe], suaSund snurJ ovadeUIJ
ourd
(0102) 'T® -MO[[9A UIdISOA\ IO
190 uwozpq ‘(¥102) soyouRIq ‘ourd xoelyoerg ‘ourd esoIop
e 10 yonog Sunox G0°0 F 98°¢- g ‘eutd esorepuoJg -uod snurJ orodRUIJ
(G
ozISs ANE\m (suoad
axod -edIN) -rur)
po3so} sueaq K31AT19SIS RCLE] (wrur)
ue3io s[eued -weut -o1 waae -wrerp y3Suag
aouaasajeoy juerq aouejsisaa Keosa(q uIsax Jo aouasaxg 1ndg (edIN) osd preyosedy, | parysedf, preyosedy, swreu UOWWoD) saroadg Aprure g

168



(0102)

asutd uerquno))

[[OU3 PU® UOS[IA\ pue ‘ourd uo8
Aq peouaiajay -210 ‘1y-sersnoq 1se1ZUa W
£(g96T) ueuueg 00% 7' 0% 6S°¢ ‘ayg se[8noQq e8nsjopnasd orodRUl]
{[eranss jo sdnoa8
Terpueldue) ur JIo
‘yoryje g00suUl 0} 9[qIY Areyijos fuoryng
-deosns st 4nq ‘Aroop 03 -LIJSIp Ul 9[qelIRA suid uerquniop
/1epuy preSa1 ur s[qeinp A[oje pue quenbaajur pue ‘ourd uo8
-poom /wod-aseqeep -Iopow aq 03 pajel sI ‘s[eurd UISAI POzZIS -210 ‘ry-serSno( sa1ZuUa
-poom-mmm/ /:sdyayg poomyreay aIrg-se[Snoq wnipaw 03 [[ewg 09-G¢ ‘ay se[Sno( e8nsjopnasg avadeur g
(y10g) | seyoueiq siIqeure
‘e b ayonog Sunox ST'0 F 9T %~ yoIe| uspon XLre[opnasJ aeadeUl]
aurd
(z10%) soyouRIq 291 Mm uele[ew eue
e 10 uosue[ Sunox IT°0 F €8°C- 10 ourd ueAerewry -IyoI[em snui g orIdRUIJ
Axeqrjos Ap3sowr
/1opuy ‘ooue)sisal Kedop ‘paInquiysip A[uoss
-poom /woo aseqe)ep Ul MO[ 0} 9jelopowr se pue snorownu aur g eue
-poom-mmam/ /:sdyyy pojer ST poomyresay oY, J, ‘sreuro ursax afiery 09-G¢ qniog ‘ourg erurSirp -TuiSara - snurg ovadeUIJ
(o102) "T®
19 uozppq ‘(¥102) soyouRIq ejeu
e 10 ayonog Sunox LT1°0 F L1°0- aurd urejunojy -roun snutg orOORUIJ
Arejrjos Appsowr
/1epuy ‘o0uR)SISOI ARDOP ‘pagnquiysip A[uoad
-poom /wod-aseqeep ur mo[ 0} 9jrIspow Se pue snorownu
-poom-mmm//:sdyay pajel ST poomireay oy, J, ‘sreuro urlsax agiery 09-¢¢ aurg A[[orqor] epae) snurg oevadeur g
‘sotod
Ay119n 10 sysod se yons
suorjeorjdde 101193x0 Ul
pesn oq I9jjealsy} ued
pue soarjearssard yjim
pojear) A[ipeal s1 aurd Axeqrjos
$7100G "90UR)SISAI ABDOP A[3sowr ‘panqrig
/1opuy Surpre8a1 o[qeInp-uou -sIp  A[uaae pue
-poom /uwod aseqeyRp 0} 9[qeinp A[ejeropowr snorowinu  ‘speued STI)SOA[AS
-poom mmam/ /:sdyyy se pajel SI PoOmjIed UuIsal pazls WnIpajy 09-G¢ aurJ 3008 snurg avadeUlJ
(o102) soyouRIq SI119S9A[AS
e 10 uozpg Sunox 200 F 0T'¢- aurd sjoog snurg avadeUlJ
auild 3jjog pue
(o102) ‘ourd Y3nowdam
[[0OU3M Ppue UOS[IA\ ‘ourd  oqypan  ‘ourd
Aq poouaiajey 29Iym UWISYIION
£(g96T) ueuueg 00¥ 0¥ zL€ ‘ourd ojrym uIalseH snqoIjs snurg aevadeurJ
suild 3jjog pue
Arejrjos Ap3sowr ‘ourd YINOW AN
/1epuy ‘ooue)sisar Keodop ‘paInquiysip Auoss ‘ourd  oqypn  ‘ourd
-poom /wod-aseqeep ul MO[ 0} 9jelopouwr se pue snorawnu 29Iym UISYIION
-poom-mmm/ /:sdyayg pajel ST poomireay oy J, ‘sreuro ulsax agiery 09-¢¢ ‘ourd ojrym uIalseH snqoIjs snurg avadeUlJ
(G
ozISs ANE\m (suoad
axod -edIN) -rur)
po3so} sueaq K31AT19SIS RCLE] (wrur)
ue3io sreued -wawx -ox eoae -wrerp y3Suag
aouaasajeoy juerq aouejsisaa Keosa(q uIsax Jo aouasaxg 1ndg (edIN) osd preyosedy, | parysedf, preyosedy, swreu UOWWoD) saroadg Aprure g

169



soprourwWOYd

(900g) | 2001 pue 113
e 30 UURWINGGIJ welg 0T¥%T TTT 89T eyeyourJ, snpeorAyd aeadedieoopod
ourd I9A[IS 9ITYA
(¥102) soyouRIq 10 ‘ourd pue[lsopn 108
‘e 10 ayonog Sunox 12°0 F 88°¢- ‘ourd I9A[IS ‘OBOURIN -U9[0d OBOURIA orodedrecopoJ
(¥10T) soyouRIq aurd arrenb urpueIy
‘e bE] ayonog Bunox 9¢'0 F ge'¥- -or]N 10 suid uony soqouajsoreder| aeadedieoopod
*}10v4U0D
punoid 3091Ip JO Suol}
-eordde ur s[qeinp-uou
se pojel oie -dds wnip
-A10e ysSnoyy ‘suory
-eoridde ourrewr ur £31
-[lqeanp poo3 Suiaey
/1opuy se popieSel L[[eiousn)
-poom /woo aseqeIRp ‘uoryeoijdde pue seroads aurd atrenb T uRIy
-poom mmam/ /:sdyyy uo Suipuadep SOLIBA Juasqy 09-¢¢ -oeJy 1o auid uony soqoajsoreger] orededieoopod
(¥102) seypuriq ourd urey H[MMplq
e 10 ayonog Sunox 120 F €G- -unojy 1o ould Sog sndieosojey orooedresopod
(¥102) soypuURIq osurd oIS soproxe)
‘e FE] ayonog Sunox €90 F gg'g- ueruopae) MIN wnojjesreq avadedieoopod
(9002) j001 pue wnuissoxd
‘e jo UURWILIIJ welg 0S6T 60T c9'T nwryy -no wnipAIoeq oeadedieoopod
soyoueIq seprorredoneIe
(¥102) 'Te 72 yonog Sunox 6€£°0 + 8L¢- - wnipAied oseadedieoopod
(o102) soypueiq soprorpAoep
e LB} uozd Sunox 910 F 149°C- eoreIey] sndieolioeq orodedresopodg
(¥102) soyouRIq poom 101710013
e 10 ayonog Sunox 0T'0 F 9¢'9- MO[[eA ueolyy 9Jser sndresoryy aseadedieoopod
(¥102) soypuURIq rroyoued
‘e b ayonog Sunox L0°0 F z9'e- - s[Adowoy seadedieoopod
3{orjje 309sUl 09 I[qTY
/1opuy -deosns os[e pue ‘eouey
-poom /uwod aseqeyRp -s1sa1  Aeoop Suipiedaa rvuRIS
-poom mmam/ /:sdyyy a[qeInp-uou se pajey Juesqy 09-6¢ MOO[WaH UIRJUNOIN -usjrow e3nsy, avadeUlJ
3[orjje 309suUl 09 I[qIY
/1opuy -deosns os[e pue ‘eoue)
-poom /woo aseqeIRp -s1sax  Aedoop Surpiedax e[dAyd
-poom-mmam/ /:sdyyy a[qeInp-uou se pajey Juesqy 09-6¢ OO[WOH WIDGSIAN -oroj9y eSnsy, ovadRUIJ
3[orjje 309suUl 09 I[qIy
/1opuy -deosns ose pue ‘eoue)
-poom /wod-aseqeyep -s1sox  Aeoop SurpreSax JoO[Wa] ueIpeUR)) sIsuapeued
-poom mmm/ /:sdyay a[qeINp-uou se pajey Juasqy 09-6¢ “Spporwe wIagser ednsy, ovadeUIJ
ourd uerquIniop
(0102) T® pue ‘ourd  uoB
190 uwozpq ‘(¥102) soyouRIq -210 ‘ry-serSno(q Isa1ZULa
e L) yonog Sunox S1'0 F 89°¢- ‘ay se[8nog e8nsjopnasg avadeUlJ
(G
ozISs ANE\m (suoad
axod -edIN) -rur)
po3so} sueaq K31AT19SIS RCLE] (wrur)
ue3io sreued -wawx -oa eeJe -wrerp yiSueg
souaaajoy juerq aouejysisaa Keda(q uIsax Jo aouasaxg 1ndg (edIN) osd preyosedy, | parysedf, preyosedy, swreu UOWWoD) soroadg Aprure g

170



3[oe)Ie 109SUL

JsoWw 0} JUBJSISOI OS[e

st

pue ‘oouejsisor Aeo

/1opuy -op 07 paeSal ul a[qeinp mok uead
-poom /wod-aseqeep A19A 01 o[qeINp WOIJ {ques -omng 10 ‘mak ysis
-poom-mmm/ /:sdyyyg soSuer mox ueadoing -qe s[eued UISOY qz> -uy  ‘moek  uowrwo)) ejeddRq SNXE], oroOEXR],
(0102) “'T® mok ueod
19 uozppq ‘(¥10%T) seyourIq -oang 10 ‘mak ysis
‘Te 19 syonog Sunox 1€°0 F 679~ -uyg  ‘med  uowrwo)) ©1eIOR( SNXE], ELERIA B
(z102) "T®
9o uasuer ‘($10%7) soypuURIq LR ©)R[[IDTLIDA
‘e FE] ayonog Sunox 0T°0 F L0°%- e[eiqun  ossueder sAy1doperdg oeooekjrdoperog
(¥102) soypurRIq snreure
‘e L} ayonog Sunog ¥1°0 F €8°¢- oautd soerg sndieoepung orodedresopoJ
(dyd - eseysofaxeg,/od
(¥102) soyouRIq /810" sI9FTUOD *MMM// enordsuod
e 19 ayonog Sunox €20 F 6£°¢- :sdaay) oruRIN eoryl039XRY seadedieoopod
(9002) 1001 pue Toutut
‘e Jo UURW I walg 808 LT LT uoyonoq srog wnpdydoryeyy oeooediesopod
(¥102) soyouRIq nuojdurod
‘e 10 ayonog Sunox 60°0 F ¥5°¢- - win[jAydorjayg orodedresopoJ
(9002) j001 pue eouIgniIag
‘Te 10 uUURW I welg 0g1c S IT €9'1T [eRigny s1pAdouwna g oseooediesopod
(¥102) seypuelq ourd 3pe[q opel
‘e 10 ayonog Sunox €¢°0 F 89°9- uoe3andg JunoN s&ydouwnag orodediesopodg
(¥102) seyouriq eIejo}
e 19 syonog Sunox 910 F S6°%- 'vIRIOT, sndieoopod aseadedieoopod
(¥102) soypuURIq dreoopog jeol-Autdg snsornurds
e 19 aypnog Sunox ¥€'0 F ¥8°9- 10 ould winid jrem(y sndresopod oeooediesopod
(¥102) soypurRIq dresopod snuSipes
e 10 aypnog Sunox 9T°0 F 8T '¥- Jea[-MO[[IAN sndresopog orooediesopod
(¥10T) soyouRIq suaqni
e 19 aypnog Sunox ¥0°0 F €L°¢- - sndieoopod oseooediesopod
(dyd - teousamet
~sndresopod/od/310
*SIBFTUOD MMM/ /
:sdaay) ourd
(¥102) soyouRIq wnyd urejunoOwW 1eouUDIME]
e 19 syonog Sunox 120 F 28'¢- ‘ourd wnid ourdyy sndreoopod seadedieoopod
wind
(¥102) soypuURIq e1IRMR[[] oY) 10 auld snyero
e 19 aypnog Sunox 6€°0 F ¥L°9- umorg ‘eurd wn[g sndresopod oeooediesopod
eIel0) padIeq
(9002) j001 pue -uryJ, I0 eIEj0} UIR} mureySuruuno
‘e 19 uuRWINIg wolg 08¥T 0T veT -unoy ‘erejoy s ey sndresopog oeooediesopoJ
soprourwoyo
(¥10T) | seyoueiq -1
e 10 aypnog Sunox czZ'0 F OT°L- eyesourR], snpe[oo[[AyJ orooediesopod
(waw)
a2z1s (gui/s (suoad
aaod -edIN) -rur)
poa3sag aueaq KJIAT19STS ECLE] (wrur)
ueSao sfeued -wewt -a1 woJe -wrerp y38usg
soustayeoy juerq soueysisaa Ledaq ursed Jo aduasaad g (edIN) oed proyosed], | paryoeday, proysedy, sweu uowwo) saroadg Lrureq

171


https://www.conifers.org/po/Podocarpus_lawrencei.php
https://www.conifers.org/po/Podocarpus_lawrencei.php
https://www.conifers.org/po/Podocarpus_lawrencei.php
https://www.conifers.org/po/Podocarpus_lawrencei.php
https://www.conifers.org/po/Saxegothaea.php
https://www.conifers.org/po/Saxegothaea.php
https://www.conifers.org/po/Saxegothaea.php

(0107)
[[ou3] pue UOS[IA
Aq peouarsyey ¢

(926T1) 1o[sK1y) |UWOD0[BD
‘wrrojure[eds  Jref o¥ 3% 9 - sedAD0IDTIA oevadRIUIRY
0T0Z ‘[[ou3] pue
uos[ip\ Aq peouals
Jo4  £(8961) ssnS
-1 ‘(0z61) uop
-Suey ‘(8T6T) Iod wiped wns
-dny, pue ALerreg (1} ze {9 wng) ‘uoorp jueID -ornurds uooIi orodRIWIRY
(z102) 'T® mok-Sowynu
1o uesuer ‘(¥10%) soyouRIq osoueder 10 e8I ©IJI0
‘Te 19 yonog Sunox 0€°0 F 66°G- -107 osoueder weAey -nu eA9110], ELERIA )
(z102) "T®
o uasuer ‘($10%7) soypuURIq (sunjroy) sip
‘Te 19 yonog Sunox g0 F 69'F- Mok Sowrynu osauIy)) -ueld eAa1I0], ovodeXR],
(z102) ‘T®
jo uesuer ‘($107) soyouRIq eA£2110) RIUIOJITRD) edTuIoy
‘e 10 yonog Sunog 0€'0 F 6£'9- I0 Sowynu evIuUIOJI[RD) -1eo  eAai10], o'OORXR],
Jowejje 309sul
1sOW 0} JUB)SISOI OS[e
/1opuy ST pue ‘ooue)sisal Aed
-poom /wod aseqeIRp -op 03 pIeS8al ur o[qeInp Juas Mok uo8e1() ‘mok eI]
-poom-mmam/ /:sdyyy A1oa s1 mox Ooyoed -qe s[euURD UISIY gz > UI99SOAN ‘mak oygroeJ -0J1ADIq SNXRE]T, o'OORXR],
(oto0z) '1®
190 uwozpq ‘(¥102) sayouriq Mok uo8a1() ‘mok el|
e 10 ayonog Sunox 0€'0 F ¥%°9- wI9)SOAN ‘mak oyroeg -OJIADIq SnXEJ, oevaoexe],
(G
ozISs ANE\m (suoad
axod -edIN) -rur)
po3so} sueaq K31AT19SIS RCLE] (wrur)
ueSao sfeued -wewt -a1 woJe -wrerp y38usg
souaaajoy juerq aouejysisaa Keda(q uIsax Jo aouasaxg 1ndg (edIN) osd preyosedy, | parysedf, preyosedy, swreu UOWWoD) soroadg Aprure g

172



Appendix D

Development of graphene
membrane-based device for analytical
sample preparation for biotherapeutic

applications

D.1 Introduction

Therapeutic antibodies are increasingly being used as a treatment modality for several dis-
eases [190]. The ability to characterize and quantify antibodies and antibody mixtures is
critical for the development of biotherapeutics. Liquid Chromatography /Mass Spectrometry
(LC/MS) is a widely used tool for the qualitative and quantitative assessment of antibodies
and antibody mixtures [191, 192]. The LC separates out the components in the sample and
introduces them into the MS, which creates and detects charged ions [193]. The separation in
the LC is accomplished by injecting the analyte into a solvent (referred to as mobile phase)
that passes through a column packed with chromatographic column material (referred to
as stationary phase). The separation occurs on the basis of the interaction of the sample
components with the mobile and stationary phase [194]. Once the analyte is injected into

the mass spectrometer, it is ionized. The ions are then accelerated and deflected based on
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their mass to charge ratio and subsequently sent to a detector [195]. While the LC/MS
system offers a reliable method for detecting biological compounds, the mobile phase in the
LC often has high concentrations of salts, which affect the sensitivity and accuracy of MS
measurements [196]. Issues associated with presence of salts include high signal to noise
ratio, inability to detect target molecules at low concentrations, poor resolution, lower peak
intensity, and clogging of ion tips and corrosion [196, 3, 197|. A comparison between the

mass spectrum of an antibody in the presence and absence of salts is shown in Figure D-1.

“ IgG in PBS IgG after On-line Desalting

No recognizable protein mass Typical protein spectrum that can be
spectrum deconvoluted reveal isoforms of IgG

Figure D-1: Effect of presence of salts on MS spectrum of IgG [3]

Therefore, it is essential to remove salts from the analyte prior to its injection into the MS.
Desalting of the analyte can be performed via a variety of methods, which could be online
or offline. Some of the common principles which are employed for desalting are described

below [198, 199, 200, 201]:

e Size exclusion chromatography: Different sample components are separated on the
basis of their size. The column is packed with beads containing pores. Smaller
molecules diffuse through the pores, experiencing slower movement as opposed to larger
molecules, which move through the void space between the beads and elute first.

e Solid phase extraction: Components in the sample are separated through selective
adsorption and elution based on their affinity for the stationary and mobile phase.

e Filtration: Components are based on size-based physical sieving.

e Dialysis: Components are separated based on their diffusivity across a semi-permeable

membrane.

While several methods exist for desalting, they often require sophisticated process or

device design, impose long wait times, or involve multiple steps which can impede automation
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and /or cause user inconvenience. For example, many offline methods based on gel filtration
require 10-15 user steps, solvents used for eluting analytes from columns in solid phase
extraction are often incompatible with the MS, and dialysis-based methods typically involve
long wait times [202, 196].

Nanoporous graphene membranes made of a single layer of atomically thin graphene with
nanoscale pores engineered into its lattice offer potential for creation of de-salting devices
which could address some of these challenges. The atomic thickness and low surface area
of the membrane could help achieve high permeability (resulting in faster sample processing

rates) and low adsorptive sample loss respectively.

D.2 Objective

This thesis aims to design and build a functional, graphene-membrane based device prototype
for desalting antibody samples. Towards this goal, this thesis focuses on the following sub-

alms:

1. Identification of key design considerations and performance targets
2. Design and fabrication of device to meet performance targets

3. Characterization of device performance

D.3 Device design criteria and requirements

A variety of factors govern the choice of desalting method used for sample preparation. A list
of important performance metrics and their relevance for different applications is provided
in Table D.1.

The design targets for a proof-of-concept, graphene-membrane based device were formu-
lated in consultation with Agilent Technologies, an industry leader in developing solutions

for analytical sample preparation. The design targets are listed below:

1. Sample volume: 10-1000 pL

2. Desalting efficiency: 90% with an initial concentration of 100 mM
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Table D.1: Performance metrics for a desalting device

Performance metrics Application notes

Sample loss Important for small scale applications where sample is available in limited
Sample volume quantities.

Time for desalting Important for large scale production, where high throughput is required
Desalting efficiency and final salt con- | Might vary with type of ionization technique and sample type

centration

User friendliness/number of user steps | Particularly relevant for offline desalting systems

Need for auxiliary instruments Includes pumps, centrifuge, etc.

Sample carryover /dispersion Relevant for continuous desalting systems

Number of injections for online methods

Lifetime Single or multi-use for offline methods

Non-specific interactions
Contamination and modification of
sample

Compatibility with organic solvents Important for exchanging analyte into MS-compatible solvent

To be minimized

3. Desalting rate: 15-20 minutes

4. Sample loss: < 20%

5. Device operation (batch/continuous): Batch for initial proof-of-concept, to be adapted
for continuous operation later

6. Other requirements: The antibody should be finally transferred to an MS-compatible

solvent, such as 80% acetonitrile or methanol

D.4 Device development

A design schematic for a device that can house graphene membranes and facilitate removal
of salts from antibodies was developed (Figure D-2). The device consists of an upper reser-
voir for introducing the feed solution and a lower reservoir for buffer flow. The graphene
membrane placed on a support membrane is mounted between the two reservoirs and sealed
from the lower end using an O-ring. Both the upper and lower reservoirs have magnetic
stirrers for improving mixing. The entire device can be placed on a magnetic stir plate for
operation.

The key design parameters for the device include the reservoir volume on the feed side,
buffer flow rate, membrane area, and stirring speed. The reservoir volume will depend on
the volume of sample the device is expected to handle. The membrane area, stirring speed,
and buffer flow rate would govern the transport kinetics of the device and would depend

on the desired rate of desalting. Further, the membrane area would also be limited by the
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=

Graphene + support
membrane

g 3: Mesh for membrane
support

Buffer in ——» — Buffer out

“—— Buffer reservoir

Magnetic stirrer

Figure D-2: Schematic of graphene-membrane based device for desalting

scalability of the manufacturing process for producing large area graphene membranes.

As the device was expected to handle 10-1000 L. of sample, the top reservoir volume
was designed to be 2 mL, while accounting for the volume occupied by the stirrer. To
estimate the membrane area, knowledge of the mass transport rate of salts from the feed to
buffer reservoir is essential. The transport of salts was expected to encounter two sources of
resistance: one that arises from the boundary layer on either sides (R,) and the other that
arises from the nanoporous graphene and porous support (R,,). While R, for a given solute
is affected by the boundary layer thickness, R,, is affected by membrane properties, such as
porosity, pore thickness, etc.. It was anticipated that the majority of membrane resistance,
R,,, would arise from the porous support as opposed to nanoporous graphene. An estimate
of total mass transfer resistance (R; = R,, + 2Ry; factor of 2 arises because of the presence
of boundary layer on both, the feed and permeate side) and boundary layer resistance (Ry)
was developed based on literature reported values (Figure D-3) [203]. The measurements in
Figure D-3 correspond to the diffusion of urea across a polycarbonate track-etched membrane
mounted in a stirred diffusion cell.

Figure D-3 shows that increase in stirring speeds reduces R; and thus the overall mass
transfer resistance. However, increasing the stirring speed above ~350 rev/min results in
marginal decrement in Ry, indicating that the mass transport here is limited by R,,.

Assuming that the device can be operated at high enough stirring speeds, the boundary

layer thickness was estimated to be ~55 um, which corresponds to a boundary layer resistance
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Figure D-3: Estimates of total mass transfer resistance and boundary layer resistance across support mem-
branes for different porosities and stirring speeds

of 550 s/cm for NaCl (diffusion coefficient of NaCl is ~ 107® cm?/s. The estimate was
based on Figure D-3, where a boundary layer resistance of ~400 s/cm was reported for
stirring speeds >350 rev/min; the boundary layer resistance was normalized by the diffusion

coefficient (1.38 x 1075 c¢cm?/s) for urea to obtain the boundary layer thickness [204].

Membrane resistance was estimated based on structural characeristics of the support
membrane to be used for mounting graphene, assuming that the resistance from graphene
with pores created for salt diffusion would be minimal. Polyimide (PI) membranes with pore
size of 50 nm, pore thickness of 8 yum, and porosity of 0.11 was chosen as the porous support.
The pore size was decided based on its effect on defect control and transport rate; smaller
pore sizes are associated with fewer defects during transfer of graphene onto the support
membrane, but they also reduce the transport rate. The choice of the material for support
membrane was decided based on its availability and compatibility with organic solvents. The

corresponding mass transfer resistance was estimated using the following equation:

L
R, = ;_D ~ 800s/cm

where, 7 is the tortuosity (1.2), L is the pore thickness (8 um), ¢ is the porsosity (0.1175),
and D is the diffusivity of the solute (~ 107° ¢cm?/s for NaCl).

Ry = R, + 2R, = 1600

178



s/cm.

Knowing R;, the required membrane area can be estimated as follows:

. Cfeed - Obuffer

J:
Ry

where J is the flux, Cfeq if the solute concentration on the feed side and Chyye, is the

concentration on the buffer side.

chfeed _ Cfeed - Cbuffer

A dt R,

where V' is the volume of feed reservoir and A is the membrane area.

Chugfer ~ 0 if fresh buffer is constantly flowed through the buffer reservoir.

chfeed o _Cfeed

A dt R
dCfeed _ A dt
Ceed VR,

t

Cfeed - Cfeed,tzoe_?

VR

where the time constant, 7 = -4

To achieve 90% desalting in 20 min, 7 = 8.7 min. Assuming the device handles a 0.5 mL
solution, area required for obtaining the calculated 7 is ~1.15 cm?.

Based on the aforementioned estimates, a device prototype was developed (CAD drawings
and photographs of the device prototype are shown in Figure D-5). The device prototype was
fabricated using teflon due to the material’s compatibility with acetonitrile and methanol

(solvents in which desalted antibody has to be transferred for MS analysis).
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Figure D-4:

Figure D-5: Photographs of device prototype. a) Side view of assembled device. b) Top view of assembled
device. c) Buffer and feed reservoir (shown on left and right respectively).

D.5 Performance testing

The performance testing of the device was planned in three stages:

1. Characterization of salt diffusion across the membrane

2. Characterization of salt diffusion in conjunction with solvent exchange (exchange of
the de-salted antibody from an aqeuous solution into an MS-compatible solvent such as
80% acetonitrile or methanol is necessary for subsequent analysis; the solvent exchange
can be performed sequentially or in parallel with the desalting step although the former
might be preferred to mitigate issues associated with salt precipitation in acetonitrile,

which has a low salt solubility).
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3. Demonstration of antibody desalting in accordance with target performance metrics

The salt diffusion characteristics of the device were measured using phosphate buffered
saline (PBS) and deionized (DI) water on the feed and buffer side respectively. Buffer flow
rate was maintained at 1 mL/min using a syringe pump. Magnetic stirrers were operated at
a speed of 500 rev/min. The diffusion of salts was measured by monitoring the conductivity
of the solution on the feed side. The change in conductivity as a function of time for bare
support or polyimide (PI) and PI with graphene (without pore creation) mounted on it is

shown in Figure D-6.
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Figure D-6: Change in conductivity as a function of time. PI stands for polyimide.

The time constant for bare PI membranes and those with graphene mounted on them
was 7.84 4+ 0.46 min and 20.31 4+ 7.31 min, respectively. The time constant with bare PI
closely matched the predicted value of time constant required for obtaining 90% de-salting
within 20 min. This time constant can be reduced substantially with addition of pores.

Solvent exchange and demonstration of antibody de-salting constitute ongoing work and

are expected to completed in the future.
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