Integrating Spatial Transcriptomics Data for
Cross-Species Molecular Region Comparison

by
Bridget Li
B.S. Computer Science and Molecular Biology, MIT, 2023

Submitted to the Department of Electrical Engineering and Computer Science
in partial fulfillment of the requirements for the degree of

MASTER OF ENGINEERING IN COMPUTER SCIENCE AND MOLECULAR
BIOLOGY

at the
MASSACHUSETTS INSTITUTE OF TECHNOLOGY
May 2024

(©) 2024 Bridget Li. All rights reserved.

The author hereby grants to MIT a nonexclusive, worldwide, irrevocable, royalty-free
license to exercise any and all rights under copyright, including to reproduce, preserve,
distribute and publicly display copies of the thesis, or release the thesis under an
open-access license.

Authored by: Bridget Li
Department of Electrical Engineering and Computer Science
May 17, 2024

Certified by: Xiao Wang
Assistant Professor of Chemistry, Thesis Supervisor

Accepted by: Katrina LaCurts
Chair, Master of Engineering Thesis Committee






Integrating Spatial Transcriptomics Data for Cross-Species
Molecular Region Comparison

by
Bridget Li

Submitted to the Department of Electrical Engineering and Computer Science
on May 17, 2024 in partial fulfillment of the requirements for the degree of

MASTER OF ENGINEERING IN COMPUTER SCIENCE AND MOLECULAR
BIOLOGY

ABSTRACT

Comparative analysis of brain patterns across species can advance understanding of differ-
ent biological processes and functions. Spatially resolved transcriptomics (SRT) technologies
present the ability to measure gene expression of single cells within tissues, enabling the de-
tection of unique spatial molecular patterns in the brain. Several computational methods
that rely on cellular neighborhood information have been developed for characterizing molec-
ular tissue regions in SRT data. Here, we show that spatial integration (SPIN) improves
the performance of existing methods and enables the clustering of molecular tissue regions.
Then, we test SPIN and signal-processing approaches on SRT data from mouse and macaque
brains. We integrate the brain atlases of these two species to identify shared and distinct
spatial molecular patterns. This work offers new insights into spatial molecular features
between mouse and macaque brains and proposes a framework for integrating SRT datasets
on a large scale.
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Chapter 1

Introduction

1.1 Spatially Resolved Transcriptomics (SRT)

Spatially resolved transcriptomics (SRT) is a burgeoning technique for measuring mRNA
expression within tissue sections [1]-[3]. Single-cell RNA sequencing (scRNA-seq) measures
averaged gene expression from mRNAs in a cell, but this technique loses positional infor-
mation. With SRT, one can obtain the original physiological context of those cells in tissue
sections [4]. Spatial methods have become essential for analyses in neuroscience, develop-
mental biology, and cancer research [5]|. In these fields, spatial information can reveal tissue

neighborhoods and local features contributing to biological function.

1.1.1 SRT Technologies

There have been numerous different techniques developed for SRT. Generally, these tech-
niques fall into two classes: imaging-based and sequencing-based [5]. Imaging technologies
image in situ hybridization of mRNAs with sequence-specific probes via microscopy. Se-
quencing technologies synthesize cDNAs from mRNAs and then employ next-generation se-
quencing to quantify gene-specific sequences. This work focuses on one imaging technology;,

STARmap PLUS, and one sequencing-based technology, Stereo-seq.

15



STARmap PLUS

STARmap (spatially resolved transcript amplicon readout mapping) profiles single-cell tran-
scriptional states in three-dimensional brain tissues [6]. STARmap with protein localization
and unlimited sequencing (STARmap PLUS) expands upon STARmap by enabling protein
detection in the same tissue section [7]. STARmap PLUS was combined with a scRNA-seq
atlas to generate a transcriptome-wide spatial atlas of the mouse brain, which is a basis for

analysis in this work |[§].

Stereo-seq

Stereo-seq (spatial enhanced resolution omics-sequencing) combines DNA nanoball-patterned
arrays and in situ RNA hybridization to achieve single-cell resolution and genome-wide cov-
erage [9]. Stereo-seq was used to produce a single-cell transcriptome atlas of the macaque
cortex, revealing the organization and evolution of primate cortical regions [10]. This

macaque atlas is another key data source drawn upon in this work.

1.2 Molecular Region Identification

Identifying molecularly defined tissue regions, or spatial domains, from SRT data can yield
insight into the transcriptional basis of biological organization and function. The structure-
function relationship is especially prevalent in the laminar organization of the human cerebral
cortex; cells in different layers differ in their expression, morphology, and physiology [11].
The ability to accurately and efficiently identify these molecular tissue regions is important
for understanding cytoarchitecture and functions.

Traditional clustering methods, such as k-means and the Leiden algorithm, use only
gene expression data to identify clusters of cells [12]. These approaches frequently lead
to disjoint regions because they do not utilize spatial data to group nearby cells together

[13]. Algorithms that account for similarity among neighboring cells in physical space more
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accurately capture the spatial dependency of gene expression. Three commonly used graph-

based algorithms for molecular region identification are described here.

1.2.1 STAGATE

STAGATE identifies spatial domains by learning low-dimensional latent embeddings of spa-
tial information and gene expression [14]. STAGATE constructs a spatial neighbor network
and uses a graph attention auto-encoder to smooth features over neighboring cells and adap-
tively learn their similarity. Spatial domains can be identified from the latent embeddings,

which preserve local expression patterns.

1.2.2 UTAG

UTAG is an unsupervised deep learning method for the discovery of tissue architecture
[15]. UTAG constructs a graph of cellular interactions based on physical proximity. UTAG
smooths gene expression features across the graph via message passing, where the physical
distances between cells and their neighbors correspond to weights for neighborhood aggre-

gation.

1.2.3 GraphST

GraphST is a graph self-supervised contrastive learning method to cluster cells into spatial
domains [13]. GraphST uses a graph neural network encoder to smooth gene expression
features based on spatial proximity. Using self-supervised contrastive learning, embedding

distance is minimized between spatially adjacent spots and maximized between distant spots.

1.3 Spatial Integration (SPIN)

Spatial integration (SPIN) is an approach developed by Maher et. al to improve the smooth-

ing of gene expression features over tissue [16]. Computational methods for characterizing
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Figure 1.1: Smoothing and the subsampling solution of SPIN. A) Neighboring cells have
identical expression features as a result of smoothing. Each dot represents a cell. The
red and blue filled dots represent physically adjacent cells. B) With subsampling, adjacent
cells can vary their exact neighborhoods during smoothing, resulting in unique expression
features.

molecular tissue regions in SRT data rely on smoothing features across neighboring cells.
Smoothing was shown to increase autocorrelation between neighboring cells’ expression fea-
tures. Since downstream methods like Leiden and UMAP rely on a nearest neighbors graph,
the latent graph resulting from smoothing reflects the spatial closeness of cells rather than
spatial transcriptomic features. SPIN involves randomly sub-sampling neighboring cells be-
fore smoothing to mitigate autocorrelation between neighbors. This enables more accurate
identification of spatial molecular regions defined by gene expression. SPIN was applied to
SRT datasets from mouse and marmoset brains to identify region marker genes. A summary
of the SPIN approach is shown in Fig. 1.1.

In addition to mitigating autocorrelation for the methods described above, SPIN works
simply by randomly subsampling the k-nearest neighbors (kNN) graph and averaging the

expression of spatial nearest neighbors. This work includes a quantitative assessment of the
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improvements made by SPIN using metrics for physical reconstruction and clustering. SPIN,
a simple and efficient alternative to existing methods, can be used for analyzing a variety of

transcriptome atlases.

1.4 Cross-Species Comparative Analysis

Cross-species comparative analysis is a powerful method to understand biological process
specificity and the evolution of biological systems [17|. Important biological properties are
often conserved across species, while dissimilar properties can indicate evolutionary modifi-
cations. The brain is of particular interest for cross-species comparisons due to its complexity
and function in higher-order information processing [18|. Studying brain tissue can advance
understanding of cognitive ability and neurological conditions.

There exists a large body of work focused on cross-species comparison using scRNA-
seq data. Comparative studies, often focused on humans, non-human primates, and mice,
have revealed adaptations in neuronal types throughout evolution [18]-[21]. Developments
in computational methods for this task include clustering cell types, efficiently integrating
datasets, and identifying patterns in transcriptome evolution |[22|. However, these previous
studies do not incorporate spatial information.

Recent work has begun to extend cross-species analysis to SRT data. Fang et al. use
multiplexed error-robust fluorescence in situ hybridization (MERFISH) to generate a spa-
tially resolved cell atlas of the human temporal gyrus and drew comparisons to the mouse
cortex [23]. Furthermore, Lei et al. use Stereo-seq to map the macaque brain, then compare
monkey oligodendrocyte trajectories to those in humans [24|. As more SRT data is collected
and made available, further cross-species comparisons can be performed to produce novel
biological insights.

Spatial molecular patterns are useful in studying differences in brain organization across

species. For example, differences in the locations of inhibitory neurons in mouse and non-
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human primate neocortical layers may indicate a relationship between spatial molecular
patterns and cognition [25]. It is valuable to perform cross-species comparative analysis on
SRT data to understand regional patterns across the brains of related species.

Here, we propose a comparative analysis of mouse and macaque brains using SRT data.
We first smooth and integrate the data from the two species, then identify and analyze spatial
molecular patterns shared between species or unique to each species. This may lead to new
biological insights about the neurological differences between the two species. Furthermore,
this research can provide a basis for the computational integration of SRT data across species,

which can be applied to an array of different species.
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Chapter 2

Methods

2.1 Using SPIN to improve on existing methods

SPIN improves the performance of existing methods for spatial domain identification by mit-
igating autocorrelation during the smoothing of gene expression features. We quantitatively
evaluated the spatial autocorrelation problem and subsampling solution. Spatial autocorre-
lation is captured by a physical reconstruction metric: the similarity between a kNN graph
of cells in physical space and a kNN graph of cells in latent space (Fig. 3.1A). Similarity is
given by the Jaccard distance between each row of each graph’s adjacency matrices. The
physical kNN represents the physical topology of the tissue, while the latent kNN graph

represents the molecular relationships between cells as the result of smoothing.

2.1.1 Simulations

We performed simulations that model the laminar organization of the brain (Fig. 3.1B). Each
cell was represented by a randomly placed point within a unit circle. Next, we delineated
specific tissue regions and assigned each cell to one of these regions. Each cell was also
categorized as either a spatial or non-spatial cell type. For each region, half of its cells were

designated as a spatial cell type associated with that region (akin to excitatory neurons),
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while the other half were randomly assigned a non-spatial cell type (akin to glial cells). For
each cell type, we generated four distinct marker genes by incorporating uniform noise into
the true cell type labels based on a signal-to-noise ratio of 1. This setup allows the simulation
to be easily repeated with varying outcomes by adjusting the random seed, keeping other

parameters unchanged.

kNN-based smoothing

In these simulations, we explored the impact of kNN-based smoothing on physical recon-
struction. Using k=50 for smoothing, we analyzed 500 simulations and observed that the
reconstruction values generally centered around 0.7. We varied the smoothing intensity by
changing the subsampling rate from 90% to approximately 1% (single-cell), which is effec-
tively no smoothing, in 10% decrements. We then applied k-means and Leiden clustering on
the smoothed features to identify regions, which in this case were assigned spatial cell types.
We visualized the tissues in physical and UMAP spaces, with UMAP showing the latent
relationships between identified regions. We quantified the performance of the clustering

methods using the adjusted Rand index (ARI).

Contemporary smoothing algorithms

We modified our original simulation setup by replacing kNN smoothing with various con-
temporary smoothing algorithms, including STAGATE, UTAG, and GraphST. Each method
calculated a physical nearest neighbor graph, allowing us to apply the same subsampling
strategy as with the kNN smoothing. However, instead of using a uniform k=50 for both
physical and latent analyses, we adjusted the parameters to k=50 for physical and k=15 for
latent, aligning with the default setting in Scanpy’s sc.pp.neighbors function. We limited
the number of simulations to 10 per method to align with the more resource-intensive ex-
periments conducted on brain and gut tissues. The clustering and quantification follow as

described for kNN-based smoothing.
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Table 2.1: Mouse and macaque data

species technology # specimens 7 slices # genes  size
mouse  STARmap PLUS 1 13 1021 2.4GB
macaque Stereo-seq 3 163 12934 112GB

2.1.2 STARmap mouse brain

After evaluating the performance of multiple smoothing approaches in simulations, we val-
idated the results using STARmap data of the mouse brain. We employed the same code

and methodology in this analysis.

2.2 Cross-species comparison

2.2.1 Smoothing mouse and macaque data

The mouse and macaque datasets are available online. The data is summarized in Table 2.1.
We began by downloading and formatting the data into cell-by-gene matrices. The mouse
cortex was isolated from the larger brain slices, making the mouse data more comparable to
the macaque data, of which only the cortex is available. The Scanpy package was used to

perform analyses on matrices [26].

SPIN

SPIN, in combination with Leiden clustering, has already been successfully applied to the
mouse dataset to identify spatial molecular regions. We applied SPIN with simple neighbor-

hood averaging to smooth the macaque dataset.

Laplacian smoothing

Another method to identify that does not rely on nearest neighbors is Laplacian smoothing,

or “filtering” by signal. We applied Delaunay triangulation to create a spatial graph to
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perform filtering on. We then filtered the data using a heat kernel, which smooths graphs
based on the heat diffusion equation applied to the cell-by-gene matrix (eq. 2.1). This is a

low-pass filter, allowing only large-scale signals below a cutoff frequency to pass.

X
= 2.1
J = exp(rs G.lmax) (2.1)
where:
T = scaling parameter
X = cell-by-gene matrix
G = graph created by Delaunay triangulation

Imax = the largest eigenvalue of the graph G

The mouse dataset was collected using STARmap PLUS, while the macaque dataset was
collected using Stereo-seq [8], [10]. These methods both use in situ sequencing but can result
in different resolutions of cells. If the measured gene expression is disparate enough in mouse
and macaque datasets, we cannot properly identify common spatial molecular regions. To
handle this challenge, we experimented with different 7 values to optimize the smoothing
of mouse and macaque data. The final filtering used 7 = 60 for mouse and 7 = 200 for

macaque, making smoothing of macaque data more aggressive.

2.2.2 Integrating mouse and macaque brain atlases

Following conventional single-cell methods, we normalized, log-transformed, and scaled the
data per cell. We then applied principal component analysis (PCA) to the mouse and
macaque data to generate a low-dimensional embedding of cells. The principal components

(PCs) were integrated using Harmony, an algorithm that projects cells into a joint embedding

27].
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2.2.3 Clustering to identify molecular regions

We applied Leiden clustering to integrated PCs to identify molecular regions. Leiden clus-
tering is a popular community detection algorithm based on locally optimal assignment,
improving upon Louvain clustering [12|. Leiden clustering works in combination with SPIN
but not with Laplacian smoothing as Leiden depends on nearest neighbor-finding. With
Laplacian smoothing, we used k-means clustering, which does not depend on cellular neigh-
borhoods. There are six neocortical layers, each defined by different neuron types [28].
From outer to inner, the layers are the molecular layer (L1), external granular layer (L2),
external pyramidal layer (L3), internal granular layer (L4), internal pyramidal layer (L5),
and the multiform layer (L6). L1, the most superficial layer, is poorly defined by only a
few horizontal cells. It is difficult to identify in mouse STARmap data, so we restricted the

number of clusters in k-means to 5, representing L2-L6.

2.2.4 Scaling across datasets

The mouse atlas consists of about 1.1 million cells, while the macaque atlas consists of about
48 million cells. This presented difficulty in scaling the processing pipeline to the macaque
dataset. To mitigate this issue, we applied filtering separately to each mouse or macaque
brain slice at a time. This way, we only filtered at most 500 thousand cells at a time. This
filtering step was performed in parallel for all slices. We also cleaned the data to contain
only 654 genes shared by all samples.

We then integrated the entire mouse atlas with tractable subsets of the macaque atlas
(4-13 slices). We tested using PCA to capture neocortical organization, and then projecting
all macaque samples onto the same PCA space. Following this line of reasoning, we could

keep the top PCs for integration across a larger number of samples.
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2.2.5 Characterizing molecular regions

After obtaining reasonable spatial molecular regions, we analyzed them to form comparisons
about brain composition and organization across species. We calculated cell densities for
regions. To determine density, we first calculated a convex hull on the points in space to
approximate the region’s area. We then divided cell count by the region area to estimate
cell density.

We performed differentially expressed gene (DEG) analysis to calculate shared and species-
specific gene markers for each region. We used an adjusted P-value cutoff of 0.05 to select
DEGs. We identified gene ontology (GO) annotations to determine the functions of gene
markers. Finally, we performed trajectory inference on an integrated subset of one macaque

and one mouse sample to examine the continuous developmental trajectories of cells.
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Chapter 3

Results

3.1 SPIN to improve on existing methods

3.1.1 Simulations

kNN-based smoothing

The physical and latent kNN graphs are expected to differ since gene expression does not
align exactly with physical space, which we observe for conventional single-cell analysis.
However, when the data is smoothed by averaging molecular features across the physical
neighborhood, the latent kNN graph starts to mirror the physical kNN graph more closely.
The similarity between the two graphs can be quantified using the Jaccard distance between
the rows of their adjacency matrices (Fig. 3.1A). This physical reconstruction metric allows
us to gauge how well the latent space represents physical adjacency as opposed to spatial
transcriptomic patterns.

Comparing fully subsampled (100%) and non-subsampled (single-cell) data revealed that
smoothing significantly enhanced reconstruction levels (Fig. 3.1C,D). Moreover, as the extent
of subsampling varied, it was observed that the degree of reconstruction decreased propor-

tionally. Therefore, while kNN-based smoothing promotes physical reconstruction in latent
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space, this problem can be alleviated by subsampling.

As expected, single-cell clustering roughly delineated regions according to spatial cell
types, distinguishing the 12 true cell type clusters (4 spatial and 8 non-spatial) within UMAP
space (Fig. 3.1C). Without subsampling, smoothing via k-means accurately formed region
clusters, whereas Leiden clustering produced arbitrary spatial patches within the tissue.
UMAP visualization subtly transformed the physical cell arrangement into a funnel shape, a
visual counterpart to the quantitative physical reconstruction observed in Fig. 3.1D. Moder-
ate subsampling yielded the most precise depiction of spatial molecular features, where the
regions displayed a one-dimensional topology extending from the tissue’s edge to its center.

Assigning the region identities for each cell in the simulations allowed us to measure
the clustering efficacy of k-means and Leiden at various subsampling levels using the ARI.
The ARI for Leiden was low with no subsampling, improved with moderate subsampling,
and then declined with more extensive subsampling (Fig. 3.1E). Similarly, the k-means ARI
decreased under aggressive subsampling, suggesting that this method might eliminate crucial
spatial information as it approaches single-cell characteristics. Conversely, the k-means ARI
remained high without subsampling, reinforcing the idea that k-means clustering is less

affected by physical reconstruction due to its independence from the latent kNN graph.

Contemporary smoothing algorithms

The results of kNN smoothing with k=50 physical neighbors and k=15 latent neighbors
show the same patterns as using k=50 for both physical and latent neighbors (Fig. 3.2
top row). Without subsampling, Leiden clustering again produced spatial patches, whereas
UMAP reflected the physical connections among cells (Fig. 3.2A). Similar to previous re-
sults, subsampling 30% of each neighborhood led to Leiden clusters that mirrored the actual
tissue regions, while UMAP accurately depicted the tissue’s one-dimensional spatial molec-
ular structure (Fig. 3.2B). Additionally, we noted that physical reconstruction decreased in

proportion to the level of subsampling (Fig. 3.2C), and clustering performance enhanced
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sampling and smoothing results using various amounts of subsampling. “Single-cell” corre-
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and thus conventional single-cell analysis.

D) Quantification of physical reconstruction given
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struction values for 500 simulations with different random seeds.

E) Clustering performance

of k-means and Leiden given various amounts of subsampling. Shaded areas above and below
curves indicate standard deviation.
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with moderate subsampling (Fig. 3.2D).

The subsequent rows of Fig. 3.2 show similar outcomes for various modern smoothing
techniques. The results were comparable to those from kNN-based smoothing, although dif-
ferent methods reached optimal performance with varying subsampling levels. Additionally,
runtime and memory usage metrics for these specific analyses are detailed in Fig. 3.2E,F.
These findings underscore the issues of physical reconstruction and the efficacy of subsam-

pling solutions in simulations.

3.1.2 STARmap mouse brain

We aimed to further validate these findings using mouse brain STARmap data from the
original study (Fig. 3.3). The outcomes were consistent with those shown in Fig. 3.1 and 3.2.
Despite slight variations in the curve shapes, the quantitative findings resembled those from
the simulations (Fig. 3.3C,D). Similar trends were also seen in the runtime and memory

usage comparisons (Fig. 3.3EF).

3.2 Cross-species comparison

3.2.1 Smoothing mouse and macaque data

As the macaque data collected using Stereo-seq has lower spatial resolution, SPIN and Leiden
clustering did not function as expected. Compared to marmoset and mouse STARmap
PLUS data, where SPIN identifies anatomically accurate cortical layers, the clusters for the
macaque slice were formed based on physical adjacency rather than biologically relevant
gene expression patterns (Fig. 3.4A). The corresponding UMAP visualization does not show
meaningful relationships between regions (Fig. 3.4A). Even after smoothing, region markers
specific to certain neocortical layers were not well-defined (Fig. 3.4C). For example, RORB

is a marker of L4 neurons, and CCK is most commonly expressed in 1.2/3 and L5, but the
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physical reconstruction over a range of subsampling levels. Shaded areas above and below
curves indicate standard deviation. As the smallest subsample size is one cell, the lowest
tick has been labeled “Single-cell”. D) Quantification of clustering performance over a range
of subsampling levels, formatted as in C). E) Runtime comparison across each method.
Datapoints represent the runs shown in A-D). F') Same as E) but comparing memory usage.
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Figure 3.3: Evaluating multiple smoothing approaches with various subsampling levels in
mouse brain STARmap data. A) Leiden clustering on non-subsampled, smoothed data.
Smoothing was performed by the method indicated on the left-hand side. The Leiden reso-
lution was set to achieve the number of ground truth clusters (23). B) Same as A) but using
the amount of subsampling that yielded the highest ARI by Leiden clustering. C) Quan-
tification of physical reconstruction over a range of subsampling levels. Shaded areas above
and below curves indicate standard deviation. As the smallest subsample size is one cell,
the lowest tick has been labeled “single-cell”. D) Quantification of clustering performance
over a range of subsampling levels, formatted as in C). E) Runtime comparison across each
method. Datapoints represent the exact runs shown in A-D). F) Same as E) but comparing

memory usage.
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appearance of these markers in their respective layers is unclear after smoothing. Changing
the neighborhood sizes and amount of subsampling did not improve the problem.

As such, we resorted to Laplacian smoothing and k-means clustering, which obtained
regions that align better with known cortical layers in the brain (Fig. 3.4D). Laplacian
smoothing can dramatically amplify low-frequency signals, corresponding to gene expression,
with flexible length scales. Since k-means does not construct a nearest neighbor graph,

UMAP cannot be performed.

3.2.2 Integrating mouse and macaque brain atlases

Then, we attempted to integrate 10 slices of macaque data with all of the mouse cortex data
(Fig. 3.5). This was repeated for different regions of the macaque brain. The integration
was somewhat successful, with common regions identified in mouse and macaque brains that
match known cortical layers. As the macaque dataset is very large, it is computationally
expensive to integrate all samples at once.

Tuning the 7 parameter of the heat filter improved region identification in mouse slices,
with 7 = 60 being selected as optimal (Fig. 3.6). 7 was not tuned for macaque data since
the originally selected 7 = 200 led to accurate clustering.

We tried using PCA to condense the size of the dataset. Using all 13 mouse slices and
a representative sample of 10 macaque slices, we calculated 15 PCs to capture neocortical
organization. We then projected all mouse and macaque samples onto the same PC space,
replacing the cell-by-gene matrix with a smaller cell-by-PC matrix. However, when we
attempted to integrate all of the samples with Harmony, the initialization of centroids did
not return the expected number of clusters for every sample. Therefore, the shapes of the
resulting matrices could not be broadcast together.

Without a method to make the problem more computationally tractable, we used ex-
tensive computational resources to integrate all of the original filtered samples, and then

apply k-means clustering. An example of one macaque and one mouse sample from the full
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size for ease of visualization.
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integrated dataset is shown in Fig. 3.7. The five regions are numbered 0-4 from outer to

inner.

3.2.3 Characterizing molecular regions

We examined DEGs in each region and within regions between species (Fig. 3.8). The
region numbering follows as shown in Fig. 3.7. Some regions contain DEGs that are not
commonly associated with specific cortical layers, such as ILIRAPL2, NREP, HTR2A, and
HPCAL1 (Fig. 3.8A). Meanwhile, a single region may contain markers of multiple layers.
For example, the outermost region (0) contains differentially expressed KCNS1 and PVALB,
which are commonly found in L5, as well as RORB, which is a marker of L4. The identified
regions capture some level of the neocortex’s laminar architecture of the neocortex but do
not correspond perfectly with the known neocortical layers.

Grouping by species within each region, we find DEGs in the macaque versus mouse data
(Fig. 3.8B). Region 0 seems better defined by DEGs in the mouse, whereas region 3 seems
better defined by DEGs in the macaque. FAM107A, which is involved in cell cycle regulation
and cell proliferation, is differentially expressed in region 0 in the mouse but in region 3 in
the macaque. In region 1 of the mouse, the DEGs are all related to neuronal development
and structure, while those in the macaque have more general functions not specific to the
brain. CCK is expectedly expressed in region 2 of the mouse, as it is a marker of 1.2/L3.
HTR3A, which functions in cognition and mood regulation, and FOXP2, which plays a role
in language development and speech production, are differentially expressed in region 4 (the
innermost region) of the macaque data. Accordingly, deeper layers of the cerebral cortex
are involved in cognitive functions [29]. These genes may contribute to the higher-order
processing skills of macaques over mice.

GO term analysis revealed similarities and differences in cellular functions of various
regions and between species (Fig. 3.9). Neuron projection, the long-distance communication

of neurons in the nervous system, is expectedly found in every region of the cortex. Dendrites
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and axons, which are responsible for receiving signals and transmitting electrical impulses,
respectively, are also found broadly across the regions. There are more Functions in transport
vesicles and vesicle membranes are identified in the macaque outermost region (0), while these
functions appear in region 2 in the mouse.

The density calculation is affected by the spatial resolution. As such, we are only able to
compare across regions within a species and not across species. There appears to be more
variation in the neuronal density of macaque regions (Fig. 3.10). In both species, region
3, the second-to-most inner region, has a lower average density than the other regions.
This is unexpected since deeper layers tend to have higher neuronal density compared to
superficial layers [30]. The deep layers contain larger pyramidal neurons, which contribute
to their higher density, while the superficial layers contain more sparse populations of smaller
pyramidal neurons and various interneurons. However, high error bars in the macaque data
mean the difference in density is insignificant.

We generated a diffusion map to visualize the continuous developmental trajectories of
cells (Fig. 3.11). However, the diffusion map seems to reconstruct the tissue in diffmap space,
which is an artifact of smoothing (Fig. 3.11A). There is minimal change in the first diffusion
component (DC1) in the mouse sample, likely because the sizes of each sample are very
different (Fig. 3.11B). Since kNN in smoothed expression space is simply kNN in physical
space, there is far more variation within the much larger macaque slice than the smaller
mouse slice. In the macaque slice, rather than DC1 representing depth along the neocortex,

we see a change associated with vertical spatial location.
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Chapter 4

Conclusion

Characterizing molecular tissue regions in SRT data can provide insight into biological pro-
cesses. The subsampling method underlying SPIN enhances the performance of existing
methods and serves as the foundation for a new, streamlined approach to spatial characteri-
zation. This advancement has enabled us to identify, without supervision, spatial molecular
regions across species.

However, we have found limitations in the smoothing and clustering methods at varying
length scales. In sparse data, the subsampling technique might be inadequate due to the
challenge of capturing relevant regional features with too few cells. In addition, the necessity
of selecting a single k value for kNN prevents the simultaneous identification of molecular
regions at both small and large length scales. Laplacian smoothing mediates these problems
by filtering signals based on their frequency, allowing for aggressive smoothing at different
length scales.

Combining and comparing spatial transcriptomic features across emerging large-scale
SRT atlases is valuable for gaining insights into regional patterns across the brains of related
species. In this study, we conducted a comparative analysis of mouse and macaque brains
via Laplacian smoothing of SRT data followed by cellular integration. We found differences

in gene expression and cell density that may relate to the improved cognitive abilities of
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macaques over mice. This research could establish a framework for computationally inte-

grating SRT data, offering broad applicability to diverse species.

4.1 Future work

We may also apply graph neural network (GNN) approaches, such as STAGATE and GraphST,
to smooth gene expression features across space. In our initial approach, we used SPIN with
equal weights for edges in our graphs of cells. However, a GNN with an attention mechanism
may be useful in incorporating learnable weights of edges in filtering. This approach may
yield gene expression signals that are more compatible with SPIN.

We may apply strategies for data enrichment. STARmap PLUS achieves high capture
resolution but only captures a small fraction of genes out of the transcriptome. A mouse
sample contains around 1,000 genes, whereas a macaque sample contains around 15,000
genes. There are 654 genes that are common to all samples, but only comparing these
genes may lead to the loss of valuable biological information. Therefore, we can use gene
imputation methods like gimVI or SpaFormer to predict missing genes when performing data
preprocessing [31], [32]. However, handling a larger volume of gene data poses significant
challenges in terms of computational power and storage requirements.

Another technique we have begun investigating is predicting cell-cell interactions (CCIs)
from spatial gene expression data. Information exchange between different cells is a funda-
mental basis for many biological processes [33|. Since SRT measures the relative position
of different cells, there has been interest in using SRT to profile the interaction tendencies
of cells [34]. Current CCI tools involve statistical tests and network models [35], [36].
A simple and intuitive alternative may be found in the filtering process. Patterns in how
individual cells interact are captured by small, recurrent changes in gene expression, making
them "high-frequency." By inverting the heat filter to isolate high-frequency, rather than

low-frequency, gene expression signals within a region, we may be able to identify CClIs.
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Comparing CCIs between species may facilitate a better understanding of their complex

cellular microenvironments.
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