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Visualization and analysis of gene
expression in tissue sections by
spatial transcriptomics
Patrik L. Ståhl,1,2* Fredrik Salmén,2* Sanja Vickovic,2† Anna Lundmark,2,3†
José Fernández Navarro,1,2 Jens Magnusson,1 Stefania Giacomello,2 Michaela Asp,2
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Simone Codeluppi,5,6 Åke Borg,7 Fredrik Pontén,8 Paul Igor Costea,2 Pelin Sahlén,2
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Analysis of the pattern of proteins or messenger RNAs (mRNAs) in histological tissue sections
is a cornerstone in biomedical research and diagnostics.This typically involves the visualization
of a few proteins or expressed genes at a time.We have devised a strategy, which we call “spatial
transcriptomics,” that allows visualization and quantitative analysis of the transcriptome with
spatial resolution in individual tissue sections. By positioning histological sections on arrayed
reverse transcription primers with unique positional barcodes, we demonstrate high-quality
RNA-sequencing data with maintained two-dimensional positional information from the mouse
brain and humanbreast cancer. Spatial transcriptomics provides quantitative gene expression data
and visualization of the distribution of mRNAs within tissue sections and enables novel types of
bioinformatics analyses, valuable in research and diagnostics.

T
issue transcriptomes are typically studied
by RNA-sequencing (RNA-seq) (1) of ho-
mogenized biopsies, which results in an
averaged transcriptome and loss of spatial
information. The positional context of gene

expression is of key importance to understand-

ing tissue functionality and pathological changes.
Several strategies have recently been developed
with this aim (2–5), but they have limitations in
the number of transcripts that can be analyzed,
rely on rich preexisting data sets, and/or are costly
and labor-intensive, and none of them are opera-
tional in the standard research and diagnostic
setting of regular histological tissue sections.
We asked whether it would be possible to in-

troduce positional molecular barcodes in the
complementary DNA (cDNA) synthesis reac-
tionwithin the context of an intact tissue section
before RNA-seq. We first assessed whether it was
feasible to generate cDNA from messenger RNA
(mRNA) in tissue sections on a surface. We im-
mobilized reverse-transcription oligo(dT) primers
on glass slides and placed on the slides sections
of adult mouse olfactory bulb, a brain region
with clear histological landmarks and ample gene-
expression reference data. The tissue was fixed,
stained, and imaged (Fig. 1A) (6).
After permeabilization, we added reverse-

transcription reagents on top of the tissue. We used
fluorescently labeled nucleotides to visualize the

synthesized cDNA (Fig. 1A and fig. S1). The tissue
was then enzymatically removed,which left cDNA
coupled to the arrayed oligonucleotides on the slide
(6). The fluorescent cDNA showed apattern in detail
corresponding to the tissue structure revealed by the
general histology (Fig. 1, B andC), and the cDNAwas
strictly localizeddirectlyunder individual cells (Fig. 1,
D to G′). By comparing the hematoxylin-and-eosin
and fluorescent signals, we could measure the aver-
age distance of diffusion outside the border of a
cell to 1.7 ± 2 mm (mean ± SD) (fig. S1, E to H).
The realization that it is possible to capture

mRNA in tissue sections with minimal diffusion
and maintained positional representation moti-
vated us to array oligonucleotideswith positional
barcodes (Fig. 2A), and we denoted this strategy
“spatial transcriptomics.”Wedeposited~200million
oligonucleotides in each of 1007 features, with a
diameter of 100 mmand a center-to-center distance
of 200mm,over anareaof 6.2mmby6.6mm(fig. S2).
After capturing and reverse-transcribingmRNA,

we generated sequencing libraries based on
amplification by in vitro transcription (fig. S3, A
and B) (7, 8). Comparison with data from RNA
extracted and fragmented in solution revealed
that ~95% of the genes found with one of the
methods was also foundwith the other (fig. S3C).
The correlationbetween the surface and in-solution
libraries was r = 0.94, with even representation
of genes having high or low expression (fig. S3D).
Replicates of surface-based experiments of adja-
cent tissue sections showed a correlation of r =
0.97 (fig. S3E). Thus, cDNA synthesis from tissue
with arrayed oligonucleotides on a surface is ef-
ficient and does not introduce bias compared
with in-solution protocols (fig. S3F and table S1).
We sorted the RNA-seq data to its correspond-

ing array features by using the spatial barcodes
and aligned the tissue image with the features of
the array, which enabled visualization and analy-
ses. Examples of gene-expression patterns revealed
by spatial transcriptomics and validation by in situ
hybridization are shown in Fig. 2B and fig. S4, A to
C. Transcripts expressed at very low levels, such as
olfactory receptor mRNAs (9), were also detected
with spatial transcriptomics (fig. S4D).
The number of genes (10) (Fig. 2C) and unique

transcripts (fig. S5A) per individual feature varied
between cell layers with different cell density (Fig.
2D and table S2). For the vast majority of genes,
the coefficient of variation decreased as the aver-
age expression increased (fig. S5B). The number of
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genes and transcripts captured was at least twice
as high as when using laser capture microdis-
section (11), and spatial transcriptomics detected
almost twice as many genes as examination by in
situ hybridization in the Allen Brain Atlas (fig.
S5, C and D). Furthermore, we compared spatial

transcriptomics with the near-100% sensitivity of
single-molecule fluorescent in situ hybridization
in adjacent tissue sections. The sensitivity of spa-
tial transcriptomics was 6.9 ± 1.5% of single-
molecule fluorescent in situ hybridization (fig.
S6). By comparison, single-cell RNA sequencing

has been reported to have about 5 to 40% sen-
sitivity (12).
To further assess the potential lateral diffusion

of transcripts, we investigated the distribution of
the expression of 10 different genes with highly
enriched expression in themitral cell layer (MCL),

SCIENCE sciencemag.org 1 JULY 2016 • VOL 353 ISSUE 6294 79

Fig. 1. Spatially localized cDNA synthesis. (A) The tissue is sectioned, placed onto oligo(dT) primers, stained, and imaged. cDNA synthesis with Cy3-labeled
nucleotides reveals fluorescent cDNA after tissue removal. (B) Hematoxylin-and-eosin staining of olfactory bulbs and (C) fluorescent cDNA after tissue removal.
Scale bar, 500 mm. (D and E) Magnification of boxes in (B) and (C). Cell layers: GL; OPL, outer plexiform layer; MCL; and GCL. Arrowheads and boxes indicate
individual cells and corresponding cDNA with overlapping positions. Scale bar, 40 mm. (F to G′) Cells in (D) and (E) magnified showing cytoplasm and
corresponding cDNA.
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Fig. 2. Spatially resolved gene expression. (A) Each array feature contains
uniqueDNA-barcodedprobes containing a cleavage site, a T7 amplification and
sequencing handle, a spatial barcode, a unique molecular identifier (UMI), and
an oligo(dT) VN-capture region, where V is anything but Tand where N is any
nucleotide. cDNA (red) is generated from captured mRNA by reverse tran-
scription. (B) Visualization of the expression of three genes by spatial tran-
scriptomics (top) and in situ hybridization (bottom). Penk and Kctd12 in situ
images are from the Allen Institute. Cutoff normalized counts, Penk, 8; Doc2g,

13; and Kctd12, 19. (C) Distribution of unique genes per feature under the
tissue. (D) Number of genes detected for different layers and entire tissue over
sequencing depth. (E) Lateral diffusion of transcripts from genes enriched in
MCL.The genes are expressed in MCL features but are not separable from the
background in features adjacent to the MCL. (F) Spatial expression and in situ
hybridization of four genes in (E). The leftmost feature overlaps the MCL, and
the three rightmost features are situated in the GCL. The colored bar depicts
the distances from feature center in (E).
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and we asked whether they could be detected in
the adjacent granular cell layer (GCL). All these
genes were confirmed to be highly expressed in
theMCL by spatial transcriptomics, but they were
undetectable or detected at very low levels within
the GCL, even with the border of the feature 0 to
5 mm and the center of the feature 50 to 55 mm
from the MCL (Fig. 2, E and F, and fig. S7A).
Furthermore, we compared the distribution of
transcripts between areas obtained with laser cap-
ture microdissection (6) where there is no diffusion
of transcripts and with spatial transcriptomics
features, and we did not find evidence for a
difference between these methods in terms of
mRNA diffusion (fig. S7, B and C).
A common goal of gene expression analysis of

tissues is to define the transcriptome of specific
areas. Analysis between homologous regions re-
vealed very similar expression profiles (Fig. 3, A
and B, and fig. S8), with no differentially expressed
genes. In contrast, comparison of different domains
revealed different gene expression profiles (Fig.
3, A and C, and fig. S8). This included genes with
previously known restricted expression, such as

Doc2g in the glomerular layer (GL) and Penk in
the GCL (13), as well as novel layer-specific gene
expression profiles (Fig. 3C).
It is valuable to explore the gene expression

pattern of populations of cells or tissue domains
that can be defined by a combination of markers.
Spatial transcriptomics offers an alternative ap-
proach that circumvents multiplex labeling and
cell isolation. Any combination of presence or
absence of expression for a set of genes can be
used to define a marker profile of interest for
further analysis. Features were selected on the
basis of the presence and/or absence of the three
interneuron-marker genes Camk4, Th, and Vip.
The distribution of features, where one of the
genes is expressed alone, is shown in Fig. 3D.
Comparing gene expression revealed specific
transcriptomes defined by these interneuron-
marker profiles (Fig. 3, E and F, and fig. S8).
To further explore gene expression profiles in

spatially defined domainswithin the olfactory bulb,
we used principal component analysis (fig. S9) or
the t-distributed stochastic neighbor embedding
(t-SNE) (14, 15) machine-learning algorithm for

dimensionality reduction, followed by hierarchi-
cal clustering (Fig. 4A). When placing back the
clustered features on the tissue images, it was ap-
parent that each cluster of features largely corre-
sponded to well-definedmorphological layers (Fig.
4B). The clusters were then compared with each
other, which allowed the identification and visu-
alization of cluster-specific marker genes (fig. S10,
A and B). This proved to be an efficient, unbiased
way to identify genes with expression enriched in
the cell layers of interest. Furthermore, we in-
vestigated the gene expression pattern in 10 sec-
tions from a total of five animals, as well as the
feature-to-feature correlation at the same location
in two adjacent sections (fig. S10, C to E).
Analysis of the histology and a set of markers

are routine in cancer diagnostics, although anal-
ysis of the expression of panels of genes has
started to enter the clinic. We asked whether
adding a spatial dimension to gene expression
analysis may add information in cancer diag-
nostics and applied spatial transcriptomics to
breast cancer biopsies. In Fig. 4, C andD (see also
fig. S11, A and B), an area with invasive ductal
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Fig. 3. Visualization and bioinformatics analyses of tissue domains de-
fined by morphology or gene expression profile. (A) Ten selected features
in areas a (GCL), b (GCL), or g (GL) are indicated. (B) Scatterplot of gene
expression in areas a and b shows similar expression of layer-specific genes.
Examples of genes are indicated with purple and brown dots. Housekeeping
genes are orange. (C) Scatterplot of gene expression in areas a and g shows a
difference in gene expression. Examples from the 170 differentially expressed

genes are labeled. (D) The spatial expression of three interneuron-marker–
gene profiles.Ten features with the different expression profiles were randomly
selected for differential expression analysis. (E) Comparing the 10Camk4+/Vip–/
Th– features with the 10 Vip+/Camk4–/Th– features. Examples, out of the 196
differentially expressed genes, are labeled. (F) Comparing the 10 Camk4+/Vip–/
Th– features with the 10 Th+/Camk4–/Vip– features. Examples from the 328
differentially expressed genes are labeled.
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cancer, as well as six separate areas of ductal can-
cer in situ, were identified on the basis of mor-
phological criteria. Spatial transcriptomics analysis
of the invasive component revealed high expres-
sion of extracellular matrix–associated genes (Fig.
4E). Analysis of the ductal cancer in situ areas
revealed a surprisingly high degree of heteroge-
neity in gene expression between these regions,
probably reflecting different subclones, with vary-
ing expression of several genes implicated in can-
cer progression (Fig. 4E and fig. S11C). For example,
expression of KRT17 and GAS6, implicated in
epithelial-to-mesenchymal transition (16, 17), was
high only in areas 1 and 5 (Fig. 4, C to E, and fig
S11). Thus, spatial transcriptomics revealed un-
expected heterogeneity within a biopsy, which
would not be possible to detect with regular tran-
scriptome analysis and which may give more de-
tailed prognostic information.
Spatial transcriptomics calls for only a few ex-

tra steps compared with RNA-seq analysis of
homogenized tissue, with the benefit of providing
spatial information enabling additional levels of
analysis. In contrast to standardmethods, different
domains of the tissue are processed in the same
reaction in spatial transcriptomics, which removes
technical variation between samples. A unique fea-
ture of spatial transcriptomics is that any gene ex-

pression profile can be selected to specify a
molecularly defined domain for further analysis.
Finally, in contrast to when different regions of a
tissue are dissected for analysis, the information for
thewhole section ismaintained; hence, the analysis
is not limited to the initially selected regions. An
individual spatial transcriptomics experiment thus
serves as a permanent resource to investigate gene
expression patterns for future research questions.
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Fig. 4. Comparative analyses of tissue domains. (A) t-SNE analysis and hierarchical clustering of 551 features from two replicates creates five distinct clusters.
(B) The features placed back onto the two tissue images. (C andD) Histological section of a breast cancer biopsy (C) containing invasive ductal cancer (INV) and
six separate areas of ductal cancer in situ (1 to 6),with analyzed spatial transcriptomics features in (D). INVareaswithout, or withminimal, stromal infiltrationwere
selected. (E) Gene expression heat map over the different areas in four adjacent sections (D) and (fig. S11).
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Outline of the Spatial Transcriptomics workflow 
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LQVWUXFWLRQV��7KH�ROLJRQXFOHRWLGHV�ZHUH�LPPRELOL]HG�LQ�����P�IHDWXUHV�ZLWK�����P�FHQWHU�WR�
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FHQWHU�GLVWDQFH�EHWZHHQ�WKH�VSRWV��$FFRUGLQJ�WR�WKH�VOLGH�PDQXIDFWXUHU�DSSUR[LPDWHO\�����PLOOLRQ� 

ROLJRQXFOHRWLGHV�ZHUH�LPPRELOL]HG�LQ�HDFK�VSRW��$Q�DUHD�LQ�WKH�WRS�OHIW�FRUQHU�RI�WKH�DUUD\�ZDV�OHIW� 

EODQN�IRU�WKH�SXUSRVH�RI�RULHQWDWLRQ��6L[�����[�����P�DUUD\V�ZHUH�SUHSDUHG�SHU�JODVV�VOLGH��7KH� 

ROLJRQXFOHRWLGHV�LPPRELOL]HG�RQ�WKH�VSDWLDOO\�EDUFRGHG�DUUD\V�ZHUH��

�

6XUIDFH�VSDWLDOO\�EDUFRGHG�ROLJRQXFOHRWLGHV�� 

>$P&�@88888*$&7&*7$$7$&*$&7&$&7$7$***$&$&*$&*&7&77&&*$7&7>�� 

0(5B63$7,$/%$5&2'(@:611:61197777777777777777777791�

�

Collection and preparation of olfactory bulbs 

)RU�VSDWLDO�WUDQVFULSWRPLFV�DQDO\VLV��DGXOW�&��%/���PLFH��!��PRQWKV�ROG��ZHUH�HXWKDQL]HG�DQG� 

ROIDFWRU\�EXOEV�ZHUH�LPPHGLDWHO\�LVRODWHG�DQG�VQDS�IUR]HQ�LQ�,VRSHQWDQH���0�������6LJPD� 

$OGULFK���7LVVXH�ZDV�HPEHGGHG�LQ�FROG�2&7���������6DNXUD��EHIRUH�VHFWLRQLQJ��7KH�ROIDFWRU\� 

EXOE�ZDV�VHFWLRQHG�RQ�D�FU\RVWDW�DW�D�WKLFNQHVV�RI���µP��6HFWLRQV�ZHUH�PRXQWHG�RQWR�VSDWLDOO\� 

EDUFRGHG�DUUD\V�RU�WR�VXUIDFHV�ZLWK�SRO\�7�UHYHUVH�WUDQVFULSWLRQ�SULPHUV�ZLWK�RQH�VHFWLRQ�SHU�ZHOO�� 

)RU�VP),6+��VHFWLRQV�ZHUH�PRXQWHG�RQ�FRYHU�JODVVHV�DQG�IRU�/&0��VHFWLRQV�ZHUH�PRXQWHG�RQWR� 

MMI	Tool	membrane	(MMI	AG,	Glattburg,	Switzerland).� 

)RU�LQ�VLWX�K\EULGL]DWLRQ��HXWKDQL]HG�PLFH�ZHUH�WUDQVFDUGLDOO\�SHUIXVHG�ZLWK�3%6���6+���������� 

*(�+HDOWKFDUH�/LIH�6FLHQFHV��IROORZHG�E\����IRUPDOGHK\GH���)������6LJPD�$OGULFK���%UDLQV� 

ZHUH�SRVW�IL[HG�LQ����IRUPDOGHK\GH�RYHU�QLJKW��9LEUDWRPH�VHFWLRQV�����P��ZHUH�FXW�DQG� 

PRXQWHG�RQ�JODVV�VOLGHV���-����$01=��)LVKHU�6FLHQWLILF���
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Collection and preparation of breast cancer biopsy�

7KH�ELRSV\�ZDV�FROOHFWHG�DQG�VQDS�IUR]HQ��7LVVXH�ZDV�HPEHGGHG�LQ�FROG�2&7�EHIRUH�VHFWLRQLQJ��

7KH�ELRSV\�ZDV�VHFWLRQHG�RQ�D�FU\RVWDW�DW�D�WKLFNQHVV�RI���µP��(YHU\�IRUWK�VHFWLRQ�ZDV�PRXQWHG�

RQWR�VSDWLDOO\�EDUFRGHG�DUUD\V�ZLWK�RQH�VHFWLRQ�SHU�ZHOO��

Staining and imaging 

6HFWLRQV�ZHUH�IL[HG�IRU����PLQXWHV�LQ�QHXWUDO�IRUPDOGHK\GH�VROXWLRQ��GLOXWHG�����IURP��������

������VWRFN�VROXWLRQ���)������6LJPD�$OGULFK��LQ��[3%6������������0HGLFDJR���'LUHFWO\�

IROORZLQJ�IL[DWLRQ��WKH�IRUPDOGHK\GH�ZDV�ZDVKHG�DZD\�ZLWK��[3%6�IROORZHG�E\�DGGLWLRQ�RI�

3URSDQ���RO���$�������)LVKHU�6FLHQWLILF���VHFWLRQV�IRU�VP),6+�ZHUH�VWRUHG�DW����°&�XQWLO�

SURFHVVHG��)RU�6SDWLDO�7UDQVFULSWRPLFV�H[SHULPHQWV�DQG�/&0�H[SHULPHQWV��VHFWLRQV�ZHUH�VWDLQHG�

ZLWK�0D\HU¶V�+HPDWR[\OLQ���6������'DNR��DQG�%OXLQJ�EXIIHU���&6�����'DNR��IROORZHG�E\�(RVLQ�

��+7��������6LJPD�$OGULFK��LQ�7ULV�EDVH������0�7ULV�����0�$FHWLF�DFLG��S+�������6HFWLRQV�ZHUH�

ULQVHG��DQG�IRU�6SDWLDO�7UDQVFULSWRPLFV�H[SHULPHQWV��GULHG�VHFWLRQV�ZHUH�PRXQWHG�ZLWK�����

*O\FHURO�����������0HUFN�0LOOLSRUH��DQG�FRYHUHG�ZLWK�D�FRYHUVOLS���%%������$���0HQ]HO�

*OlVHU���

%ULJKW�ILHOG�LPDJLQJ�ZDV�FDUULHG�RXW�XVLQJ�WKH�0HWDIHU�6OLGH�6FDQQLQJ�3ODWIRUP��0HWDV\VWHPV���

5DZ�LPDJHV�ZHUH�VWLWFKHG�WRJHWKHU�ZLWK�WKH�96OLGH�VRIWZDUH��0HWDV\VWHPV���,PDJHV�ZHUH�

YLVXDOL]HG�DQG�H[WUDFWHG�DV��MSHJ��

Permeabilization and reverse transcription�

)RU�HDFK�ZHOO��FRUUHVSRQGLQJ�WR�HDFK�VXE�DUUD\�ZLWK�D�VHFWLRQ�����O�RI��[�([RQXFOHDVH�,�5HDFWLRQ�

%XIIHU���%����6��1(%��ZLWK������J��O�%6$���%����6��1(%��ZDV�DGGHG�DQG�LQFXEDWHG�DW���°&�
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IRU����PLQXWHV��(DFK�ZHOO�ZDV�ZDVKHG�ZLWK�����O����[�66&��GLOXWHG�LQ�GHLRQL]HG�ZDWHU�IURP�VWRFN�

VROXWLRQ���6������6LJPD�$OGULFK���1H[W�����O�RI������SHSVLQ���3�������*��6LJPD�$OGULFK��

GLVVROYHG�LQ����0�+&O��������������0/��6LJPD�$OGULFK��ZDV�DGGHG�WR�HDFK�ZHOO�DQG�LQFXEDWHG�

DW���°&�IRU����PLQXWHV��(DFK�ZHOO�ZDV�ZDVKHG�DV�SUHYLRXVO\�GHVFULEHG�DQG����O�RI�UHYHUVH�

WUDQVFULSWLRQ�PL[�ZDV�DGGHG�WR�HDFK�ZHOO�DQG�LQFXEDWHG�RYHUQLJKW��21���)RU�VSDWLDOO\�EDUFRGHG�

DUUD\V�EHORQJLQJ�WR�VDPSOHV�LQWHQGHG�IRU�VHTXHQFLQJ��WKH�UHYHUVH�WUDQVFULSWLRQ�PL[�FRQWDLQHG��[�

)LUVW�6WUDQG�%XIIHU��������������,QYLWURJHQ����P0�'77��������������,QYLWURJHQ�������0�RI�

HDFK�G173���5������)LVKHU�6FLHQWLILF��������J��O�%6$����QJ��O�$FWLQRP\FLQ�'���$������0*��

6LJPD�$OGULFK������'062�������������0/��6LJPD�$OGULFK�����8��O�6XSHUVFULSW�,,,���������

����,QYLWURJHQ��DQG��8��O�51DVH287��������������,QYLWURJHQ���)RU�VSDWLDOO\�EDUFRGHG�DUUD\V�DQG�

VXUIDFHV�ZLWK�SRO\�7�UHYHUVH�WUDQVFULSWLRQ�SULPHU�LQWHQGHG�IRU�JHQHUDWLRQ�RI�IOXRUHVFHQW�F'1$�

IRRWSULQWV��WKH�UHYHUVH�WUDQVFULSWLRQ�PL[�FRQWDLQHG�WKH�VDPH�UHDJHQWV�DV�DERYH�H[FHSW�IRU�����0�

RI�HDFK�G$73�G*73�G773�������0�RI�G&73������0�RI�&\DQLQH���G&73���1(/������($��

3HUNLQ(OPHU���)RU�H[SHULPHQWV�RSWLPL]LQJ�WKH�FRQGLWLRQV�IRU�SHUPHDELOL]DWLRQ�WKH�

SHUPHDELOL]DWLRQ�ZDV�FDUULHG�RXW�IRU����������DQG����PLQXWHV��)RU�H[SHULPHQWV�RSWLPL]LQJ�WKH�

FRQGLWLRQV�IRU�F'1$�V\QWKHVLV�WKH�F'1$�V\QWKHVLV�ZDV�FDUULHG�RXW�IRU���KRXU����KRXUV����KRXUV�

DQG�RYHUQLJKW��

7R�GHJUDGH�DQG�UHPRYH�PRXVH�WLVVXH�����O�3URWHLQDVH�.����������4LDJHQ��DQG�3.'�%XIIHU��S+�

�����DFFRUGLQJ�WR�WKH�PDQXIDFWXUHU������������4LDJHQ���DW�D�UDWLR�RI������ZHUH�DGGHG�WR�HDFK�ZHOO�

DQG�LQFXEDWHG�DW���°&�IRU���KRXU��$IWHU�WKH�LQFXEDWLRQ��VOLGHV�ZDVKHG�ZLWK��[�66&�ZLWK������6'6�

DW���°&������������0/��6LJPD�$OGULFK��IROORZHG�E\����[�66&�DQG����[�66&�DW�URRP�

WHPSHUDWXUH��57��DQG�ILQDOO\�VSLQ�GULHG��)RU�WKH�EUHDVW�FDQFHU�ELRSV\��WKH�WLVVXH�ZDV�LQFXEDWHG�LQ�
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������ȕ�0HUFDSWRHWKDQRO�����������&$/%,2&+(0��LQ�5/7�EXIIHU����������4LDJHQ��DW���°&�IRU�

��KRXU�EHIRUH�WKH�3URWHLQDVH�.�VWHS��

�

cDNA library preparation for sequencing�

)RU�HDFK�ZHOO�����O�RI�UHOHDVH�PL[�FRQWDLQLQJ����[�6HFRQG�6WUDQG�%XIIHU��������������

,QYLWURJHQ��������0�RI�HDFK�G173�������J��O�%6$�DQG����8��O�86(5�(Q]\PH���0������1(%��

ZDV�DGGHG�DQG�LQFXEDWHG�DW���°&�IRU�����KRXU�DQG����O�IURP�HDFK�ZHOO�ZHUH�FROOHFWHG����O�RI�

VHFRQG�VWUDQG�PL[�FRQWDLQLQJ����[�)LUVW�6WUDQG�%XIIHU�����8��O�'1$�SRO\PHUDVH�,��������������

,QYLWURJHQ��DQG�����8��O�51DVH+��������������,QYLWURJHQ��ZDV�DGGHG�DQG�VDPSOHV�ZHUH�

LQFXEDWHG�DW���°&�IRU���KRXUV����O�7��'1$�SRO\PHUDVH���0����6��1(%��ZDV�DGGHG�DQG�VDPSOHV�

ZHUH�LQFXEDWHG�DW���°&�IRU�DQRWKHU����PLQXWHV�����O�RI�GHLRQL]HG�ZDWHU�RU���P0�('7$���������

�����,QYLWURJHQ��ZDV�DGGHG�DQG�SXULILHG�XVLQJ�$JHQFRXUW�51$&OHDQ�;3�EHDGV���$�������

%HFNPDQ�&RXOWHU��DFFRUGLQJ�WR�WKH�PDQXIDFWXUHU¶V�SURWRFRO�HOXWHG�LQWR�GHLRQL]HG�ZDWHU������O�RI�

WKH�VDPSOHV�ZHUH�PL[HG�ZLWK������O�,Q�9LWUR�7UDQVFULSWLRQ�PL[�ZLWK�D�ILQDO�FRQWHQW�RI��[�7��

5HDFWLRQ�%XIIHU���$0������$PELRQ������P0�RI�HDFK�173���$0������$PELRQ����[�7��(Q]\PH�

0L[���$0������$PELRQ��DQG��8��O�683(5DVH,1���$0������$PELRQ���6DPSOHV�ZHUH�LQFXEDWHG�

DW���°&�IRU����KRXUV��

7KH�VDPSOHV�ZHUH�SXULILHG�XVLQJ�$JHQFRXUW�51$&OHDQ�;3�EHDGV�DFFRUGLQJ�WR�WKH�PDQXIDFWXUHU¶V�

SURWRFRO�DQG�HOXWHG�LQWR����O�GHLRQL]HG�ZDWHU��7KH�DPRXQW�DQG�DYHUDJH�IUDJPHQW�OHQJWK�RI�

DPSOLILHG�51$��D51$��ZDV�GHWHUPLQHG�E\�XVLQJ�WKH�51$������3LFR�.LW��������������$JLOHQW��

ZLWK�D������%LRDQDO\]HU��$JLOHQW��DFFRUGLQJ�WR�WKH�PDQXIDFWXUHU¶V�SURWRFRO��7KH�UHPDLQLQJ�

VDPSOH�DQG�����O�/LJDWLRQ�DGDSWHU��,'7��ZDV�DGGHG�WR�D�ILQDO�FRQFHQWUDWLRQ�RI������0��6DPSOHV�

ZHUH�KHDWHG�DW���°&�IRU���PLQ��WKHQ�SODFHG�RQ�LFH�EHIRUH�����O�OLJDWLRQ�PL[�ZDV�DGGHG�WR�D�ILQDO�
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FRQWHQW�RI��[�7��51$�/LJDVH�5HDFWLRQ�%XIIHU���%����/��1(%�����8��O�7��51$�/LJDVH���

WUXQFDWHG���0����/��1(%����8��O�51DVH�,QKLELWRU��0XULQH���0����/��1(%��DQG�����0�

/LJDWLRQ�$GDSWHU��6DPSOHV�ZHUH�LQFXEDWHG�DW���°&�IRU���KRXU��7KH�VDPSOHV�ZHUH�SXULILHG�XVLQJ�

$JHQFRXUW�51$&OHDQ�;3�EHDGV�DFFRUGLQJ�WR�WKH�SURWRFRO�SUHYLRXVO\�GHVFULEHG�DQG�PL[HG�ZLWK�

��O�57�SULPHU��,'7��WR�D�ILQDO�FRQFHQWUDWLRQ�RI�����0�DQG���O�G173V�DQG�D�ILQDO�FRQFHQWUDWLRQ�

����P0�RI�HDFK�G173��6DPSOHV�ZHUH�KHDWHG�DW���°&�IRU���PLQ�DQG�WKHQ�SODFHG�RQ�LFH����O�UHYHUVH�

WUDQVFULSWLRQ�PL[�ZDV�DGGHG�WR�D�ILQDO�FRQWHQW�RI��[�)LUVW�6WUDQG�%XIIHU������0�'77������0�RI�

HDFK�G173���P0�57�SULPHU����8��O�6XSHUVFULSW�,,,�DQG��8��O�51DVH287��6DPSOHV�ZHUH�

LQFXEDWHG�DW���°&�IRU���KRXU�EHIRUH�SODFHG�RQ�LFH�DQG�WKH�VDPSOHV�ZHUH�VXEVHTXHQWO\�SXULILHG�

XVLQJ�$JHQFRXUW�51$&OHDQ�;3�EHDGV�DFFRUGLQJ�WR�WKH�SURWRFRO�SUHYLRXVO\�GHVFULEHG��$�WRWDO�

UHDFWLRQ�YROXPH�RI����O�FRQWDLQLQJ��[.$3$�+L)L�+RW6WDUW�5HDG\0L[���..������.$3$�

%LRV\VWHPV����[�(9$�JUHHQ����������%LRWLXP�������0�3&5�,Q3(�����(XURILQV��������0�3&5�

,Q3(�����(XURILQV�������0�3&5�,QGH[��(XURILQV��DQG���O�SXULILHG�F'1$�ZHUH�DPSOLILHG�E\�T3&5�

ZLWK�WKH�IROORZLQJ�SURWRFRO����°&�IRU���PLQXWHV��IROORZHG�E\�F\FOLQJ�DW���°&�IRU����VHFRQGV��

��°&�IRU����VHFRQGV�DQG���°&�IRU����VHFRQGV��$IWHU�GHWHUPLQLQJ�WKH�DPRXQW�RI�F\FOHV�QHHGHG�

EDVHG�RQ�WKH�T3&5��WKH�VDPSOHV�ZHUH�DPSOLILHG�LQ�D�WRWDO�UHDFWLRQ�YROXPH�RI����O��7KH�OLEUDULHV�

ZHUH�SXULILHG�DV�GHVFULEHG�SUHYLRXVO\��18��DQG�VDPSOHV�ZHUH�HOXWHG�LQ����O�HOXWLRQ�EXIIHU�

���������4LDJHQ��DQG�WKH�DYHUDJH�IUDJPHQW�OHQJWK�RI�ILQLVKHG�OLEUDULHV�ZDV�GHWHUPLQHG�E\�XVLQJ�

WKH�'1$������.LW��������������$JLOHQW��ZLWK�D������%LRDQDO\]HU�DFFRUGLQJ�WR�WKH�

PDQXIDFWXUHU¶V�SURWRFRO��7KH�FRQFHQWUDWLRQ�RI�WKH�ILQLVKHG�OLEUDULHV�ZDV�GHWHUPLQHG�ZLWK�4XELW�

GV'1$�+6�$VVD\�.LW���4�������/LIH�7HFKQRORJLHV��DFFRUGLQJ�WR�WKH�PDQXIDFWXUHU¶V�SURWRFRO��

)LQLVKHG�OLEUDULHV�ZHUH�GLOXWHG�WR��Q0�DQG�VHTXHQFHG�RQ�WKH�,OOXPLQD�1H[W6HT�SODWIRUP�XVLQJ�

SDLUHG�HQG�VHTXHQFLQJ�DFFRUGLQJ�WR�WKH�PDQXIDFWXUHU¶V�SURWRFRO��7\SLFDOO\�����RU����EDVHV�ZHUH�
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VHTXHQFHG�RQ�UHDG�RQH��DQG�����RU�����EDVHV�ZHUH�VHTXHQFHG�RQ�UHDG�WZR��7KH�ROLJRQXFOHRWLGHV�

XVHG�GXULQJ�OLEUDU\�SUHSDUDWLRQ�ZHUH��

�

/LJDWLRQ�DGDSWHU���

>U$SS@$*$7&**$$*$*&$&$&*7&7*$$&7&&$*7&$&>GG&@�

6HFRQG�UHYHUVH�WUDQVFULSWLRQ�SULPHU��

*7*$&7**$*77&$*$&*7*7*&7&77&&*$�

3&5�SULPHU�,Q3(�����

$$7*$7$&**&*$&&$&&*$*$7&7$&$&7&777&&&7$&$&*$&*&7&77&&*$7&7�

3&5�SULPHU�,Q3(�����

*7*$&7**$*77&$*$&*7*7*&7&77&&*$7&7�

3&5�,QGH[�SULPHU���

&$$*&$*$$*$&**&$7$&*$*$7;;;;;;*7*$&7**$*77&�

Fluorescent imaging and image alignment 

)RU�VSDWLDOO\�EDUFRGHG�DUUD\V�EHORQJLQJ�WR�VDPSOHV�LQWHQGHG�IRU�VHTXHQFLQJ�ZKHUH�EDUFRGHG�

F'1$�KDG�EHHQ�UHOHDVHG�����O�RI�K\EULGL]DWLRQ�PL[�FRQWDLQLQJ�����[�3%6������0�

&\�BDQWLB$BSUREH��(XURILQV��DQG�����0�&\�BDQWLB)UDPHBSUREH��(XURILQV��ZDV�DGGHG�DQG�

LQFXEDWHG�DW�57�IRU����PLQXWHV��(DFK�ZHOO�ZDV�ZDVKHG�ZLWK�����O����[�66&��WKHQ��[�66&�ZLWK�

�����6'6�DW���°&�IRU����PLQXWHV�����[�66&�DW�57�IRU���PLQXWH�����[�66&�DW�57�IRU���PLQXWH�DQG�

ILQDOO\�VSLQ�GULHG��%RWK�VSDWLDOO\�EDUFRGHG�DUUD\V�EHORQJLQJ�WR�VDPSOHV�LQWHQGHG�IRU�VHTXHQFLQJ��

DQG�VSDWLDOO\�EDUFRGHG�DUUD\V�DQG�VXUIDFHV�ZLWK�SRO\�7�UHYHUVH�WUDQVFULSWLRQ�SULPHU�LQWHQGHG�WR�
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VKRZ�IOXRUHVFHQW�F'1$�IRRWSULQWV�ZHUH�PRXQWHG�ZLWK�6ORZ)DGH�*ROG�$QWLIDGH�5HDJHQW� 

��6�������,QYLWURJHQ��DQG�FRYHUHG�ZLWK�D�FRYHUVOLS�� 

)OXRUHVFHQW�LPDJLQJ��VWLWFKLQJ�DQG�LPDJH�H[WUDFWLRQ�ZDV�FDUULHG�RXW�RQ�WKH�VDPH�V\VWHP�DQG�ZLWK� 

WKH�VDPH�SURJUDPV�DV�SUHYLRXVO\�GHVFULEHG�IRU�EULJKW�ILHOG�LPDJHV��%ULJKW�ILHOG�LPDJHV�DQG� 

IOXRUHVFHQW�LPDJHV�ZKHUH�PDQXDOO\�DOLJQHG�LQ�$GREH�3KRWRVKRS�&6���$GREH���E\�XVLQJ�WLVVXH� 

VWUXFWXUHV�DQG�IHDWXUHV�YLVLEOH�LQ�ERWK�LPDJHV��7KH�ROLJRQXFOHRWLGHV�XVHG�IRU�DUUD\�K\EULGL]DWLRQ� 

ZHUH��

�

&\��DQWL�$�SUREH��

>&\�@$*$7&**$$*$*&*7&*7*7�

&\��DQWL�)UDPH�SUREH��

>&\�@**7$&$*$$*&*&*$7$*&$*�

Estimation of diffusion by fluorescent signal  

Signal intensities were measured in ImageJ for six individual cells (fig. S1E, F). All intensities 

were then corrected and presented as above background level and the distances between the H&E- 

and Cy3-signals at 10% of the maximum Cy3-signal intensity measured. An example of the 

measured distance observations is given in fig. S1G. The average diffusion distance at 10% Cy3-

signal was estimated and shown in fig. S1H.  

Extraction and fragmentation of total RNA 

7RWDO�51$�ZDV�H[WUDFWHG�IURP�IUHVK�IUR]HQ�VHFWLRQV�RI�WKH�PRXVH�PDLQ�ROIDFWRU\�EXOE��7LVVXH�ZDV� 

SODFHG�LQ�/\VLQJ�0DWUL[�'��������������03�%LRPHGLFDOV��DQG�ZDV�O\VHG�E\�UXQQLQJ�WKH�WXEHV�LQ�
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D�)DVW3UHS��03�%LRPHGLFDOV���51$�ZDV�H[WUDFWHG�XVLQJ�WKH�51HDV\�3OXV�0LQL�.LW����������

4LDJHQ��DFFRUGLQJ�WR�WKH�PDQXIDFWXUHU¶V�SURWRFRO��7RWDO�51$�ZDV�IUDJPHQWHG�XVLQJ�WKH�1(%1H[W�

0DJQHVLXP�)UDJPHQWDWLRQ�0RGXOH���(����6��1(%��IRU�������PLQXWHV�WR�DQ�DYHUDJH�OHQJWK�RI�

�������QWV�DFFRUGLQJ�WR�WKH�PDQXIDFWXUHU¶V�SURWRFRO��)UDJPHQWHG�51$�ZDV�SXULILHG�ZLWK�51HDV\�

0LQL(OXWH�&OHDQXS�.LW����������4LDJHQ��DFFRUGLQJ�WR�WKH�IUDJPHQWDWLRQ�SURWRFRO��7KH�DYHUDJH�

IUDJPHQW�OHQJWK�RI�IUDJPHQWHG�51$�DQG�5,1�YDOXHV�RI�H[WUDFWHG�51$�ZDV�GHWHUPLQHG�E\�XVLQJ�

WKH�51$������3LFR�.LW�ZLWK�D������%LRDQDO\]HU�DFFRUGLQJ�WR�WKH�PDQXIDFWXUHU¶V�SURWRFRO��7KH�

FRQFHQWUDWLRQ�RI�WKH�ILQLVKHG�OLEUDULHV�ZDV�GHWHUPLQHG�ZLWK�4XELW�51$�+6�$VVD\�.LW���4�������

/LIH�WHFKQRORJLHV��RU�4XELW�51$�%5�$VVD\�.LW���4�������/LIH�WHFKQRORJLHV��DFFRUGLQJ�WR�WKH�

PDQXIDFWXUHU¶V�SURWRFRO��

�

Total RNA experiment using spatially barcoded arrays�

7RWDO�51$�H[SHULPHQWV�ZHUH�FDUULHG�RXW�LQ�WKH�VDPH�ZD\�DV�IRU�H[SHULPHQWV�XVLQJ�WLVVXH�VHFWLRQV�

RQ�VSDWLDOO\�EDUFRGHG�DUUD\V�LQWHQGHG�IRU�VHTXHQFLQJ�ZLWK�WKUHH�H[FHSWLRQV��QR�WLVVXH�ZDV�PRXQWHG�

RQWR�WKH�DUUD\��WKH�JO\FHURO�PRXQWLQJ�VWHS�DQG�EULJKW�ILHOG�LPDJLQJ�VWHS�ZHUH�VNLSSHG��DQG����QJ�

RI�IUDJPHQWHG�WRWDO�51$�IURP�PRXVH�ROIDFWRU\�EXOE�ZDV�DGGHG�WR�HDFK�ZHOO�LQ�WKH�UHYHUVH�

WUDQVFULSWLRQ�VWHS��

�

In solution cDNA library preparation�

6DPSOHV�ZLWK�D�WRWDO�YROXPH�RI����O�DQG�D�FRQFHQWUDWLRQ�RI�����P0�67�SUREH�PL[��HTXDO�PL[�RI�

VL[�XQLTXH�EDUFRGHG�SUREHV�������P0�RI�HDFK�G173V�DQG����QJ�IUDJPHQWHG�WRWDO�51$�IURP�

PRXVH�PDLQ�ROIDFWRU\�EXOE�ZHUH�SUHSDUHG��6DPSOHV�ZHUH�KHDWHG�DW���°&�IRU���PLQ��$IWHU�WKH�

KHDWLQJ�VWHS��VDPSOHV�ZHUH�SODFHG�RQ�LFH�EHIRUH���O�UHYHUVH�WUDQVFULSWLRQ�PL[�ZDV�DGGHG�WR�D�ILQDO�
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FRQWHQW�RI��[�)LUVW�6WUDQG�%XIIHU������0�'77������0�RI�HDFK�G173���P0�67�SUREH�PL[����8��O�

6XSHUVFULSW�,,��������������,QYLWURJHQ���8��O�51DVH287�DQG��P0�76�SUREH��([LTRQ���6DPSOHV�

ZHUH�LQFXEDWHG�DW���°&�IRU���KRXU�IROORZHG�E\���°&�IRU����PLQXWHV��/LEUDULHV�ZHUH�ILQLVKHG�DQG�

VHTXHQFHG�LQ�WKH�VDPH�ZD\�DV�GHVFULEHG�DIWHU�WKH�UHYHUVH�WUDQVFULSWLRQ�VWHS�XQGHU�³F'1$�OLEUDU\�

SUHSDUDWLRQ�IRU�VHTXHQFLQJ´��7KH�ROLJRQXFOHRWLGHV�XVHG�GXULQJ�LQ�VROXWLRQ�F'1$�OLEUDU\�

SUHSDUDWLRQ�ZHUH��

�

,Q�VROXWLRQ�UHYHUVH�WUDQVFULSWLRQ�SULPHUV��

>$P&�@88888*$&7&*7$$7$&*$&7&$&7$7$***$&$&*$&*&7&77&&*$7&7>��

0(5B63$7,$/%$5&2'(@:611:61197777777777777777777791�

7HPSODWH�VZLWFKLQJ�SUREH��76�SUREH���

$*$&*7*7*&7&77&&*$7&711111111$7U*U*�*��� /1$��U ULER�EDVH��

ISH in tissue sections 

,6+�ZDV�SHUIRUPHG�DV�GHVFULEHG�SUHYLRXVO\��19���/DEHOHG�SUREHV�ZHUH�SURGXFHG�ZLWK�',*�51$�

ODEHOLQJ�NLW������������5RFKH���'1$�WHPSODWH�VHTXHQFHV�ZHUH�DPSOLILHG�IURP�PRXVH�ROIDFWRU\�

EXOE�F'1$�XVLQJ�3&5�SULPHU��,'7��VHTXHQFHV�REWDLQHG�IURP�$OOHQ�%UDLQ�$WODV��FRQMXJDWHG�WR�

WKH�7��SURPRWHU�VHTXHQFH��7KH�ROLJRQXFOHRWLGHV�XVHG�IRU�Rbfox3�WHPSODWH�DPSOLILFDWLRQ�ZHUH��

�

Rbfox3�IRUZDUG�SULPHU��

&&$*&7*$$7$7*&&&&$&&�

Rbfox3�UHYHUVH�SULPHU��LQFOXGLQJ�7��SURPRWHU���

$77$$&&&7&$&7$$$***$**&&*$7**7*7*$7**7$$��

Curio EX1019 
Curio v Prognosys 

IPR2024-01289



Single molecule fluorescent in situ hybridization�

7KH�VHFWLRQV�ZHUH�SHUPHDELOL]HG�ZLWK�PHWKDQRO�DQG�LQFXEDWHG�IRU����PLQXWHV�DW���°&�LQ�7ULV�

('7$��S+�������6OLGHV�ZHUH�ZDVKHG�WZLFH�ZLWK��[66&�DQG�WKH�LQFXEDWHG�LQ�K\EULGL]DWLRQ�EXIIHU�

�20��FRQWDLQLQJ����Q0�IOXRUHVFHQW�ODEHO�SUREHV��/*&�%LRVHDUFK�7HFKQRORJLHV��IRU���KRXUV�DW�

����°&��6OLGHV�ZHUH�ZDVKHG�IRXU�WLPHV�LQ��[66&������IRUPDPLGH�DQG�FRXQWHUVWDLQHG�ZLWK�

+RHFKVW��7KH�VWDLQLQJ�VWHS�ZDV�IROORZHG�E\�D�ZDVK�LQ��[66&�DQG�ILQDOO\�WKH�VOLGHV�ZHUH�PRXQWHG�

ZLWK�3URORQJ�*ROG�PRXQWLQJ�PHGLXP���3�������7KHUPR)LVKHU�6FLHQWLILF���,PDJH�VWDFNV������P�

GLVWDQFH��ZHUH�DFTXLUHG�XVLQJ�D�1LNRQ�7L�(�ZLWK�PRWRUL]HG�VWDJH��1LNRQ���

7KH�LPDJHV�ZHUH�DQDO\]HG�XVLQJ�S\WKRQ�ZLWK�WKH�QXPS\��VFLS\�QGLPDJH�DQG�VFLNLW�LPDJH�

OLEUDULHV��%ULHIO\��DIWHU�EDFNJURXQG�UHPRYDO�XVLQJ�D�ODUJH�NHUQHO�JDXVVLDQ�ILOWHU��D�/DSODFLDQ�RI�

*DXVVLDQ�ZDV�XVHG�WR�HQKDQFH�WKH�51$�GRWV��%DFNJURXQG�REMHFWV��VLJQLILFDQWO\�ODUJHU�WKDQ�WKH�

VP),6+�GRWV��ZHUH�UHPRYHG�DIWHU�LPDJH�WKUHVKROGLQJ��7KH�UHPDLQLQJ�51$�GRWV�ZHUH�FRXQWHG�LQ�

URXQG�DUHDV�ZLWK�D�GLDPHWHU�RI�DSSUR[LPDWHO\�����P�LQ�*&/��0&/��23/�DQG�*/������DUHDV�SHU�

UHJLRQ���7KH�LPDJHV�ZHUH�VWLWFKHG��DOLJQHG�DQG�SVHXGRFRORUHG�LQ�)LML��7KH�FRXQW�GDWD�ZDV�

FRPSDUHG�WR�6SDWLDO�7UDQVFULSWRPLFV�GDWD�LQ�WKH�VDPH�UHJLRQV�ZLWK�WKH�H[FHSWLRQ�WKDW�DOO�SRVVLEO\�

VSRWV��RYHUODSSLQJ�RQO\�RQH�UHJLRQ�LQ�WKH�VHFWLRQ��ZHUH�XVHG��

�

Laser capture microdissection 

/DVHU�FDSWXUH�PLFURGLVVHFWLRQ�ZDV�SHUIRUPHG�ZLWK�WKH�2O\PSXV�,;���V\VWHP��2O\PSXV��DQG�

XWLOL]LQJ�WKH�PPL�&HOO�7RROV��00,���7KH�PLFURGLVVHFWHG�SLHFHV�ZHUH�FDSWXUHG�RQWR�����PO�ZKLWH�

LVRODWLRQ�FDSV�IRU�VXEVHTXHQW�F'1$�V\QWKHVLV�DQG�OLEUDU\�SUHSDUDWLRQ��5RXQG�DUHDV�ZLWK�D�

GLDPHWHU�VOLJKWO\�DERYH�����P�ZHUH�FXW�IURP�0&/�DQG�*&/��7KLV�VL]H�ZDV�FKRVHQ�LQ�RUGHU�WR�

PLPLF�WKH�IHDWXUH�VL]H�RQ�6SDWLDO�7UDQVFULSWRPLFV�DUUD\V��$IWHU�FDSWXUH�����XO�/\VLV�EXIIHU�IURP�
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WKH�51$TXHRXV�0LFUR�7RWDO�NLW���$0������$PELRQ��ZDV�DGGHG�WR�WKH�WXEHV�IROORZHG�E\�DQ�

LQFXEDWLRQ�IRU����PLQ�DW�����&��7KH�VDPSOHV�ZHUH�IUR]HQ�GRZQ�DW������&�XQWLO�IXUWKHU�SURFHVVLQJ��

51$�ZDV�H[WUDFWHG�XVLQJ�NLW�DFFRUGLQJ�WR�WKH�PDQXIDFWXUHU�V�SURWRFRO��$IWHU�H[WUDFWLRQ��WKH�

YROXPH�ZDV�EURXJKW�GRZQ�WR��XO�XVLQJ�D�6SHHGYDF��7R�HDFK�VDPSOH��DQ�XQLTXH�67�SUREH������

SPRO��ZDV�DGGHG�DV�ZHOO�DV�'77���X0�G173�PL[��6XSHU6FULSW�,,,�DQG�51DVH287�WR�D�ILQDO�

FRQFHQWUDWLRQ�DV�VWDWHG�LQ�WKH�VWDQGDUG�SURWRFRO��$OVR�DFWLQRP\FLQ�'��GLVVROYHG�LQ�����Y�Y�

'062��ZDV�DGGHG��WR�WKH�VDPH�FRQFHQWUDWLRQ�DV�SUHYLRXVO\�GHVFULEHG��DQG�VDPSOHV�ZHUH�

UHVXVSHQGHG�LQ��[�)LUVW�6WUDQG�%XIIHU�WR�D�WRWDO�YROXPH�RI���XO��7KH�UHYHUVH�WUDQVFULSWLRQ�ZDV�

SHUIRUPHG�DW����&�IRU����PLQ�IROORZHG�E\�D�KHDW�LQDFWLYDWLRQ�VWHS�DW�����&�IRU����PLQXWHV��$�WRWDO�

51$�H[SHULPHQW�RQ�D�VSDWLDO�DUUD\�ZDV�FDUULHG�RXW�DV�SUHYLRXVO\�GHVFULEHG�EXW�ZLWK����QJ�RI�

IUDJPHQWHG�WRWDO�51$��SHU�ZHOO��IURP�0&)���FHOOV��'XULQJ�WKH�UHOHDVH�VWHS��WKH�/&0�F'1$�ZDV�

VSLNHG�LQ��ZLWK�D�PD[LPXP�RI�WKUHH�VDPSOHV�SHU�ZHOO��/LEUDULHV�IRU�VHTXHQFLQJ�ZHUH�FDUULHG�RXW�DV�

SUHYLRXVO\�GHVFULEHG��7KH�ROLJRQXFOHRWLGHV�XVHG�IRU�/&0�F'1$�OLEUDU\�SUHSDUDWLRQ�ZHUH��

�

/&0�UHYHUVH�WUDQVFULSWLRQ�SULPHUV��

>$P&�@88888*$&7&*7$$7$&*$&7&$&7$7$***$&$&*$&*&7&77&&*$7&7>��

0(5B63$7,$/%$5&2'(@:611:61197777777777777777777791�

�

Sequence alignment and generation of gene expression database 

,Q�HDFK�SDLU�RI�UHDGV��WKH�ILUVW�UHDG�FRQWDLQHG�WKH�VSDWLDO�EDUFRGH�DQG�WKH�80,�EXW�QR�JHQH�

LQIRUPDWLRQ��5HDG�WZR�FRQWDLQHG�WKH�JHQH�LQIRUPDWLRQ�DQG�ZDV�ILUVW�SURFHVVHG�XVLQJ�%:$�EDVHG�

TXDOLW\�WULPPLQJ��,Q�DGGLWLRQ��VWUHWFKHV�RI�KRPRSRO\PHUV�H[FHHGLQJ����EDVHV�ZHUH�UHPRYHG�

WRJHWKHU�ZLWK�WKH�VHTXHQFH�IROORZLQJ�WKH�KRPRSRO\PHU��DQG�DOO�UHDGV�VKRUWHU�WKDQ����EDVHV�ZHUH�
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GLVFDUGHG��5HPDLQLQJ�UHDGV�ZHUH�DOLJQHG�DJDLQVW�WKH�PRXVH�JHQRPH��*5&P����IRU�ROIDFWRU\�EXOE�

VDPSOHV��DQG�DJDLQVW�WKH�KXPDQ�JHQRPH��*5&K����IRU�EUHDVW�FDQFHU�VDPSOHV��XVLQJ�%RZWLH���21��

Y������ZLWK�GHIDXOW�VHWWLQJV��7KH�QXPEHU�RI�UHDGV�DOLJQLQJ�WR�HDFK�JHQH�ZHUH�FRXQWHG�ZLWK�KWVHT�

FRXQW��22��Y�������XVLQJ�5HI6HT�JHQH�DQQRWDWLRQV�UHVWULFWHG�WR�YDOLGDWHG�SURWHLQ�FRGLQJ�DQG�QRQ�

FRGLQJ�WUDQVFULSWV��WUDQVFULSWBLGV�VWDUWLQJ�ZLWK�³10B´�RU�³15B´��IRU�ROIDFWRU\�EXOE�VDPSOHV��DQG�

XVLQJ�HQVHPEO�JHQH�DQQRWDWLRQV�IRU�EUHDVW�FDQFHU�VDPSOHV��0LWRFKRQGULDO�JHQHV��ULERVRPDO�

VHTXHQFHV�DQG�WKH�ORQJ�QRQ�FRGLQJ�WUDQVFULSW�³0DODW�´�ZHUH�UHPRYHG�IURP�WKH�DQDO\VLV�GXH�WR�

KLJK�DEXQGDQFH�DQG�LQWHUQDO�SULPLQJ��:KHQHYHU�UHDG�WZR�LQ�D�UHDG�SDLU�ZDV�DOLJQHG�WR�D�JHQH��WKH�

VSDWLDO�EDUFRGH�IURP�WKH�FRUUHVSRQGLQJ�UHDG�RQH�ZDV�DVVLJQHG�WR�D�EDUFRGH�LQ�WKH�UHIHUHQFH�ILOH�DV�

GHVFULEHG�SUHYLRXVO\��23���³GH�PXOWLSOH[LQJ´���7R�UHPRYH�UHDGV�WKDW�ZHUH�GXSOLFDWHG�GXULQJ�WKH�

DPSOLILFDWLRQ�SURWRFRO��D�FOXVWHU�DOJRULWKP�WKDW�VRUWV�WKH�80,V�DQG�LWHUDWHV�RYHU�WKHP�WR�FUHDWH�

FOXVWHUV�EDVHG�RQ�PLQLPXP�KDPPLQJ�GLVWDQFH�ZDV�XVHG��)LQDOO\�DOO�LQIRUPDWLRQ�ZDV�ZULWWHQ�WR�D�

ILOH�WR�JHQHUDWH�D�GDWDEDVH�FRQWDLQLQJ�FRPELQHG�JHQH�H[SUHVVLRQ�DQG�VSDWLDO�LQIRUPDWLRQ��

�

Comparing libraries and features�

7KH�WRWDO�H[SUHVVLRQ�IRU�HDFK�JHQH�LQ�D�GDWDVHW�ZDV�FDOFXODWHG�E\�DGGLQJ�WKH�UHDGV�IURP�HDFK�

EDUFRGH�WRJHWKHU��'DWD�IURP�WKH�UHSOLFDWHV�DQG�WKH�OLEUDU\�PDGH�LQ�VROXWLRQ�ZDV�QRUPDOL]HG�XVLQJ�

WKH�PHGLDQ�UDWLR�QRUPDOL]DWLRQ�PHWKRG�LPSOHPHQWHG�LQ�'(6HT���24���IROORZHG�E\�DGGLQJ�D�

SVHXGRFRXQW�RI���EHIRUH�WKH�GDWD�ZDV�ORJ��WUDQVIRUPHG��)RU�HDFK�SDLU�ZLVH�FRPSDULVRQ��WKH�

3HDUVRQ�FRUUHODWLRQ�ZDV�FDOFXODWHG�XVLQJ�DOO�JHQHV�H[SUHVVHG�LQ�DQ\�RI�WKH�WZR�GDWDVHWV��

7R�FRPSDUH�WKH�QXPEHU�RI�JHQHV�DW�GLIIHUHQW�UHDG�GHSWKV�LQ�HDFK�RI�WKUHH�VDPSOHV��67��WRWDO�51$�

LQ�VROXWLRQ�DQG�WRWDO�51$�RQ�VXUIDFH���)$674�ILOHV�ZHUH�GRZQ�VDPSOHG��
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5HDG�FRYHUDJH�RYHU�DQ�DYHUDJH�³PHWD�JHQH´�ZDV�FDOFXODWHG�XVLQJ�WKH�VFULSW�

geneBody_coverage2.py�IURP�WKH�56H4&�VXLWH��25���

7R�GLVSOD\�WKH�QXPEHU�RI�XQLTXH�JHQHV�DQG�WUDQVFULSWV�SHU�IHDWXUH�DQG�WKH�FRHIILFLHQW�RI�YDULDWLRQ�

YHUVXV�WKH�PHDQ�H[SUHVVLRQ������IHDWXUHV�WKDW�ZHUH�FRYHUHG�E\�DW�OHDVW�����WLVVXH�ZHUH�

VHOHFWHG���$OO�WUDQVFULSWV�H[SUHVVHG�ZHUH�XVHG�DQG��H[FHSW�IRU�WKH�DPSOLILFDWLRQ�GXSOLFDWH�UHPRYDO�

�80,�ILOWHULQJ���QR�QRUPDOL]DWLRQ�ZDV�FDUULHG�RXW��7R�FDOFXODWH�WKH�QXPEHU�RI�JHQHV�DQG�XQLTXH�

UHDGV�SHU�IHDWXUH�LQ�VHOHFWHG�PRUSKRORJLFDO�UHJLRQV��D�VXEVHW�RI�IHDWXUHV�RQO\�FRYHUHG�E\�RQH�

UHJLRQ�ZDV�VHOHFWHG��$�WRWDO�RI����IHDWXUHV�IURP�ROIDFWRU\�QHUYH�OD\HU�����IURP�JORPHUXODU�OD\HU��

���IURP�RXWHU�SOH[LIRUP�OD\HU�����IURP�PLWUDO�FHOO�OD\HU�DQG����IURP�JUDQXODU�FHOO�OD\HU�ZHUH�

FKRVHQ�IRU�WKLV�SXUSRVH��6XEVDPSOLQJ�ZDV�SHUIRUPHG�DV�GHVFULEHG�DERYH��

Spatial gene expression analysis and visualization�

7KH�SRVLWLRQ�RI�IHDWXUHV�FRQWDLQLQJ�JHQHV�RI�LQWHUHVW�ZDV�SORWWHG�LQ�5�XVLQJ�WKH�ILOHV�FRQWDLQLQJ�WKH�

VSDWLDO�JHQH�H[SUHVVLRQ�LQIRUPDWLRQ��2QO\�IHDWXUHV�ZLWK�PRUH�WKDQ������JHQHV�ZHUH�XVHG��6DPSOHV�

ZHUH�QRUPDOL]HG�DV�SUHYLRXVO\�GHVFULEHG��7R�GLVSOD\�WKH�HQULFKHG�VSDWLDO�H[SUHVVLRQ�SDWWHUQV�IRU�

VHOHFWHG�JHQHV��LQGLYLGXDO�FXWRIIV�ZHUH�DSSOLHG�EDVHG�RQ�WKH�WRWDO�H[SUHVVLRQ�RI�WKH�VHOHFWHG�JHQH�

LQ�WKH�GDWDVHW��

7R�YLVXDOL]H�ORZ�KRUL]RQWDO�GLIIXVLRQ��WHQ�IHDWXUHV�IURP�0&/�DQG����IHDWXUHV�IURP�*&/�DW�

GLIIHUHQW�GLVWDQFH�IURP�0&/�ZHUH�VHOHFWHG��6LQFH�RQO\�WHQ�IHDWXUHV�FRXOG�EH�IRXQG�DW�WKH�FORVHVW�

GLVWDQFH��FHQWHU�RI�IHDWXUH�DW������µP�IURP�0&/��WKLV�QXPEHU�ZDV�DOVR�FKRVHQ�IRU�WKH�RWKHU�DUHDV��

)URP�$OOHQ�%UDLQ�$WODV��WHQ�JHQHV�ZLWK�D�VSHFLILF�H[SUHVVLRQ�LQ�0&/��23/�DQG�*/�EXW�QRW�LQ�

*&/�ZHUH�FKRVHQ��'DWD�ZDV�QRUPDOL]HG�DV�SUHYLRXVO\�GHVFULEHG��7KH�H[SUHVVLRQ�IRU�HDFK�IHDWXUH�

DW�WKH�GLIIHUHQW�GLVWDQFHV�ZHUH�YLVXDOL]HG�DV�D�KHDW�PDS�DQG�GLUHFWO\�YLVXDOL]HG�RQ�WRS�RI�WKH�WLVVXH��
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$OVR��WKH�VXP�RI�XQLTXH�WUDQVFULSWV�IRU�DOO�WHQ�JHQHV�ZDV�DOVR�DGGHG�WRJHWKHU�WR�FDOFXODWH�D�YDOXH�LQ�

DYHUDJH�SHU�IHDWXUH�IRU�HDFK�UHJLRQ��7KH�VDPH�SURFHGXUH�ZDV�UHSHDWHG�IRU�WKH�/&0�VDPSOHV��

KRZHYHU��RQO\�ILYH�VDPSOHV�IURP�HDFK�UHJLRQ�ZHUH�REWDLQHG��

Differential expression analysis 

)RU�DQDO\VLV�RI�GLIIHUHQWLDO�H[SUHVVLRQ�EHWZHHQ�VHOHFWLRQV�EDVHG�RQ�PRUSKRORJ\��WHQ�IHDWXUHV�IURP�

HDFK�RI�WKUHH�UHJLRQV�ZHUH�VHOHFWHG��2QO\�IHDWXUHV�ZLWK�PRUH�WKDQ������JHQHV�ZHUH�XVHG�DQG�GDWD�

ZDV�QRUPDOL]HG�DV�SUHYLRXVO\�GHVFULEHG��)HDWXUHV�LQ�UHJLRQV�Į�DQG�ȕ�ZHUH�ORFDWHG�LQ�WKH�JUDQXODU�

FHOO�OD\HU��ZLWK�RQH�UHJLRQ�IURP�HDFK�KHPLVSKHUH��)HDWXUHV�LQ�UHJLRQ�Ȗ�ZHUH�ORFDWHG�LQ�WKH�

JORPHUXODU�OD\HU�LQ�ERWK�KHPLVSKHUHV��3DLU�ZLVH�FRPSDULVRQV�ZHUH�FDUULHG�HLWKHU�E\�WDNLQJ�WKH�

PHDQ�H[SUHVVLRQ�RI�HDFK�JHQH�RYHU�DOO�WHQ�IHDWXUHV�RU�E\�FRPSDULQJ�VLQJOH�IHDWXUHV�GLUHFWO\��

'LIIHUHQWLDO�H[SUHVVLRQ�DQDO\VLV�ZDV�FDUULHG�RXW�XVLQJ�'(6HT���2QO\�JHQHV�ZLWK�D�ORJ��IROG�

FKDQJH�!���DQG�DQ�DGMXVWHG�S�YDOXH�RI��������ZHUH�FRQVLGHUHG�WR�EH�GLIIHUHQWLDOO\�H[SUHVVHG��)RU�

HDFK�VHOHFWLRQ��H[DPSOHV�RI�RYHUH[SUHVVHG�JHQHV�ZHUH�PDUNHG�LQ�WKH�VFDWWHUSORW�WRJHWKHU�ZLWK�

WKUHH�KRXVHNHHSLQJ�JHQHV��Rpn2, Pgk1 DQG Actb���

)RU�DQDO\VLV�RI�GLIIHUHQWLDO�H[SUHVVLRQ�EHWZHHQ�JHQH�EDVHG�VHOHFWLRQV��GDWD�ZDV�QRUPDOL]HG�DV�

SUHYLRXVO\�GHVFULEHG��)HDWXUHV�ZHUH�VHOHFWHG�EDVHG�RQ�WKH�SUHVHQFH�DQG�DEVHQFH�RI�WKUHH�

LQWHUQHXURQ�PDUNHU�JHQHV��Camk4� Vip DQG Th��$�JHQH�ZDV�FRQVLGHUHG�SUHVHQW�LI�WKH�H[SUHVVLRQ�

ZDV���RU�PRUH�QRUPDOL]HG�FRXQWV�LQ�D�IHDWXUH�DQG�DEVHQW�LI�WKH�H[SUHVVLRQ�ZDV�EHORZ����7R�HQVXUH�

WKDW�VHOHFWLRQV�ZLWK�VLPLODU�VHTXHQFLQJ�GHSWK�ZHUH�FRPSDUHG��WHQ�UDQGRP�IHDWXUHV�IURP�HDFK�VHW�

ZHUH�VHOHFWHG��3DLU�ZLVH�FRPSDULVRQ�DQG�GLIIHUHQWLDO�H[SUHVVLRQ�DQDO\VLV�ZHUH�FDUULHG�RXW�DV�

SUHYLRXVO\�GHVFULEHG��7KH�WKUHH�KRXVH�NHHSLQJ�JHQHV�WRJHWKHU�ZLWK�H[DPSOHV�RI�RYHUH[SUHVVHG�

JHQHV�ZHUH�PDUNHG�LQ�WKH�VFDWWHUSORW��
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Dimensionality reduction and hierarchical clustering�

$OO�IHDWXUHV�IURP�ERWK�UHSOLFDWHV�FRYHUHG�E\�DW�OHDVW�����WLVVXH�DQG�H[SUHVVLQJ������JHQHV�ZHUH�

FKRVHQ�IRU�W�61(��PDNLQJ�XS�����IHDWXUHV��$OO�JHQHV�SUHVHQW�LQ�DW�OHDVW�RQH�IHDWXUH��PDNLQJ�XS�D�

WRWDO�RI��������JHQHV��ZHUH�XVHG��'DWD�ZDV�QRUPDOL]HG�DV�SUHYLRXVO\�GHVFULEHG��7KH�5WVQH�5�

SDFNDJH�ZDV�XVHG�WR�SHUIRUP�GLPHQVLRQDOLW\�UHGXFWLRQ�RI�WKH�H[SUHVVLRQ�GDWD��7KH�VHSDUDWHG�

IHDWXUHV�ZHUH�SORWWHG�LQ�WKUHH�GLPHQVLRQV�DQG�HDFK�IHDWXUH�ZDV�DVVLJQHG�WR�D�FOXVWHU�EDVHG�RQ�

(XFOLGHDQ�GLVWDQFH��ZDUG�'����7R�GHWHUPLQH�WKH�RSWLPDO�QXPEHU�RI�FOXVWHUV��WKH�',QGH[�PHWKRG�

IURP�WKH�1E&OXVW�5�SDFNDJH�ZDV�XVHG��(DFK�FOXVWHU�ZDV�DVVLJQHG�D�FRORU�DQG�WKH�IHDWXUHV�ZHUH�

SORWWHG�LQ�WKH�WLVVXH�VKRZLQJ�WKH�FOXVWHU�FRORU��7R�ILQG�FOXVWHU�VSHFLILF�PDUNHU�JHQHV��'(6HT��

ZHUH�XVHG��DQG�HDFK�FOXVWHU�ZDV�FRPSDUHG�WR�WKH�UHVW�RI�WKH�IHDWXUHV��*HQHV�ZLWK�D�ORJ��IROG�

FKDQJH�!���DQG�DQ�DGMXVWHG�S�YDOXH��������ZHUH�FROOHFWHG�LQ�D�KHDW�PDS��PDNLQJ�XS�����JHQHV��

([DPSOHV�RI�WKHVH�JHQHV�ZHUH�SORWWHG�LQ�WKH�WLVVXH�ZLWK�WKH�JHQH�H[SUHVVLRQ�YDOXHV�FRORUHG�IURP�

GDUN�EOXH��ORZ��WR�\HOORZ��PHGLXP��WR�UHG��KLJK���

3ULQFLSDO�FRPSRQHQW�DQDO\VLV�ZDV�FDUULHG�RXW�RQ�IHDWXUHV�WKDW�FRQWDLQHG�DW�OHDVW������JHQHV�DQG�

WKDW�RQO\�RYHUODSSHG�RQH�PRUSKRORJLFDO�UHJLRQ��7KXV������RXW�RI�WKH�����IHDWXUHV�ORFDWHG�XQGHU�

WKH�WLVVXH�ZHUH�VHOHFWHG��ZLWK����IURP�ROIDFWRU\�QHUYH�OD\HU�����IURP�JORPHUXODU�OD\HU�����IURP�

RXWHU�SOH[LIRUP�OD\HU�����IURP�PLWUDO�FHOO�OD\HU�DQG����IURP�JUDQXODU�FHOO�OD\HU��'DWD�ZDV�

QRUPDOL]HG�DV�SUHYLRXVO\�GHVFULEHG��3ULQFLSDO�FRPSRQHQW�DQDO\VLV��3&$��ZDV�FDUULHG�RXW�XVLQJ�WKH�

SUFRPS���IXQFWLRQ�LQ�5�E\�XVLQJ�DOO�JHQHV�SUHVHQW�LQ�DW�OHDVW�RQH�IHDWXUH��PDNLQJ�XS�D�WRWDO�RI��

��������JHQHV��7R�VKRZ�VRPH�H[DPSOHV�RI�JHQHV�WKDW�FRQWULEXWH�PRVW�WR�WKH�VHSDUDWLRQ��WKH�

ORDGLQJV�RI�H[DPSOH�JHQHV�ZHUH�SORWWHG�RYHU�WKH�3&$�SORWV��

�

�
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Correlation between individual features in adjacent sections� 

5HSOLFDWH����DQG����ZHUH�FKRVHQ�GXH�WR�WKH�IDFW�WKDW�WKH\�ZHUH�DGMDFHQW�WR�HDFK�RWKHU�DQG�WKDW�LW� 

ZDV�SRVVLEOH�WR�ILQG�IHDWXUHV�ZLWK�WKH�DSSUR[LPDWH�VDPH�ORFDWLRQ��7KH�GDWD�ZDV�QRUPDOL]HG�DV� 

SUHYLRXVO\�GHVFULEHG�DQG�3HDUVRQ�FRUUHODWLRQV�ZHUH�FDOFXODWHG�XVLQJ�DOO�JHQHV�SUHVHQW�LQ�DW�OHDVW� 

RQH�RI�WKH�WZR�features�WKDW�ZHUH�FRPSDUHG���

Analysis of breast cancer biopsy 

$UHDV�ZLWK�LQYDVLYH�GXFWDO�FDQFHU��DV�ZHOO�DV�DUHDV�RI�GXFWDO�FDQFHU�LQ�VLWX�ZHUH�PDUNHG�E\�D� 

SDWKRORJLVW��)RU�DQDO\VLV�RI�GLIIHUHQWLDO�H[SUHVVLRQ��IHDWXUHV�IURP�HDFK�RI�WKH�VHYHQ�UHJLRQV�ZHUH� 

VHOHFWHG��LQ�DOO�IRXU�WLVVXH�VHFWLRQV��)LJ.��&��'��ILJ.�6��$��%���2QO\�IHDWXUHV�ZLWK�PRUH�WKDQ������ 

JHQHV�ZLWK�QRQH�RU�PLQLPDO�LQILOWUDWLRQ�RI�VWURPDO�FHOOV�ZHUH�XVHG�DQG�GDWD�ZDV�QRUPDOL]HG�DV� 

SUHYLRXVO\�GHVFULEHG��'LIIHUHQWLDO�H[SUHVVLRQ�DQDO\VLV�ZDV�FDUULHG�RXW�XVLQJ�'(6HT���2QO\�JHQHV� 

ZLWK�D�ORJ��IROG�FKDQJH�!���DQG�DQ�DGMXVWHG�S�YDOXH�RI���������EHWZHHQ�WZR�UHJLRQV��ZHUH� 

YLVXDOL]HG�DQG�H[DPSOHV�RI�UHOHYDQW�JHQHV�ZHUH�PDUNHG�LQ�WKH�KHDWPDSV��)LJ.��(��ILJ.�6��&���

�

Comparison of Spatial Transcriptomics data and ISH data 

$OOHQ�%UDLQ�$WODV�,6+�JHQH�H[SUHVVLRQ�GDWD�IRU�VDJLWWDO�VHFWLRQV�ZHUH�GRZQORDGHG�WKURXJK�WKH�$3,� 

XVLQJ�D�PRGLILHG�YHUVLRQ�RI�WKH�H[DPSOH�VFULSW�SURYLGHG�DW�KWWS���DSL�EUDLQ� 

PDS�RUJ�H[DPSOHV�GRF�VWUXFWXUHV�GRZQORDGBGDWD�S\�KWPO��7R�FRPSDUH�WKH�QXPEHU�RI�JHQHV�WKDW� 

FRXOG�EH�GHWHFWHG�ZLWK�6SDWLDO�7UDQVFULSWRPLFV�YHUVXV�$OOHQ�%UDLQ�$WODV��JHQHV�ZLWK�H[SUHVVLRQ� 

HQHUJ\�RI�DW�OHDVW����GHIDXOW��LQ�$OOHQ�%UDLQ�$WODV��DQG����XQLTXH�WUDQVFULSWV��VOLJKWO\�DERYH�RQH� 

GHWHFWHG�WUDQVFULSW�SHU�PLOOLRQ�PDSSHG��IURP�6SDWLDO�7UDQVFULSWRPLFV�51$�VHT�GDWD�ZHUH�XVHG�� 

*HQHV�WKDW�ZHUH�RQO\�GHWHFWHG�ZLWK�RQH�RI�WKH�PHWKRGV��DV�ZHOO�DV�WKH�JHQHV�WKDW�FRXOG�EH�GHWHFWHG�
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ZLWK�ERWK�PHWKRGV�DUH�SUHVHQWHG�DV�D�9HQQ�GLDJUDP��7KH�H[SUHVVLRQ�DQG�QXPEHU�RI�JHQHV�WKDW�DUH�

VSHFLILFDOO\�GHWHFWHG�ZLWK�RQO\�RQH�RI�WKH�PHWKRG�DUH�VKRZHG�LQ�VFDWWHUSORWV��7KH�ELRORJLFDO�

IXQFWLRQV�RI�WKH������$%$�VSHFLILF�JHQHV�ZHUH�GHWHUPLQHG�E\�XVLQJ�3DQWKHU�DQG�'$9,'��

�

�
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)LJ��6���6SDWLDOO\�ORFDOL]HG�F'1$�V\QWKHVLV�IURP�D�WLVVXH�VHFWLRQ�RQ�DQ�ROLJR�G7��DUUD\� 

�$� $�WLPH�VHULHV�VKRZLQJ�WKH�IOXRUHVFHQW�F'1$�IRRWSULQW�FRUUHVSRQGLQJ�WR�YDU\LQJ�SHSVLQ 

SHUPHDELOL]DWLRQ�LQFXEDWLRQ�WLPHV��7KH�VLJQDO�LQFUHDVHV�IURP���PLQXWHV��WKURXJK���PLQXWHV� 

WR����PLQXWHV��DQG�KDV�VWDUWHG�WR�EOXU�RXW�DW����PLQXWHV�

�%� $�WLPHV�VHULHV�VKRZLQJ�WKH�IOXRUHVFHQW�F'1$�IRRWSULQW�FRUUHVSRQGLQJ�WR�YDU\LQJ 

LQFXEDWLRQ�WLPHV�IRU�F'1$�V\QWKHVLV��7KH�DPRXQW�RI�F'1$�LQFUHDVHV�IURP���KRXU��WKURXJK� 

��KRXUV�WR���KRXUV��DQG�UHPDLQV�DW�WKLV�LQWHQVLW\�RYHU�QLJKW��21��

�&� 1RQ�VSHFLILF�IOXRUHVFHQW�F'1$�VLJQDO�FDQ�EH�REVHUYHG�DURXQG�WKH�HGJHV�RI�WKH�WLVVXH� 

7KLV�VLJQDO�FDQ�EH�OLQNHG�WR�GLIIXVLRQ�RI�51$�IURP�WKH�HGJHV�RI�WKH�VHFWLRQ��,Q�D�PDJQLILHG� 

LPDJH�LW�FDQ�EH�REVHUYHG�WKDW�WKLV�GRHV�QRW�DIIHFW�WKH�VSDWLDO�UHVWULFWLRQ�RI�WKH�IOXRUHVFHQW� 

F'1$�VLJQDO�XQGHU�WKH�WLVVXH��

�'� 0DJQLILFDWLRQ�RI�ER[�LQ��&���$UURZKHDG�LQGLFDWHV�F'1$�XQGHU�WKH�WLVVXH�ZLWK 

SUHVHUYHG�VSDWLDO�UHVWULFWLRQ��$UURZ�LQGLFDWHV�F'1$�V\QWKHVL]HG�IURP�51$�GLIIXVHG�IURP� 

WKH�HGJHV�RI�WKH�WLVVXH�

�(��)��0HDVXULQJ�DUHDV�IRU�VL[�FHOOV��PDUNHG�LQ�+	(-��EODFN�OLQHV��DQG�&\��FKDQQHOV��ZKLWe 

OLQHV��UHVSHFWLYHO\��7KH�PHDVXULQJ�DUHDV�LQFOXGH�ERWK�FHOOV�DQG�FRQQHFWLYH�WLVVXH�LQ�RUGHU�WR� 

TXDQWLI\�WKH�GLIIXVLRQ�GLVWDQFH��

�*� $V�DQ�H[DPSOH��VLJQDO�LQWHQVLWLHV�IRU�cHOO���LQ�ERWK�FKDQQHOV�ZLWK�GHSLFWHG�GLVWDQFH��G� 

DW�����RI�&\��VLJQDO�LQWHQVLW\��LV�VKRZQ�

�+� +LVWRJUDP�VKRZLQJ�WKH�REVHUYHG�GLVWDQFHV��ZKHUH�&\��VLJQDO�FDQ�EH�GHWHFWHG�RXWVLGH 

WKH�FHOOV��

Curio EX1019 
Curio v Prognosys 

IPR2024-01289



ID578   ID579      ID580      ID581

ID611   ID612      ID613      ID614

ID642   ID643      ID644      ID645

ID673   ID674      ID675      ID676

���ȝm ���ȝP

Fig. S2. Spatially barcoded array

/D\RXW�RI�EDUFRGHG�FDSWXUH�SUREHV�RQ�WKH�VSDWLDOO\�EDUFRGHG�DUUD\�

RYHUODLG�ZLWK�D�WLVVXH�VHFWLRQ��7KH�GLDPHWHU�RI�HDFK�VSRW�LV�����P�

DQG�WKH�VSRW�FHQWHU�WR�FHQWHU�GLVWDQFH�LV�����P�

••••••••••••••••••••••••••• ••••••••••••••••••••••••••• ...................••...... 
••••••••••••••••••••••••••• ••••••••••••••••••••••••••••••• ••••••••••••••••••••••••••••••• ••••••••••••••••••••••••••••••• ..........•.................... 

••••••••••••••••••••••••••••••• ••••••••••• • ••••••••••••••• ••••••••• • •••••••••••• •••••••• • ••••••••• ••••••• • ••••••• ....... . ..... . ••••••• • • ....... ••••••• ....... ••••••• ••••••• ••••••• ....... . ...... . •••••••• • •••••••• :::::::::: •••• :~ •• i!::::::::::: 
••••••••••••••••••••••••••••••• ••••••••••••••••••••••••••••••• ••••••••••••••••••••••••••••••• ••••••••••••••••••••••••••••••• ..........•..•.........•....•.. ••••••••••••••••••••••••••••••• .............................•. 
••••••••••••••••••••••••••••••• 
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)LJ��6���&RPSDULVRQ�RI�F'1$�OLEUDULHV�JHQHUDWHG�LQ�VROXWLRQ�RU�RQ�WKH�VXUIDFH�RI�D�VSDWLDOO\�

EDUFRGHG�DUUD\

�$� %LRDQDO\]HU�'1$�������$JLOHQW��WUDFH��VKRZLQJ�DYHUDJH�VL]H�RI�OLEUDULHV�JHQHUDWHG�IURP

F'1$�V\QWKHVL]HG�IURP�WLVVXH�RQ�D�VSDWLDO�DUUD\��

�%� 5HDG�FRYHUDJH�RYHU�DQ�DYHUDJH�³PHWD�JHQH´�VKRZV�D�GLVWLQFW�SHDN�DW�WKH��¶�HQG��5HDG

FRYHUDJH�IURP�DQ�51$�LQ�VROXWLRQ�OLEUDU\�DQG�D�WLVVXH�RQ�DUUD\�OLEUDU\�DUH�RYHUODLG�

�&� 9HQQ�GLDJUDP�RI�JHQHV�GHWHFWHG�LQ�H[WUDFWHG�WRWDO�51$�LQ�VROXWLRQ�DQG�D�WLVVXH�VHFWLRQ

SURFHVVHG�RQ�WKH�VXUIDFH�RI�DQ�DUUD\�

�'� 6FDWWHUSORW�RI�JHQH�H[SUHVVLRQ�IRU�DQ�LQ�VROXWLRQ�DQG�DQ�DUUD\�VDPSOH��7KH�VDPSOHV�VKRZ�DQ

HYHQ�UHSUHVHQWDWLRQ�RI�KLJKO\�DQG�ORZO\�H[SUHVVHG�JHQHV�

�(� 6FDWWHUSORW�RI�JHQH�H[SUHVVLRQ�EHWZHHQ�WZR�UHSOLFDWHV�SURFHVVHG�RQ�DQ�DUUD\�

�)� 'LYHUVLW\�RI�WUDQVFULSWRPH�GDWD�IURP�H[WUDFWHG�WRWDO�51$�IURP�WLVVXH�SURFHVVHG�LQ�VROXWLRQ�

WLVVXH�VHFWLRQ�SURFHVVHG�RQ�VSDWLDOO\�EDUFRGHG�DUUD\�DQG�H[WUDFWHG�WRWDO�51$�IURP�WLVVXH�

SURFHVVHG�RQ�VSDWLDOO\�EDUFRGHG�DUUD\�
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)LJ��6���([SUHVVLRQ�DQG�GLVWULEXWLRQ�RI�Penk��Doc2g��Kctd12�DQG�Olfr�JHQHV

�$� $YHUDJH�H[SUHVVLRQ�DQG�GLVWULEXWLRQ�RI�Penk��Doc2g�DQG�Kctd12�LQ�UHJLRQV�WKDW�DUH 

HQULFKHG�IRU�WKH�VDPH�WKUHHH�JHQHV�DV�VKRZQ�LQ�Fig. 2B��(UURU�EDUV�UHSUHVHQW�VWDQGDUG� 

GHYLDWLRQ�

�%� $YHUDJH�QXPEHU�RI�JHQHV�LQ�HDFK�RI�WKH�WKUHH�UHJLRQV�HQULFKHG�IRU�Penk,�Doc2g�RU 

Kctd12�DV�VKRZQ�LQ�)LJ���%��(UURU�EDUV�UHSUHVHQW�VWDQGDUG�GHYLDWLRQ�

�&� $YHUDJH�QXPEHU�RI�XQLTXH�WUDQVFULSWV�LQ�HDFK�RI�WKH�WKUHH�UHJLRQV�HQULFKHG�IRU 

Penk��Doc2g�RU�Kctd12�DV�VKRZQ�LQ�)LJ���%��(UURU�EDUV�UHSUHVHQW�VWDQGDUG�GHYLDWLRQ�� 

�'� 'LVWULEXWLRQ�RI�IHDWXUHV�ZLWK�GHWHFWHG�ORZO\�H[SUHVVHG�ROIDFWRU\�UHFHSWRU 

WUDQVFULSWV��Olfr���%OXH�GHQRWHV�D�IHDWXUH�ZKHUH�Olfr�JHQHV�DUH�GHWHFWHG���5HG�GHQRWHV�D� 

IHDWXUH�ZKHUH�D�XQLTXH�Olfr�JHQH�WR�WKLV�WLVVXH�VDPSOH�LV�GHWHFWHG��,Q�WRWDO����XQLTXH� 

Olfr�WUDQVFULSW�W\SHV�ZHUH�GHWHFWHG�DFURVV����GLIIHUHQW�IHDWXUHV�
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)LJ��6���&DSWXUH�RI�JHQH�H[SUHVVLRQ�GDWD�E\�6SDWLDO�7UDQVFULSWRPLFV�

FRPSDUHG�WR�,6+�GDWDEDVH

�$� Distribution of unique transcripts captured per feature (UMI-filtered) under

the tissue during�an experiment on the Spatially barcoded array, in which 273 

features were covered by tissue�

�%� &9�RYHU�DYHUDJH�H[SUHVVLRQ�SHU�IHDWXUH�IRU�80,�ILOWHUHG�WUDQVFULSWV��5HG�OLQH

VKRZV�WKHRUHWLFDO�3RLVVRQ�GLVWULEXWLRQ��([DPSOH�JHQHV�ZLWK�GLYHUJHQW�YDULDWLRQ�DUH�
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�&� &RPSDULVRQ�RI�JHQHV�GHWHFWHG�LQ�$OOHQ�%UDLQ�$WODV��$%$���,6+�GDWD�DQG

6SDWLDO�7UDQVFULSWRPLFV�51$�VHT�GDWD��8VLQJ�WKH�GHIDXOW�H[SUHVVLRQ�FXWRII��IRU�

GLIIHUHQWLDO�H[SUHVVLRQ�DQDO\VLV��RI����IRU�WKH�$%$�GDWDVHW�DQG�D�FXWRII�RI����

XQLTXH�WUDQVFULSWV�SHU�JHQH��FRUUHVSRQGLQJ�WR�DSSUR[LPDWHO\���WUDQVFULSW�SHU�

PLOOLRQ�PDSSHG��IRU�6SDWLDO�7UDQVFULSWRPLFV�51$�VHT�GDWD��WKH�6SDWLDO�

7UDQVFULSWRPLFV�51$�VHT�GDWD�GHWHFWV�DOPRVW�WZLFH�DV�PDQ\�JHQHV�

2I�WKH������JHQHV�GHWHFWHG�LQ�PRXVH�ROIDFWRU\�EXOE�LQ�WKH�$%$�EXW�QRW�ZLWK�

6SDWLDO�7UDQVFULSWRPLFV������FRXOG�QRW�EH�LGHQWLILHG�LQ�5HI6HT��XVHG�IRU�DQQRWDWLRQ�

LQ�6SDWLDO�7UDQVFULSWRPLFV��GHVSLWH�VHDUFKLQJ�IRU�JHQH�DOLDVHV�YLD�LQIRUPDWLRQ�LQ�

WKH�$OOHQ�$3,��RU�PDSSLQJ�$%$�SUREH�VHTXHQFHV��DOVR�UHWULHYHG�IURP�WKH�$OOHQ�

$3,��WR�5HI6HT�P51$�DQQRWDWLRQV��2I�WKH�UHPDLQLQJ������$%$�VSHFLILF�JHQHV�

WKDW�FRXOG�EH�LGHQWLILHG������KDG�QR�HYLGHQFH�RI�H[SUHVVLRQ��QR�REVHUYHG�UHDGV��LQ�

6SDWLDO�7UDQVFULSWRPLFV��DQG�����KDG�H[SUHVVLRQ�EHOORZ�WKH�GHILQHG�WKUHVKROG��,Q�

WHUPV�RI�ELRORJLFDO�IXQFWLRQ��WUDQVFULSWLRQ�IDFWRU�JHQHV��HVSHFLDOO\�KRPHRER[�

JHQHV��DQG�LPPXQH�JHQHV�ZHUH�RYHUUHSUHVHQWHG�LQ�WKLV�VHW�RI������$%$�VSHFLILF�

JHQHV�

�'� 1XPEHU�RI�JHQHV�WKDW�DUH�GHWHFWHG�ZLWK�RQH�RI�WKH�PHWKRG�EXW�QRW�ZLWK�WKH

RWKHU��DJDLQVW�WKH�H[SUHVVLRQ�YDOXHV��0RVW�RI�WKH�JHQHV�WKDW�DUH�GHWHFWHG�XVLQJ�RQO\�

RQH�RI�WKH�WHFKQRORJLHV�DUH�ZHDNO\�GHWHFWHG�ZLWK�WKH�RWKHU�WHFKQRORJ\��a����RI�

WKH�JHQHV�WKDW�DUH�QRW�GHWHFWHG�ZLWK�6SDWLDO�7UDQVFULSWRPLFV�KDYH�DQ�H[SUHVVLRQ�

HQHUJ\�EHORZ����LQ�$%$��ZKLOH�a����RI�WKH�JHQHV�QRW�GHWHFWHG�LQ�$%$�KDYH�D�

PHDQ�730�EHORZ�WKH�RYHUDOO�PHDQ�730�LQ�6SDWLDO�7UDQVFULSWRPLFV�
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)LJ��6���&RXQW�GDWD�IRU�VP),6+�DQG�6SDWLDO�7UDQVFULSWRPLFV�

�$� 7KH�DYHUDJH�QXPEHU�RI�XQLTXH�WUDQVFULSWV��IRU�Penk��Fabp7

DQG�Slc6a11��GHWHFWHG�LQ�*/��23/��0&/�DQG�*&/�ZLWK�VP),6+��

(UURU�EDUV�UHSUHVHQW�VWDQGDUG�GHYLDWLRQ�

�%� 7KH�DYHUDJH�QXPEHU�RI�XQLTXH�WUDQVFULSWV��IRU�Penk��Fabp7

DQG�Slc6a11��GHWHFWHG�LQ�*/��23/��0&/�DQG�*&/�ZLWK�6SDWLDO�

7UDQVFULSWRPLFV��7KH�H[SUHVVLRQ�SDWWHUQV�VKRZ�VLPLODULW\�WR�

VP),6+��$��ZLWK�D�VHQVLWLYLW\�RI�����������(UURU�EDUV�UHSUHVHQW�

VWDQGDUG�GHYLDWLRQ�
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)LJ��6���([SUHVVLRQ�DQG�GLVWULEXWLRQ�RI�OD\HU�VSHFLILF�PDUNHU�JHQHV

�$� 7KH�DYHUDJH�VXP�RI�XQLTXH�WUDQVFULSWV��IRU�DOO�WHQ�JHQHV��)LJ.��E���SHU�IHDWXUH�LQ�0&/�DQG�LQ 

*&/�DW�YDULRXV�GLVWDQFHV�IURP�0&/��'DWD�VKRZV�YHU\�OLWWOH�H[SUHVVLRQ�LQ�*&/�FRPSDUHG�WR�0&/� 

ZLWK�QR�VLJQLILFDQW�GLIIHUHQFH�LQ�H[SUHVVLRQ�LQ�UHODWLRQ�WR�GLVWDQFH�IURP�0&/��(UURU�EDUV�UHSUHVHQW� 

VWDQGDUG�GHYLDWLRQ�

�%� /&0�GDWD�ZDV�REWDLQHG�IURP�URXQG�DUHDV�ZLWK�D�GLDPHWHU�RI�a����P��+HDWPDS��IURP�WKHVH 

H[SHULPHQWV��VKRZLQJ�H[SUHVVLRQ�RI�JHQHV�HQULFKHG�LQ�0&/��7KH�JHQHV�DUH�KLJKO\�H[SUHVVHG�LQ� 

0&/��EXW�VKRZ�QRQ�RU�ORZ�H[SUHVVLRQ�LQ�*&/�ZLWK�VLPLODU�GLVWULEXWLRQ�DV�GHWHFWHG�ZLWK�6SDWLDO� 

7UDQVFULSWRPLFV��)LJ.��E��

�&� 7KH�DYHUDJH�VXP�RI�XQLTXH�WUDQVFULSWV��IRU�DOO�WHQ�OD\HU�VSHFLILF�PDUNHU�JHQHV��SHU�IHDWXUH�RU 

DUHD�LQ�0&/�DQG�*&/��GHWHFWHG�ZLWK�6SDWLDO�7UDQVFULSWRPLFV��)LJ.��E��RU�/&0�(A)��7KH� 

H[SUHVVLRQ�SURILOHV�DUH�YHU\�VLPLODU�XVLQJ�ERWK�PHWKRGV�ZLWK�YHU\�IHZ�WUDQVFULSWV�GHWHFWHG�LQ�*&/� 

DV�FRPSDUHG�WR�0&/��(UURU�EDUV�UHSUHVHQW�VWDQGDUG�GHYLDWLRQ�
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)LJ��6���)HDWXUH�WR�IHDWXUH�FRUUHODWLRQ�DQG�JHQH�GHWHFWLRQ�IRU�GLIIHUHQW�UHJLRQV

�$� 1RUPDO�GLVWULEXWLRQ�RI�3HDUVRQ�FRUUHODWLRQV�EHWZHHQ�LQGLYLGXDO�IHDWXUHV�ZLWKLQ�WKH

VDPH�PRUSKRORJLFDO�UHJLRQ�RU�EHWZHHQ�IHDWXUHV�ZLWKLQ�GLIIHUHQW�PRUSKRORJLFDO�RU�

PDUNHU�EDVHG�UHJLRQV��&RUUHODWLRQV�����Vip+�Camk4-�Th-�WR�Th+�Camk4-�Vip-���U �������

���������Camk4+�Vip-�Th-�WR�Vip+�Camk4-�Th-���U ����������������Camk4+�Vip-�Th-�WR�

Th+�Camk4-�Vip-���U ����������������Į�WRࢢ����U ����������������Į�WR�ȕ���U �������������

�%� 7KH�DYHUDJH�SHUFHQWDJH��FRORUHG�SDUWV��RI�JHQHV�GHWHFWHG�LQ�ERWK�RI�WZR�LQGLYLGXDO

IHDWXUHV�IURP�WKH�VDPH�PRUSKRORJLFDO�RU�PDUNHU�EDVHG�UHJLRQV��7KH�EODFN�SDUWV�VKRZ�

WKH�DYHUDJH�SHUFHQWDJH�RI�JHQHV�WKDW�DUH�QRW�GHWHFWHG�LQ�ERWK�IHDWXUHV�

�&�$YHUDJH�QXPEHU�RI�JHQHV�LQ�HDFK�RI�WKH�ILYH�UHJLRQV�DV�VKRZQ�LQ�)LJ���$��'��(UURU

EDUV�UHSUHVHQW�VWDQGDUG�GHYLDWLRQ�

�'�$YHUDJH�QXPEHU�RI�XQLTXH�WUDQVFULSWV�LQ�HDFK�RI�WKH�ILYH�UHJLRQV�DV�VKRZQ�LQ�)LJ�

�$��'��(UURU�EDUV�UHSUHVHQW�VWDQGDUG�GHYLDWLRQ�
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Fig. S9. Principal component analysis of tissue domains

(A) A principal component analysis (PCA) of gene expression profiles from 186 features taken from five

regions under the tissue. Each dot is colored accordingly to which region it was selected from.

(B) The position of each feature that was selected for PCA.

(C) PCA bi-plot showing some of the genes (loadings) that contribute the most to the separation.

(D) ISH images of the genes detected as driving the separation in the PCA. ISH images are from the Allen

Institute.
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)LJ��6����([SUHVVLRQ�SDWWHUQV�RI�FOXVWHU�VSHFLILF�PDUNHU�JHQHV

�$��+HDWPDS�VKRZLQJ�H[SUHVVLRQ�SDWWHUQV�RI�����FOXVWHU�VSHFLILF�PDUNHU�JHQHV�IURP�WKH�

WLVVXH�VHFWLRQV�VKRZQ�LQ�)LJ��%�

�%��6SDWLDOO\�UHVROYHG�H[SUHVVLRQ�SURILOHV�RI�FOXVWHU�VSHFLILF�PDUNHU�JHQHV��)DES���5EIR[��

DQG�(RPHV�LGHQWLILHG�LQ��$���DV�ZHOO�DV�KRXVH�NHHSHU�$FWE��WKH�WZR�ULJKW�SDQHOV��DQG�,6+��

LPDJHV�IURP�WKH�$OOHQ�%UDLQ�$WODV�DV�UHIHUHQFH��WKH�OHIW�SDQHO���7KH�VSDWLDO�H[SUHVVLRQ��

SDWWHUQV�VKRZ�KLJK�VLPLODULW\�EHWZHHQ�6SDWLDO�7UDQVFULSWRPLFV�DQG�,6+��

�&��6SDWLDOO\�UHVROYHG�H[SUHVVLRQ�SURILOHV�LQ�WHQ�WLVVXH�VHFWLRQV��UHSOLFDWHV��WDNHQ�IURP�ILYH�

GLIIHUHQW�DQLPDOV��7KH�VSDWLDO�H[SUHVVLRQ�SDWWHUQV�VKRZ�KLJK�VLPLODULW\�EHWZHHQ�UHSOLFDWHV�

�'��7KH�SRVLWLRQ�RI�IRXU�VHOHFWHG�IHDWXUHV��IURP�GLIIHUHQW�PRUSKRORJLFDO�UHJLRQV��*&/��

0&/��23/�DQG�*/���LQ�HDFK�RI�WZR�DGMDFHQW�WLVVXH�VHFWLRQV��5HSOLFDWH����DQG�����WKDW�DUH�

ORFDWHG�DW�WKH�DSSUR[LPDWH�VDPH�SRVLWLRQV�LQ�HDFK�RI�WKH�VHFWLRQV�

�(��6FDWWHUSORW�ZLWK�3HDUVRQ�FRUUHODWLRQV�EHWZHHQ�IHDWXUHV�VKRZQ�LQ��'���7KH�FRUUHODWLRQV�

UDQJH�IURP�����������EHWZHHQ�LQGLYLGXDO�IHDWXUHV�ORFDWHG�DW�WKH�DSSUR[LPDWH�VDPH�

SRVLWLRQV�LQ�HDFK�RI�WKH�WZR�DGMDFHQW�VHFWLRQV�
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)LJ��6����$GMDFHQW�VHFWLRQV�IURP�EUHDVW�FDQFHU�ELRSV\

�$� 7KUHH�PRUH�KLVWRORJLFDO�VHFWLRQV�IURP�WKH�VDPH�EUHDVW�FDQFHU�ELRSV\�DV�VKRZQ�LQ�)LJ.��C��ZLWK 

LQYDVLYH�GXFWDO�FDQFHU��,19��DQG�VL[�VHSDUDWH�DUHDV�RI�GXFWDO�FDQFHU�LQ�VLWX�������

�%� )HDWXUHV��LQ�WKH�WKUHH�VHFWLRQV�VKRZQ�LQ��$���VHOHFWHG�IRU�6SDWLDO�7UDQVFULSWRPLFV�DQDO\VLV��2QO\ 

IHDWXUHV�LQ�WKH�,19�DUHD�ZLWKRXW�RU�ZLWK�PLQLPDO�VWURPDO�LQILOWUDWLRQ�ZHUH�VHOHFWHG�

�&� +HDWPDS�RI�GLIIHUHQWLDOO\�H[SUHVVHG�JHQHV�EHWZHHQ�WKH�VL[�GXFWDO�FDQFHU�LQ�VLWX�DUHDV�VKRZQ�LQ��%� 

DQG�LQ�)LJ.��D��7KH�UHYHDOHG�H[SUHVVLRQ�SDWWHUQV�VKRZ�D�UHPDUNDEOH�GLIIHUHQFH�LQ�JHQHV�H[SUHVVLRQ� 

SURILOHV�EHWZHHQ�DUHDV�RI�FDQFHU�LQ�VLWX��
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7DEOH�6��

�

P51$�DQG�

OQF51$� U51$� PW51$�

3VHXGRJHQHV��

UHSHDWV��DUWLIDFWV�

8QLTXH�WUDQVFULSWV�DIWHU�

GXSOLFDWH�UHPRYDO�

2Q�VXUIDFH� ���� ���� ���� ���� ���0��RI����0�UHDGV��

,Q�VROXWLRQ� ���� ��� ���� ���� ���0��RI����0�UHDGV��

7DEOH�6���6WDWLVWLFV�IURP�VHTXHQFLQJ�D�OLEUDU\�JHQHUDWHG�WKURXJK�F'1$�V\QWKHVLV�IURP�D�

WLVVXH�VHFWLRQ�RQ�WKH�VXUIDFH�RI�D�VSDWLDOO\�EDUFRGHG�DUUD\�DQG�D�OLEUDU\�JHQHUDWHG�WKURXJK�

F'1$�V\QWKHVLV�RI�H[WUDFWHG�51$�LQ�VROXWLRQ��

7DEOH�6��

�

$YHUDJH�JHQHV� $YHUDJH�WUDQVFULSWV�

*UDQXODU�FHOO�OD\HU� �������������� ����������������

0LWUDO�FHOO�OD\HU� ������������� ����������������

2XWHU�SOH[LIRUP�OD\HU� ������������� ���������������

*ORPHUXODU�OD\HU� �������������� ����������������

2OIDFWRU\�QHUYH�OD\HU� ������������� ���������������

7DEOH�6���$YHUDJH�QXPEHU�RI�JHQHV�DQG�XQLTXH�WUDQVFULSWV�FDSWXUHG�IURP�GLIIHUHQW�FHOO�

OD\HUV�RI�WKH�DGXOW�PRXVH�ROIDFWRU\�EXOE�WKURXJK�F'1$�V\QWKHVLV�IURP�D�WLVVXH�VHFWLRQ�RQ�

WKH�VXUIDFH�RI�D�VSDWLDOO\�EDUFRGHG�DUUD\��
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