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Supplementary Materials:  

High-Plex and High-throughput Digital Spatial 

Profiling of Non-Small-Cell Lung Cancer (NSCLC) 

Figure S1. Range of probe counts from ROI-1 (Top) to ROI-96 (Bottom). Raw counts for all probes per ROI were 

plotted to confirm comparable ranges of signal between ROIs. NAT: Normal adjacent tissue; TME: Tumour 

microenvironment; Tumour: Tumour region. 

96
95
94
93
92
91
90
89
88
87
86
85
84
83
82
81
80
79
78
77
76
75
74
73
72
71
70
69
68
67
66
65
64
63
62
61
60
59
58
57
56
55
54
53
52
51
50
49
48
47
46
45
44
43
42
41
40
39
38
37
36
35
34
33
32
31
30
29
28
27
26
25
24
23
22
21
20
19
18
17
16
15
14
13
12
11
10

9
8
7
6
5
4
3
2
1

10
1

10
1.5

10
2

10
2.5

10
3

10
3.5

10
4

Count

R
O

I

Compartment NAT TME TUMOUR



Cancers 2020, 12, 3551 2 of 4 

 

Figure S2. Probe counts per compartment from most abundant (Top) to least abundant (Bottom). Raw counts for 

each probe were plotted to examine compartment specific expression and quantifiable range of lowly expressed 

targets. Counts for highly abundant Histone H3, SMA, S6, GAPDH, fibronectin, cytokeratin, CD44, CD68, β-2-

microglobulin (B2M), HLA-DR, CD45 and B7-H3 excluded here. NAT: Normal adjacent tissue; TME: Tumour 

microenvironment; Tumour: Tumour region. 

CD27

CD66b

GITR

FOXP3

LAG3

PD.L2

41BB

PD.L1

PD.1

CD80

Ms_IgG2a

VISTA

MART1

PR

PTEN

ARG1

IDO1

ICOS

NY.ESO.1

Her2

FAP.alpha

CTLA4

CD20

Ms_IgG1

CD40

Rb_IgG

CD25

Tim.3

Bcl.2

OX40L

Ki.67

GZMB

CD45RO

CD163

CD14

ER.alpha

CD3

CD8

S100B

CD56

EpCAM

STING

CD34

CD127

CD4

CD11c

0 50 100 150 200

Counts

T
a
rg

e
t

Compartment NAT TME TUMOUR



Cancers 2020, 12, 3551 3 of 4 

 

 

Figure S3. Pearson correlation matrix of proteins within TME ROIs. Log2 protein expression was used to evaluate 

Pearson correlations between proteins. Only correlations with p value <0.001 are shown. Blue= positive correlation, 

Red= negative correlation 
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Figure S4. Pearson correlation matrix of proteins within tumour ROIs. Log2 protein expression was used to 

evaluate Pearson correlations between proteins. Only correlations with p value <0.001 are shown. Blue= positive 

correlation, Red= negative correlation.  
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