Additional file 2

Additional file 2: Fig. S1. CLDN18.2 expression in GC

Representative images of IHC-stained GC tissues with different CLDN18.2 intensity.
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Additional file 2: Fig. S2. The relationship between the proportion of CLDN18.2 expression and

prognosis

(A) AUC curve of predicting the efficacy of anti-PD-1/PD-L1 regimens in GC based on the proportion of

moderate-to-strong CLDN18.2 expression;

(B) OS, irOS and irPFS of GC patients were stratified by Log-Rank test based on the proportion of moderate-to-

strong CLDN18.2 expression in normal.

(C) OS, irOS and irPFS of GC patients were stratified by Log-Rank test based on the balance of the proportion

of moderate-to-strong CLDN18.2 expression in GC and matched normal tissues.
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Additional file 2: Fig. S3. The correlation of CLDN18.2 with other immune checkpoint markers in GC
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"Corr" in the grey text represents the correlation coefficients in all patients. "Negative" in the green text
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represents the correlation coefficient in the CLDN18.2 negative group. "Positive" in the red text represents the

correlation coefficient in the CLDN18.2 positive group. In histograms, dot plots, and density plots, red

represents CLDN18.2-positive and green represents CLDN18.2-negativity. * P < 0.05, ** P <0.01, and *** P

<0.001.
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Additional file 2: Fig. S4. The detailed immune composition according to CLDN18.2 in GC

(A) The abundance of CD8+ T cells according to CLDN18 classification in TCGA. Student t-test. * P <0.05, **

P <0.01, ¥** P<0.001 and not significant (ns).

The comparison of M1 and M2 macrophages in our cohort (B) and TCGA (C) based on CLDN18.2 classification.

* P<0.05, ** P<0.01, *** P<0.001 and not significant (ns).

(D) An appendix heatmap presenting the proportion of immune cell subtypes in TC.



Sample annotation
CPS

0

Differention

:

>1

0
Location

EGJ

non-EGJ

Female

Male

n

Gender

0

Cell annotation
Immune checkpoint

Negative ECOG
Macrophage

Positive
Diffuse
Intestinal
Mixed
-

<5

>5
CLDN18.2

]

n

Lauren

:

Stage
Non-depleted CD8+T cell
Regulatory CD4+T cell

Depleted CD8+T cell
Macrophage

Low-middle

Middle

Negative

Positive

dMMR

pMMR

Negative

Positive

<0.05

20.05

CD8+T cell

CD4+T cell
Effector CD4+T cell
M1 macrophage
M2 macrophage
Immune checkpoint

Low
Cell subtype

Cell type

CDA4+T cell
CD8+T cell

EBV
MMR
HER2
P value

u

CD8+

[T Cell type

CD8+LAG-3-

CD8+PD-1-

CD8+TIM-3-

|-

CD8+LAG-3-PD-1-

CD8+LAG-3-TIM-3-

CD8+PD-1-TIM-3-

NN

CD8+LAG-3-PD-1-TIM-3-

CD8+LAG-3+

an

CD8+PD-1+

CD8+TIM-3+

CD8+LAG-3+PD-1+

[ |CD8+_AG-3+PD-1-

CD8+LAG-3+TIM-3+

CD8+LAG-3-PD-1+
CD8+LAG-3+TIM-3-

CD8+PD-1+TIM-3+

CD8+LAG-3-TIM-3+
CD8+PD-1+TIM-3-

CD8+PD-1-TIM-3+

CD8+LAG-3+PD-1+TIM-3+

CD8+LAG-3+PD-1+TIM-3—

CD8+LAG-3+PD-1-TIM-3+

CD8+LAG-3+PD-1-TIM-3-

CD8+LAG-3-PD-1+TIM-3+

JCCT T T T T T T T I T T TTITTITITTTTITTTTIP value

S

CD8+LAG-3-PD-1+TIM-3-

CD8+LAG-3-PD-1-TIM-3+

SEah i e = HESHE

CD4+
CD4+CTLA-4+
CD4+CTLA-4-

CD4+PD-L1-
CD4+CTLA-4+PD-L1-
CD4+CTLA-4-PD-L1-

oSl H. 1

CD4+FoxP3-
CD4+FoxP3-CTLA-4+
CD4+FoxP3-CTLA-4-

CD4+FoxP3-PD-L1+

CD4+FoxP3-PD-L1-

CD4+FoxP3-CTLA-4+PD-L1+

[|CD4+FoxP3-CTLA-4+PD-L1-

CD4+FoxP3+CTLA-4+

CD4+FoxP3+PD-L1-

0 D N =Y YY1

[TIPD-L1+

CIT T T TIEE T
}HH\IIII\

CD68+
CD68+CD163-HLA-DR+

CD68+CD163-HLA-DR+STING+
CD68+CD163-HLA-DR+STING-

CD68+CD163+HLA-DR-

CD68+CD163+HLA-DR-STING+
CD68+CD163+HLA-DR-STING-

CTEEET T T 1 Differention
T S ECOG

[]Location

[ Gender

[ CLDN18.2

CD4+FoxP3-CTLA-4-PD-L1+
CD4+FoxP3-CTLA-4-PD-L1-

CD4+FoxP3+CTLA-4+PD-L1+
CD4+FoxP3+CTLA-4+PD-L1-
CD4+FoxP3+CTLA-4-PD-L1-

—@— ES of CLDN18.2-positive normal regions
—@— ES of CLDN18.2-negative normal regions
—@— EP of CLDN18.2-positive normal regions
—@— EP of CLDN18.2-negative normal regions

[ -02dd-L¥1ad+a99ad
r -0¢ad+a99do

-/¥1a0+4d99ad

+3990d0

-49900-.¥1Add+0¢dd
-/¥1ad+02dd

+02dd
-ONILS-4A-V1H+£€9La0+89A0
+ONILS-HA-VIH+£9LA0+89Ad0
-d4a-vIH+£91a0+890d0
-ONILS+dd-VIH-€9,a0+8900
+ONILS+HA-V1IH-€9L,a0+89Ad0
+40-V1H-€91a0+89A0
+890d0

+17-ad

+7-V1LO

+€-NIL

+l-ad

+€-OV1
-171-ad-¥-V1LO+EdX04+A0
+17-Ad-¥-V1LO+E€dX0d4+yAD
-171-Ad+¥-V1L0+EdX04+¥AD
+17-Ad+y-V1LO+EdX04+¥AD
-171-Ad+e€dXo4+¥A0
+17-Ad+€dX04+¥d0
-F-V1LO+E€dX04+¥AD
+7-V1LO+EdX0d4+¥dD
+€dX04+¥d0
-17-Ad-¥-V1LO-€dX04++AD
+17-Ad-¥-V1LO-€dX04+¥AD
-171-Ad+¥-V11L0-€dX04+¥AD
+17-Ad+y-V11L0-€dX04+yAD
-17-ad-€dxo4+¥A0
+17-Ad-€dx04+¥AD
-7-V1LO-€dX04+¥AD
+7-V1LO0-€dX04+¥AD
-€dX04+¥ad
-17-ad-¥-v1L0+¥Ad
+17-Ad-¥-v1L0+¥ad
-171-Ad+¥-v11L0++Ad
+17-Ad+¥-V110+vAD
-171-ad+¥ad

+17-ad+¥ad

-¥-V1L0+AD

+7-V1L0+yAdD

+7ad
+€-NIL-1-ad-€-9v1+8AD
-€-NIL+1-ad-€-OVv1+8d0
+€-NIL+1-Ad-€-9V1+8AD
-€-NIL-L-ad+€-9v1+8AD
+€-NIL-}-ad+€-9v1+8Ad0
~€-NIL+1-Ad+€-OV1+8AD
+€-NIL+1-Ad+€-OVT1+8A0
+€-NIL-1-ad+8add
-€-NIL+1-ad+8A0
+€-NIL+1-Ad+8A0
+€-NIL-€-OVT1+8AD
-€-NIL+E-OV1+8AD
+€-NIL+€-OV1+8AD
+1-ad-€-9v1+8A0
-L-ad+€-9v1+8ad
+1-ad+€-9v1+8A0
+€-NIL+8Ad0

+1-ad+8ad

+€-9V1+80d0
-€-NIL-1-ad-€-9v1+8Aad
-€-NIL-L-ad+8ad
-€-NIL-€-OV1+8AD

I -L-Qd-€-9v1+8d0

F -€-NIL+8AD

F -L-Qd+8Add0

F -€-OV1+8Ad0

F +8A0

0.7+
0.6
0.4
0.2 &
0.2+

=
S

IIs in GC or adjacent normal

10n on immune ce

radius range: 20 microns).

b

format

m

d spatial
immune cells

the proportion of immune cell subtypes in adjacent normal tissues.

1ve an

Fig. S5. Quantitati

tumor cells; peripheral cells

Effective score (B) and effective percent (C) in adjacent normal samples grouped by CLDN18.2 expression

(A) An appendix heatmap presenting

Additional file 2
(central cells

tissues.



