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Figure 1 Flowchart of the inclusion of esophageal squamous cell carcinoma and colorectal adenocarcinoma cases. (a) Flowchart for the inclusion of
esophageal squamous cell carcinoma cases; (b) Flowchart for the inclusion of colorectal adenocarcinoma cases
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Table 1 Pathological characteristics of 14793 patients with esophageal squamous cell carcinoma (n, %)

Il A B 7 B (n=10179) 1 (n=4614) Pl Pl
AR 158.013 <0.001
>60% 7038(69.3) 3650(79.3)
<60% 3121(30.7) 955(20.7)
JiRE A 254.025 <0.001
iz 50(0.6) 11(0.3)
M 1Bt 759(9.7) 487(14.3)
JyH B 4841(62.0) 2411(71.0)
M Bt 2152(27.6) 488(14.4)
SRR 11.617 0.003
%54k 1976(21.6) 789(19.5)
i3tk 5038(55.1) 2,356(58.1)
[ovxte 2125(23.3) 908(22.4)
V1% 6.462 0.011
g 9129(97.5) 4155(98.2)
R 234(2.5) 76(1.8)
AR 80.504 <0.001
FHE 4558(47.3) 1697(39.2)
[l 5073(52.7) 2636(60.8)
T 113.434 <0.001
Tl 1520(16.2) 961(22.9)
T2 3301(35.2) 1535(36.6)
T3+T4 4545(48.5) 1696(40.5)
TNM4H 121.974 <0.001
0l 44(0.5) 24(0.6)
1 1153(12.4) 740(17.9)
I 5416(58.2) 2475(59.9)
HIH+IV 2696(29.0) 893(21.6)
o e 79.170 <0.001
2 1261(27.2) 414(17.6)
7 3377(72.8) 1941(82.4)
PRI 15.182 0.002
2= 626(21.3) 286(16.6)
7 2318(78.7) 1439(83.4)
KIS 5.603 0.018
PR 3171(34.2) 1506(36.3)
B 6101(65.8) 2642(63.7)
A A 2.620 0.106
HEF=54F 635(12.9) 253(11.5)
H <S4R 4299(87.1) 1947(88.5)
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Table 2 Pathological characteristics of 5304 patients with colorectal adenocarcinoma (n, %)

I AR 5 Bl 76 B (n=2981) 1 (n=2323) Palcl Pl
AR 0.003 0.960
>60% 1746(58.6) 1359(58.5)
<60% 1235(41.1) 964(41.5)
JigEE R AL 16.289 0.006
i 67(2.5) 33(1.6)
Fhak 41(1.6) 40(1.9)
4227 40(1.5) 36(1.7)
LIREE 400(15.2) 273(13.1)
" 1475(55.9) 1145(54.8)
BT 614(23.3) 562(26.9)
BT 344 234
SRR 2.752 0.253
fiksr1k 564(20.0) 457(21.3)
i3tk 2157(76.7) 1605(74.8)
=k 93(3.3) 84(3.9)
IE S 0.067 0.795
g 2599(99.7) 1987(99.7)
PNES 9(0.3) 6(0.3)
N e 0.007 0.932
PR 1149(39.8) 899(39.9)
9314 1739(60.2) 1354(60.1)
T4 0.849 0.654
Tl 84(2.9) 74(3.3)
T2 966(33.0) 759(33.4)
T3+T4 1881(64.2) 1440(63.4)
TNMZ3H# 145.854 <0.001
0l 3(0.1) 2(0.1)
I 676(30.6) 534(24.0)
14 942(42.7) 712(32.0)
LIV 585(26.5) 974(43.8)
P Fee A 0.002 0.968
b 1353(55.2) 1031(55.2)
i 1097(44.8) 838(44.8)
PR 0.875 0.350
2= 758(36.9) 600(38.4)
i 1298(63.1) 963(61.6)
FRs 2.118 0.146
FH 174(19.7) 104(16.7)
S5 709(80.3) 517(83.3)
A7 0.115 0.735
A5 244(24.6) 180(25.3)
HAFHA<SAE 748(75.4) 531(74.7)
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Table 3 Clinical and pathological characteristics of patients with ESCC and CRA(n, %)

ESCC CRA i PlH
% 10179(68.8) 2981(56.2) 274.515 <0.001
el
5'g 4614(31.2) 2323(43.8)
" >60% 10688(72.4) 3105(58.5) 348.368 <0.001
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LR @49 (98
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Tl 2481(18.3) 158(3.0) 863.055 <0.001
T4 T2 4836(35.7) 1725(33.1)
T3+T4 6241(46.0) 3321(63.8)
0l 68(0.5) 5(0.1) 716.945 <0.001
It 1893(14.1 1210(27.3
TNMZ3 M (4D 273)
1y 7891(58.7) 1654(37.4)
T+ TV 3589(26.7) 1559(35.2)
g2 1675(24.0 2384(55.2 1132.981 <0.001
W = (240 (432
S 5318(76.0) 1935(44.8)
g 912(19.5 1358(37.5 331.817 <0.001
Wiz - (15 C7
& 3757(80.5) 2261(62.5)
PR 4677(34.9 278(18.5 163.352 <0.001
St (349) (15
B 8743(65.1) 1226(81.5)
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Figure 2 Flowchart of immunohistochemical enrollment process for esophageal squamous cell carcinoma and colorectal adenocarcinoma
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Figure 3 Comparison of positive expression rates of 26 proteins in esophageal squamous cell carcinoma and colorectal adenocarcinoma. The left part
of the figure shows 19 proteins with differential expression in two types of tumor tissues (P<0.05), while the right part shows 7 proteins with no
differential expression in two types of tumor tissues (P>0.05). The table below the bar plot shows the positive rates of each protein in esophageal
squamous cell carcinoma and colorectal adenocarcinoma, as well as the P values for comparison between the two. The blue arrows indicate 5 proteins
(Her-2, CK, CK8/18, EGFR, and Syn) associated with prognosis in esophageal squamous cell carcinoma patients, while the red arrows indicate 3

proteins (CK7, Syn, and VEGF) associated with prognosis in colorectal adenocarcinoma patients
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Figure 4 Survival curves of proteins affecting the prognosis in patients with esophageal squamous cell carcinoma (ESCC) and colorectal
adenocarcinoma (CRA). (a) Survival curve of the immunohistochemical marker CK in ESCC; (b) survival curve of the immunohistochemical marker
CK8/18 in ESCC; (c) survival curve of the immunohistochemical marker EGFR in ESCC; (d) survival curve of the immunohistochemical marker Her-2
in ESCC; (e) survival curve of the immunohistochemical marker Syn in ESCC; (f) survival curve of the immunohistochemical marker Syn in CRA; (g)
survival curve of the immunohistochemical marker CK7 in CRA; (h) survival curve of the immunohistochemical marker VEGF in CRA
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Table 4 Univariate Cox regression analysis of different clinical pathological features in ESCC or CRA

I R 1

FAFBYE L i cox M-

55 BV e S dcox 1]

HR(95% CI) Pl HR(95% CI) Pl
HERICH, L) 1.321(1.213, 1.440) <0.001 0.595(0.476,0.745) <0.001
R (604, <60%) 1.118(1.029,1.215) <0.001 2.555(1.983,3.292) <0.001
TG (B, BAE) 0.856(0.789, 0.930) <0.001 - 0.072
SHERREE(, AR) 0.850(0.780, 0.925) <0.001 0.559(0.435,0.718) <0.001
SHERREE (R, 1) - 0.052 - 0.444

LIE 3 1.584(1.269,1.976) <0.001 - 0.500
WRELEE R (B TE, BITE) 2.310(2.140,2.494) <0.001 2.439(1.954,3.044) <0.001
TNMZHIE, 0+13) 2.743(2.365,3.183) <0.001 - 0.061
TNMAHH IV, 0+13) 5.054(4.345,5.879) <0.001 3.010(2.198,4.123) <0.001
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Figure 5 Immunohistochemical results of proteins related to survival in esophageal squamous cell carcinoma (ESCC) and colorectal adenocarcinoma
(CRA). (a) Positive staining results of the immunohistochemical marker CK in ESCC; (b) positive staining results of the immunohistochemical marker
CK&8/18 in ESCC; (c) positive staining results of the immunohistochemical marker EGFR in ESCC; (d) positive staining results of the
immunohistochemical marker Her-2 in ESCC; (e) positive staining results of the immunohistochemical marker Syn in ESCC; (f) positive staining results
of the immunohistochemical marker CK7 in CRA; (g) positive staining results of the immunohistochemical marker Syn in CRA
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Table 5 Univariate and multivariate Cox regression analysis of survival-related proteins in ESCC or CRA

p— E L A5 Hrcox M)
HR(95% CI) PlE
CK FH /B - 0.973
CK8/18 FH /R - 0.551
i EGFR A /B - 0.532
Her-2 BHYE/BE - 0.105
Syn PH/BAE 3.860(1.337,11.144) 0.013
VEGF FH4/BE 0.007(0.001,0.337) 0.007
25 I Mo CK7FH /B4 2.446(1.427,4.193) 0.001
Syn FEE/BAE 3.492(1.377,8.854) 0.008
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Clinical pathological characteristics and expression of 328
proteins and their impact on survival in over 20,000 cases of
esophageal squamous cell carcinoma and colorectal
adenocarcinoma
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Esophageal squamous carcinoma and colorectal adenocarcinoma are both the most common digestive tract tumors in China, and they share certain
similarities in genetic susceptibility, major risk factors and molecular mechanisms. However, comparative studies on these two tumors with large sample
sizes are still lacking. This study was conducted to analyze the differences between the two tumors in clinicopathological features and tumor-associated
protein expression, their impact on survival, and to provide a basis for the identification of molecular markers of early detection and targeted therapy. In
this study, 26 tumor-associated proteins were selected from 20,097 patients with esophageal squamous carcinoma and colorectal adenocarcinoma. The y

test was applied to compare the differences between the two tumors in terms of clinicopathological features and protein expression. The Kaplan-Meier
survival analysis and Cox regression analysis were used to compare the relationship between the clinicopathological features and protein expression and
the survival of patients. Significant differences were found between patients with esophageal squamous carcinoma and those with colorectal
adenocarcinoma in gender, age, degree of differentiation, margins, TNM stage, vascular embolism, neurological invasion and family history. In addition,
age, lymph node metastasis, TNM stage and degree of differentiation had similar effects on the prognosis of patients with both tumors, and gender had
opposite effects on the prognosis of patients with both tumors. Of the 26 tumor-associated proteins examined in 100 and more cases, 19 proteins were
differentially expressed in the two tumors. Further Kaplan-Meier survival analysis of these 26 proteins showed that in esophageal squamous carcinoma,
CK (P=0.005) and EGFR (P=0.002) and Syn (P=0.002)-positive patients had a poorer prognosis than negative patients, and CK8/18 (P=0.039) and Her-2
(P=0.002) positive patients had a better prognosis than negative patients. In colorectal cancer, Syn (P=0.002) and CK7 (P<0.001) positive patients had
poorer prognosis than negative patients, and VEGF positive patients had better prognosis than VEGF negative patients (P=0.003).We further applied
multivariate Cox regression analysis to evaluate the effect of survival-related proteins on the prognosis of patients with esophageal squamous carcinoma
or colorectal adenocarcinoma, and found that Syn positivity (HR=3.860, 95%CI (1.377-11.144), P=0.013) was an independent risk factor for the
prognosis of patients with esophageal squamous carcinoma; in colorectal adenocarcinoma, CK7 positivity (HR=2.446, 95%CI (1.427-4.193), P=0.001)
and Syn positivity (HR=3.492, 95%CI (1.377-8.854), P=0.008) were independent risk factors for the prognosis of colorectal adenocarcinoma patients,
and VEGF positivity (HR=0.007, 95%CI (0.001-0.337), P=0.013) was an independent protective factor for the prognosis of colorectal adenocarcinoma
patients. Syn protein was found to be an independent prognostic factor in both tumors. These important findings provide an important reference for the
clinical personalized diagnosis and treatment of the two types of tumors, as well as objective evidence of the intrinsic connection of the two types of
tumors, which deepens our understanding of the intrinsic connection between the two types of tumors.

esophageal squamous cell carcinoma, colorectal adenocarcinoma, tumor-related proteins, expression changes,
prognosis, comparative study
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