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Figure S1. The impact of Inmunoscore on the survival of patients from cohorts 1+2 Kaplan-Meier curves of

Immunoscore (I) are shown for TTR (A), DES (B) and OS (C) for MSS Stage I/Il patients from cohort 1+2 (A-C).

Immunoscore two categories, I Lo (0 -25%, black), I Int+Hi (>25 -100%, red), is illustrated. Relative importance of

each risk parameter to survival risk for TTR(D), DES (E) and OS (F) using the x? proportion test for clinical

parameters and Immunoscore corresponding to panel A-C. Significant logrank P-values are marked as *** p< 0.001.

Figure S1
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Figure S2. The impact of Immunoscore on patients with Stage II colon cancer.

Kaplan-Meier curves of Immunoscore (I) are shown for OS (A, I, J), TTR (C, E, G) and DFS (D, E, H) for subgroups
of Stage II patients from cohorts 1 and 2. (A) Kaplan-Meier curves for OS are shown for Immunoscore two
categories: Lo (0-25%, black) and Int+Hi (>25-100%, red) in MSS Stage II patients . (B) Relative importance of each
risk parameter to survival risk for OS using the X2 proportion test for clinical parameters and Immunoscore corresp-
onding to panel A. (C, D) Immunoscore three categories, I Lo (0-25%, black), I Int (>25 -70%, green) and IHi (>70
-100%, red), in Stage II patients who did not receive adjuvant chemotherapy for TTR (C) and DFS (D). (E, F)
Immunoscore two categories: Lo (0 -25%, black) and Int+Hi (>25 -100%, red) in MSS Stage II patients without
chemotherapy treatment. (G, H) Immunoscore three categories in high-risk Stage II patients for TTR (G) and DFS
(H). I, J) Kaplan-Meier curves for OS are shown for Immunoscore two categories (I) and three categories (J) in
high-risk Stage II patients. Significant logrank P-values are marked as *** p<0.001, ** 0.001 <p <0.01, *0.01 <p <

0.05.
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Figure S3. The impact of Immunoscore on patients with high -risk Stage II colon cancer. Kaplan-Meier curves of
Immunoscore (I) three categories, I Lo (0-25%, black), I Int (>25-70%, green) and I Hi (>70-100%, red) are shown for
TTR (A, C) and DFS (B, D) for subgroups of Stage II patients from cohorts 1 and 2. (A, B) high-risk Stage II patients:
T4 or VELIPI+ or perforation or poor differentiation or TLN<12 . (C, D) very high-risk Stage II patients: T4 and
VELIPI+. (E) High risk Stage II patients, Immunoscore two categories Lo (0 -25%), I Int+Hi (>25 -100%) and chem-
otherapy (YES/NO) are shown for TTR. Significant logrank P-values are marked as *** p<0.001, ** 0.001 < p <

0.01.
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Figure S4. The impact of Immunoscore on patients with Stage I colon cancer. (A) Kaplan-Meier curves for TTR of
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Table S1. Demographic distribution.

North-America Europe & Asia Total Fisher’s exact test P-value STAGE | STAGE I STAGE Il very high risk
Cohort 1 Cohort 2 Cohorts 1+2 Cohorts 1 vs. 2 Cohorts 1+2 Cohorts 1+2 Cohorts 1+2
(N=262) (N=1623) (N=1885) (N=451) (N=1434) (N=74)

Age 0.1517 *

N 262 1623 1885 451 1434 74

Mean (SD) 66.9 (12.5) 68.1(12.2) 67.9 (12.2) 67.3 (12.5) 68.2 (12.1) 66.4 (11.4)

Range (23-92) (21-101) (21-101) (22-95) (21-101) (40-92)
Gender 0.7389

Male 135 (51.5%) 857 (52.8%) 992 (52.6%) 238 (52.8%) 754 (52.6%) 34 (45.9%)

Female 127 (48.5%) 766 (47.2%) 893 (47.4%) 213 (47.2%) 680 (47.4%) 40 (55.4%)
T-stage <0.0001

T 36 (13.7%) 80 (4.9%) 116 (6.2%) 116 (25.7%) 0 (0.0%) 0 (0.0%)

T2 66 (25.2%) 269 (16.6%) 335 (17.8%) 335 (74.3%) 0 (0.0%) 0 (0.0%)

T3 143 (54.6%) 1083 (66.7%) 1226 (65%) 0 (0.0%) 1226 (85.5%) 0 (0.0%)

T4 17 (6.5%) 191 (11.8%) 208 (11%) 0 (0.0%) 208 (14.5%) 74 (100%)
N-stage

NO 262 (100.0%) 1623 (100.0%) 1885 (100.0%) 451 (100%) 1434 (100.0%) 74 (100%)

N+ 0 (0.0%) 0 (0.0%) 0 (0.0%) 0 (0.0%) 0 (0.0%) 0 (0.0%)
Total lymnodes examined 0.8710 *

N 262 1623 1885 451 1434 74

Mean (SD) 19.1 (12.9) 18.9 (13.9) 19.0 (13.8) 15.2 (10.4) 20.1 (14.5) 21.3 (14.7)

Range (1-108) (1-145) (1-145) (1-62) (1-145) (1-62)

Not Available 8 (3.1%) 0 (0.0%) 0 (0.04%) 4 (0.9%) 4 (0.3%) 0 (0.0%)
M-stage

Mo 262 (100.0%) 1623 (100.0%) 1885 (100.0%) 451 (100%) 1434 (100.0%) 74 (100%)
AJCC/UICC-TNM Composite Stage <0.0001

1 102 (38.9%) 349 (21.5%) 451 (23.9%) 451 (100%) 0 (0.0%) 0(0.0%)

] 160 (61.1%) 1274 (78.5%) 1434 (76.1%) 0 (0.0%) 1434 (100.0%) 74 (100%)
Differentiation Grade <0.0001

Well 32 (12.2%) 434 (26.7%) 466 (24.7%) 143 (31.7%) 323 (22.5%) 14 (18.9%)

Moderate 202 (77.1%) 700 (43.1%) 902 (47.9%) 222 (49.2%) 680 (47.4%) 42 (56.8%)

Poor 25 (9.5%) 141 (8.7%) 166 (8.8%) 19 (4.2%) 147 (10.3%) 8 (10.8%)

Not Available 3(1.1%) 348 (21.4%) 351 (18.6%) 67 (14.9%) 284 (19.8%) 10 (13.5%)
Post-Operative Chemotherapy (Yes/No) 0.07509

No 226 (86.3%) 1320 (81.3%) 1546 (82%) 416 (92.2%) 1130 (78.8%) 36 (48.6%)

Yes 34 (13%) 284 (17.5%) 318 (16.9%) 27 (6%) 291 (20.3%) 38 (51.4%)

Not Available 2 (0.8%) 19 (1.2%) 21 (1.1%) 8 (1.8%) 13 (0.9%) 0 (0.0%)
Proximal vs. Distal Primary (Tumor) 0.0618

Proximal 147 (56.1%) 798 (49.2%) 945 (50.1%) 208 (46.1%) 737 (51.4%) 37 (50%)

Distal 115 (43.9%) 810 (49.9%) 925 (49.1%) 240 (53.2%) 685 (47.8%) 36 (48.6%)

Not Available 0 (0%) 15 (0.9%) 15 (0.8%) 3 (0.7%) 12 (0.8%) 1(1.4%)
MSI Status (Derived) 0.5934

pMMR 119 (45.4%) 739 (45.5%) 858 (45.5%) 206 (45.7%) 652 (45.5%) 33 (44.6%)

dMMR 35 (13.4%) 193 (11.9%) 228 (12.1%) 39 (8.6%) 189 (13.2%) 12 (16.2%)

Not Available 108 (41.2%) 691 (42.6%) 799 (42.4%) 206 (0.7%) 593 (41.4%) 29 (39.2%)

* T test P-value. MSI: deficient Mismatch repair (dIMMR), MSS: proficient Mismatch repair ((MMR).




Table S2. Univariate analysis STAGE I-ll

STAGE I-ll, North-America (Cohort 1)

Time to recurrence (TTR)

Unadjusted stratified by center

Restricted Mean Survival Time (RMST)

No. of patients (%) Rate at 5 yr % (95% Cl) P value* Hazard ratio (95% CI) P value** C-index (95% Cl) Months (95% CI) Relative Months (95% CI) P value**
IS-2Level 0.62 (0.55-0.68)
0-25% 21 (8) 60 (41.6-86.5) 1.0 (reference) 101.6 (72.3-130.9) 0.0 (reference)
25-100% 241 (92) 91.4 (87.5-95.4) <.0001 0.19 (0.08-0.43) <.0001 142.6 (137.2-148.1) 41.1(11.2-70.9) 0.0070
IS-3Level 0.69 (0.56-0.82)
0-25% 21(8) 60 (41.6-86.5) 1.0 (reference) 101.6 (72.3-130.9) 0.0 (reference)
25-70% 143 (54.6) 88.3 (82.7-94.3) 0.0014 0.27 (0.11-0.62) 0.0023 138 (130.1-146) 36.4 (6-66.8) 0.0189
70-100% 98 (37.4) 96.3 (92.3-100) <.0001 0.07 (0.02-0.27) 0.0001 144.8 (139.4-150.2) 46.6 (18-75.3) 0.0014
Disease free survival (DFS) Unadjusted stratified by center Restricted Mean Survival Time (RMST)
No. of patients (%) Rate at 5 yr % (95% CI) P value* Hazard ratio (95% CI) P value** C-index (95% CI) Months (95% CI) Relative Months (95% CI) P value***
IS-2Level 0.54 (0.5-0.58)
0-25% 21 (8) 60.6 (42.5-86.5) 1.0 (reference) 96.5 (67.4-125.6) 0.0 (reference)
25-100% 241 (92) 83.1(78.2-88.2) 0.0646 0.48 (0.24-0.97) 0.0399 117.9 (110.2-125.6) 21.4 (-8.7-51.5) 0.1636
IS-3Level 0.54 (0.45-0.62)
0-25% 21(8) 60.6 (42.5-86.5) 1.0 (reference) 96.5 (67.4-125.6) 0.0 (reference)
25-70% 143 (54.6) 83.2 (77-89.9) 0.0425 0.45 (0.22-0.95) 0.0359 121.5(111.7-131.2) 25 (-5.7-55.7) 0.1102
70-100% 98 (37.4) 82.9 (75.3-91.2) 0.1735 0.51 (0.24-1.09) 0.0835 110.8 (99.1-122.5) 17.4 (-12.8-47.7) 0.2580
STAGE I-Il, Europe & Asia (Cohort 2)
Time to recurrence (TTR) Unadjusted stratified by center Restricted Mean Survival Time (RMST)
No. of patients (%) Rate at 5 yr % (95% CI) P value* Hazard ratio (95% CI) P value** C-index (95% CI) Months (95% CI) Relative Months (95% CI) P value***
IS-2Level 0.59 (0.52-0.66)
0-25% 427 (26.3) 79.4 (75.4-83.7) 1.0 (reference) 210.1 (198.9-221.2) 0.0 (reference)
25-100% 1196 (73.7) 89.8 (87.9-91.7) <.0001 0.47 (0.35-0.63) <.0001 240.2 (235.1-245.3) 30.2 (17.9-42.4) <.0001
IS-3Level 0.62 (0.53-0.71)
0-25% 427 (26.3) 79.4 (75.4-83.7) 1.0 (reference) 210.1 (198.9-221.2) 0.0 (reference)
25-70% 747 (46) 88 (85.5-90.6) <.0001 0.55 (0.41-0.76) 0.0002 235.4 (228.5-242.3) 25.3 (12.2-38.4) 0.0001
70-100% 449 (27.7) 92.8 (90.1-95.5) <.0001 0.31(0.2-0.49) <.0001 248.6 (241.3-255.8) 38.5(25.2-51.8) <.0001
Disease free survival (DFS) Unadjusted stratified by center Restricted Mean Survival Time (RMST)
No. of patients (%) Rate at 5 yr % (95% CI) P value* Hazard ratio (95% CI) P value** C-index (95% Cl) Months (95% Cl) Relative Months (95% CI) P value**
IS-2Level 0.54 (0.5-0.59)
0-25% 427 (26.3) 67.6 (63.1-72.4) 1.0 (reference) 124.2 (110.8-137.7) 0.0 (reference)
25-100% 1196 (73.7) 77 (74.5-79.6) <.0001 0.68 (0.57-0.81) <.0001 153.4 (144.8-162.1) 29.2 (13.2-45.2) 0.0003
IS-3Level 0.56 (0.5-0.61)
0-25% 427 (26.3) 67.6 (63.1-72.4) 1.0 (reference) 124.2 (110.8-137.7) 0.0 (reference)
25-70% 747 (46) 75.6 (72.4-78.9) 0.0044 0.75 (0.62-0.9) 0.0026 147.9 (137.4-158.4) 23.7 (6.6-40.7) 0.0066
70-100% 449 (27.7) 79.3 (75.3-83.5) <.0001 0.55 (0.44-0.7) <.0001 164.5 (149.3-179.8) 40.3 (20-60.6) 0.0001
STAGE Il (Cohorts 1+2)
Time to recurrence (TTR) Unadjusted stratified by center Restricted Mean Survival Time (RMST)
No. of patients (%) Rate at 5 yr % (95% Cl) P value* Hazard ratio (95% CI) P value** C-index (95% Cl) Months (95% CI) Relative Months (95% CI) P value***
IS-2Level 0.59 (0.52-0.66)
0-25% 448 (23.8) 78.4 (74.4-82.6) 1.0 (reference) 208.1 (197.1-219) 0.0 (reference)
25-100% 1437 (76.2) 90 (88.3-91.8) <.0001 0.43 (0.32-0.57) <.0001 240.9 (236.3-245.6) 32.9 (21-44.8) <.0001
IS-3Level 0.63 (0.53-0.72)
0-25% 448 (23.8) 78.4 (74.4-82.6) 1.0 (reference) 208.1 (197.1-219) 0.0 (reference)
25-70% 890 (47.2) 88.1(85.7-90.4) <.0001 0.52 (0.39-0.7) <.0001 235.4 (229.1-241.7) 27.3 (14.7-40) <.0001
70-100% 547 (29) 93.4 (91.1-95.8) <.0001 0.27 (0.18-0.41) <.0001 250.5 (244.2-256.7) 42.4 (29.8-55) <.0001
Disease free survival (DFS) Unadjusted stratified by center Restricted Mean Survival Time (RMST)
No. of patients (%) Rate at 5 yr % (95% CI) P value* Hazard ratio (95% CI) P value** C-index (95% CI) Months (95% CI) Relative Months (95% CI) P value***
IS-2Level 0.54 (0.5-0.59)
0-25% 448 (23.8) 67.3 (62.9-72) 1.0 (reference) 124.3 (111-137.6) 0.0 (reference)
25-100% 1437 (76.2) 78 (75.7-80.3) <.0001 0.67 (0.56-0.79) <.0001 154.9 (146.6-163.1) 30.6 (14.9-46.3) 0.0001
IS-3Level 0.56 (0.5-0.61)
0-25% 448 (23.8) 67.3 (62.9-72) 1.0 (reference) 124.3 (111-137.6) 0.0 (reference)
25-70% 890 (47.2) 76.8 (73.9-79.8) 0.0004 0.72 (0.6-0.86) 0.0005 151.5 (141.3-161.7) 27.2 (10.4-44) 0.0015
70-100% 547 (29) 80 (76.4-83.7) <.0001 0.57 (0.45-0.71) <.0001 161.4 (147.2-175.6) 37.1(17.7-56.6) 0.0002
STAGE I-Il, MSS (Cohorts 1+2)
Time to recurrence (TTR) Unadjusted stratified by center Restricted Mean Survival Time (RMST)
No. of patients (%) Rate at 5 yr % (95% Cl) P value* Hazard ratio (95% CI) P value** C-index (95% Cl) Months (95% Cl) Relative Months (95% CI) P value**
IS-2Level 0.59 (0.52-0.66)
0-25% 213 (24.8) 73.5 (67.5-80) 1.0 (reference) 163.8 (150.7-176.8) 0.0 (reference)
25-100% 645 (75.2) 88.5 (85.9-91.1) <.0001 0.43 (0.32-0.57) <.0001 196.2 (190.5-201.8) 32.4 (18.1-46.7) <.0001
I1S-3Level 0.63 (0.53-0.72)
0-25% 213 (24.8) 73.5 (67.5-80) 1.0 (reference) 163.8 (150.7-176.8) 0.0 (reference)
25-70% 443 (51.6) 87.3 (84-90.6) <.0001 0.52(0.39-0.7) <.0001 192.9 (185.8-200.1) 29.2 (14.2-44.1) 0.0001
70-100% 202 (23.5) 91.1 (86.9-95.5) <.0001 0.27 (0.18-0.41) <.0001 203.8 (195-212.5) 40 (24.3-55.8) <.0001
Disease free survival (DFS) Unadjusted stratified by center Restricted Mean Survival Time (RMST)
No. of patients (%) Rate at 5 yr % (95% Cl) P value* Hazard ratio (95% CI) P value** C-index (95% Cl) Months (95% Cl) Relative Months (95% CI) P value**
IS-2Level 0.54 (0.5-0.59)
0-25% 213 (24.8) 62.8 (56.5-69.8) 1.0 (reference) 116.3 (100.4-132.3) 0.0 (reference)
25-100% 645 (75.2) 78.7 (75.4-82) <.0001 0.67 (0.56-0.79) <.0001 155.1 (146.5-163.6) 38.7 (20.6-56.8) <.0001
IS-3Level 0.56 (0.5-0.61)
0-25% 213 (24.8) 62.8 (56.5-69.8) 1.0 (reference) 116.3 (100.4-132.3) 0.0 (reference)
25-70% 443 (51.6) 77.5 (73.5-81.6) <.0001 0.72 (0.6-0.86) 0.0005 153 (142.6-163.4) 36.7 (17.6-55.7) 0.0002
70-100% 202 (23.5) 81.3 (75.7-87.4) <.0001 0.57 (0.45-0.71) <.0001 160.1 (145-175.2) 43.7 (21.8-65.7) <.0001
Overall survival (OS) Unadjusted stratified by center Restricted Mean Survival Time (RMST)
No. of patients (%) Rate at 5 yr % (95% Cl) P value* Hazard ratio (95% CI) P value** C-index (95% Cl) Months (95% Cl) Relative Months (95% CI) P value**
IS-2Level
0-25% 213 (24.8) 71.1 (65.2-77.5) 1.0 (reference) 171.9 (151.3-192.5) 0.0 (reference)
25-100% 645 (75.2) 85.4 (82.6-88.2) <.0001 206 (193-219) 34.1(9.7-58.5) 0.0061
I1S-3Level
0-25% 213 (24.8) 71.1(65.2-77.5) 1.0 (reference) 171.9 (1561.3-192.5) 0.0 (reference)
25-70% 443 (51.6) 84.5(81.1-88) 0.0003 206.3 (190.2-222.5) 34.4 (8.2-60.6) 0.0101
70-100% 202 (23.5) 87.4 (82.7-92.4) 0.0010 206.7 (184.4-229) 34.8 (4.4-65.2) 0.0247

* Logrank P Value. ** Wald P Value stratified by participating center. *** Restricted Mean Survival Time (RMST) P value




Table S3. Univariate analysis STAGE Il

STAGE II, Without C py (Cohorts 1+2)

Time to recurrence (TTR)

Unadjusted stratified by center

Restricted Mean Survival Time (RMST)

No. of patients (%) Rate at 5 yr % (95% CI) P value* Hazard ratio (95% CI) P value** C-index (95% CI) Months (95% CI) Relative Months (95% CI) P value***
I1S-2Level 0.59 (0.51-0.68)
0-25% 291 (25.8) 76.8 (71.7-82.3) 1.0 (reference) 202.3 (187.9-216.6) 0.0 (reference)
25-100% 839 (74.2) 88.7 (86.4-91.1) <.0001 0.44 (0.32-0.62) <.0001 237.7 (231.4-244.1) 35.5(19.8-51.2) <.0001
I1S-3Level 0.62 (0.52-0.73)
0-25% 291 (25.8) 76.8 (71.7-82.3) 1.0 (reference) 202.3 (187.9-216.6) 0.0 (reference)
25-70% 538 (47.6) 86.6 (83.4-89.9) 0.0001 0.52 (0.36-0.74) 0.0003 232.3 (223.9-240.7) 30 (13.4-46.7) 0.0004
70-100% 301 (26.6) 92.7 (89.4-96) <.0001 0.3 (0.18-0.5) <.0001 248 (239.1-256.9) 45.8 (28.9-62.7) <.0001
Disease free survival (DFS) Unadjusted stratified by center Restricted Mean Survival Time (RMST)
No. of patients (%) Rate at 5 yr % (95% CI) P value* Hazard ratio (95% CI) P value** C-index (95% CI) Months (95% CI) Relative Months (95% CI) P value***
1S-2Level 0.54 (0.49-0.59)
0-25% 291 (25.8) 63.6 (58.2-69.6) 1.0 (reference) 112.9 (98.4-127.4) 0.0 (reference)
25-100% 839 (74.2) 74.8 (71.8-78) 0.0004 0.7 (0.57-0.86) 0.0007 141.2 (131.2-151.3) 28.3 (10.7-46) 0.0016
I1S-3Level 0.55 (0.48-0.61)
0-25% 291 (25.8) 63.6 (58.2-69.6) 1.0 (reference) 112.9 (98.4-127.4) 0.0 (reference)
25-70% 538 (47.6) 74 (70.1-78) 0.0031 0.74 (0.59-0.92) 0.0060 139 (127-151) 26.1(7.3-44.9) 0.0064
70-100% 301 (26.6) 76.5 (71.5-81.8) 0.0008 0.64 (0.49-0.83) 0.0008 145.8 (127.5-164.2) 33 (9.6-56.3) 0.0057
STAGE II, MSS, Without Chemotherapy (Cohorts 1+2)
Time to recurrence (TTR) Unadjusted stratified by center Restricted Mean Survival Time (RMST)
No. of patients (%) Rate at 5 yr % (95% CI) P value* Hazard ratio (95% CI) P value™  C-index (95% Cl) Months (95% Cl) Relative Months (95% CI) P value™*
I1S-2Level 0.57 (0.51-0.63)
0-25% 124 (25.6) 70.3 (62-79.7) 1.0 (reference) 155 (136.3-173.6) 0.0 (reference)
25-100% 360 (74.4) 85.7 (82-89.7) 0.0001 0.43 (0.27-0.67) 0.0002 190.4 (182-198.7) 35.4 (15-55.8) 0.0007
I1S-3Level 0.59 (0.53-0.65)
0-25% 124 (25.6) 703 (62-79.7) 1.0 (reference) 155 (136.3-173.6) 0.0 (reference)
25-70% 253 (52.3) 84.4 (79.8-89.3) 0.0010 0.47 (0.29-0.76) 0.0021 187.4 (177.1-197.6) 32.4 (11.2-53.7) 0.0028
70-100% 107 (22.1) 88.9 (82.6-95.7) 0.0007 0.33 (0.17-0.65) 0.0015 197.8 (184.1-211.6) 42.9 (19.7-66) 0.0003
Disease free survival (DFS) Unadjusted stratified by center Restricted Mean Survival Time (RMST)
No. of patients (%) Rate at 5 yr % (95% Cl) P value* Hazard ratio (95% CI) P value** C-index (95% CI) Months (95% CI) Relative Months (95% CI) P value**
I1S-2Level 0.56 (0.52-0.6)
0-25% 124 (25.6) 63.2 (55.1-72.4) 1.0 (reference) 146.9 (121.9-171.9) 0.0 (reference)
25-100% 360 (74.4) 80.6 (76.5-84.9) 0.0006 0.59 (0.43-0.81) 0.0012 188.8 (172.5-205.1) 41.9 (12.1-71.8) 0.0059
1S-3Level 0.57 (0.52-0.62)
0-25% 124 (25.6) 63.2 (55.1-72.4) 1.0 (reference) 141.4 (118-164.7) 0.0 (reference)
25-70% 253 (52.3) 79.3 (74.3-84.6) 0.0018 0.61 (0.43-0.86) 0.0046 183.1 (164.9-201.2) 41.7 (12.1-71.3) 0.0058
70-100% 107 (22.1) 83.8 (76.8-91.5) 0.0053 0.55 (0.35-0.85) 0.0075 188.1 (160.7-215.4) 46.7 (10.8-82.6) 0.0109
STAGE Il Very High Risk, T4 and VELIPI+ (Cohorts 1+2)
Time to recurrence (TTR) Unadjusted stratified by center Restricted Mean Survival Time (RMST)
No. of patients (%) Rate at 5 yr % (95% CI) P value* Hazard ratio (95% CI) P value™*  C-index (95% Cl) Months (95% CI) Relative Months (95% CI) P value™*
1S-2Level 0.6 (0.36-0.84)
0-25% 29(39.2) 48.9 (33.2-72) 1.0 (reference) 81(50.4-111.7) 0.0 (reference)
25-100% 45 (60.8) 80.8 (69.6-93.7) 0.0037 0.45 (0.17-1.15) 0.0964 136.4 (116.4-156.3) 55.3 (18.8-91.9) 0.0030
I1S-3Level 0.62 (0.35-0.89)
0-25% 29(39.2) 48.9 (33.2-72) 1.0 (reference) 81 (50.4-111.7) 0.0 (reference)
25-70% 30 (40.5) 79.1 (65.5-95.5) 0.0177 0.53 (0.2-1.42) 0.2075 131.5 (106.3-156.8) 50.5 (10.8-90.2) 0.0127
70-100% 15(20.3) 84.4 (66.6-100) 0.0311 0.23 (0.04-1.37) 0.1061 90.8 (74.1-107.4) 36 (12.2-59.9) 0.0031
Disease free survival (DFS) Unadijusted stratified by center Restricted Mean Survival Time (RMST)
No. of patients (%) Rate at 5 yr % (95% Cl) P value* Hazard ratio (95% CI) P value™ ~ C-index (95% CI) Months (95% Cl) Relative Months (95% Cl) P value™*
I1S-2Level 0.6 (0.38-0.82)
0-25% 29 (39.2) 44.3 (29.3-66.9) 1.0 (reference) 60.3 (35.6-85) 0.0 (reference)
25-100% 45 (60.8) 74 (61.8-88.5) 0.0011 0.44 (0.19-1.02) 0.0555 117.3 (91.7-142.9) 57 (21.5-92.6) 0.0017
1S-3Level 0.61 (0.36-0.86)
0-25% 29 (39.2) 44.3 (29.3-66.9) 1.0 (reference) 60.3 (35.6-85) 0.0 (reference)
25-70% 30 (40.5) 76.4 (62.5-93.3) 0.0043 0.46 (0.19-1.13) 0.0917 117.1 (88-146.2) 56.8 (18.7-95) 0.0035
70-100% 15 (20.3) 69.6 (48.7-99.6) 0.0370 0.36 (0.09-1.47) 0.1560 82.2 (64-100.4) 34 (9.9-58.1) 0.0057
STAGE Il Very High Risk IS-2Level vs. LowRisk, T4 and VELIPI+ (Cohorts 1+2)
Time to recurrence (TTR) Unadjusted stratified by center Restricted Mean Survival Time (RMST)
No. of patients (%) Rate at 5 yr % (95% Cl) P value* Hazard ratio (95% CI) P value™*  C-index (95% Cl) Months (95% Cl) Relative Months (95% Cl) P value™*
Very High Risk IS-2Level vs. Low Risk 0.55 (0.52-0.57)
LowRisk 1360 (94.8) 85.6 (83.6-87.7) 1.0 (reference) 81(50.4-111.7) 0.0 (reference)
VeryHighRisk-0-25% 29(2.0) 48.9 (33.2-72) <.0001 4.49 (2.54-7.93) <.0001 91.9 (55.3-128.6) -79.2 (-116--42.3) <.0001
VeryHighRisk-25-100% 45 (3.1) 80.8 (69.6-93.7) 0.2008 2.1(1.06-4.16) 0.0329 136.4 (116.4-156.3) -11.3 (-31.6-8.9) 0.2721
Disease free survival (DFS) Unadjusted stratified by center Restricted Mean Survival Time (RMST)
No. of patients (%) Rate at 5 yr % (95% CI) P value* Hazard ratio (95% CI) P value** C-index (95% CI) Months (95% CI) Relative Months (95% CI) P value***
Very High Risk IS-2Level vs. Low Risk 0.52 (0.5-0.53)
LowRisk 1360 (94.8) 73.8 (71.4-76.3) 1.0 (reference) 60.3 (35.6-85) 0.0 (reference)
VeryHighRisk-0-25% 29 (2.0) 44.3 (29.3-66.9) <.0001 2.77 (1.7-4.51) <.0001 65.2 (35.9-94.4) -58.3 (-87.9--28.7) 0.0001
VeryHighRisk-25-100% 45 (3.1) 74 (61.8-88.5) 0.6983 1.16 (0.66-2.03) 0.6022 117.3 (91.7-142.9) 3.7 (-22.1-29.6) 0.7769
STAGE Il High Risk IS-2Level vs. LowRisk, T4 OR VELIPI+ OR OR TLN <=12 OR Poor Differ (Cohorts 1+2)
Time to recurrence (TTR) Unadjusted stratified by center Restricted Mean Survival Time (RMST)
No. of patients (%) Rate at 5 yr % (95% Cl) P value* Hazard ratio (95% CI) P value™*  C-index (95% Cl) Months (95% Cl) Relative Months (95% CI) P value™*
High Risk IS-2Level vs. Low Risk 0.61 (0.56-0.65)
LowRisk 551 (38.4) 89.2 (86.5-92.1) 1.0 (reference) 161.9 (149.8-174) 0.0 (reference)
HighRisk-0-25% 278 (19.4) 72.7 (67.2-78.6) <.0001 3.09 (2.06-4.64) <.0001 161.9 (149.8-174) -36.2 (-49.8--22.6) <.0001
HighRisk-25-100% 605 (42.2) 86.2 (83.2-89.3) 01734 1,52 (1.04-2.21) 0.0295 231.8 (223.9-239.7) 6.9 (-17.9-4.1) 0.2184
Disease free survival (DFS) Unadjusted stratified by center Restricted Mean Survival Time (RMST)
No. of patients (%) Rate at 5 yr % (95% Cl) P value* Hazard ratio (95% CI) P value** C-index (95% CI) Months (95% CI) Relative Months (95% CI) P value**
High Risk IS-2Level vs. Low Risk 0.58 (0.55-0.6)
LowRisk 551 (38.4) 78.3 (74.7-82) 1.0 (reference) 108.2 (95.9-120.5) 0.0 (reference)
HighRisk-0-25% 278 (19.4) 62 (56.3-68.2) <.0001 2.14 (1.67-2.74) 0.0000 108.2 (95.9-120.5) -23.6 (-39.5-7.7) 0.0037
HighRisk-25-100% 605 (42.2) 73.8 (70.2-77.6) 0.6969 1.31 (1.06-1.62) 0.0136 149.6 (137.5-161.8) 5.6 (-14.4-25.6) 0.5810
STAGE I, T4 and NO (Cohorts 1+2)
Time to recurrence (TTR) Unadjusted stratified by center Restricted Mean Survival Time (RMST)
No. of patients (%) Rate at 5 yr % (95% Cl) P value* Hazard ratio (95% CI) P value™ ~ C-index (95% Cl) Months (95% CI) Relative Months (95% Cl) P value™*
1S-2Level 0.68 (0.6-0.75)
0-25% 72 (34.6) 46.3 (35.1-61) 1.0 (reference) 96 (69.9-122.1) 0.0 (reference)
25-100% 136 (65.4) 84.6 (78.3-91.5) <.0001 0.21(0.11-0.4) <.0001 176.8 (162.5-191.2) 80.9 (51.1-110.6) <.0001
Disease free survival (DFS) Unadjusted stratified by center Restricted Mean Survival Time (RMST)
No. of patients (%) Rate at 5 yr % (95% CI) P value* Hazard ratio (95% CI) P value™  C-index (95% CI) Months (95% CI) Relative Months (95% CI) P value**
I1S-2Level 0.64 (0.58-0.69)
0-25% 72 (34.6) 38.5 (28.2-52.5) 1.0 (reference) 69.9 (48.2-91.5) 0.0 (reference)
25-100% 136 (65.4) 70.5 (62.7-79.1) <.0001 0.31(0.19-0.49) <.0001 130.2 (112.9-147.6) 60.4 (32.6-88.1) <.0001
STAGE I, T4 and NO and No Chemo Treatment (Cohorts 1+2)
Time to recurrence (TTR) Unadijusted stratified by center Restricted Mean Survival Time (RMST)
No. of patients (%) Rate at 5 yr % (95% Cl) P value* Hazard ratio (95% CI) P value™ ~ C-index (95% Cl) Months (95% CI) Relative Months (95% Cl) P value™*
I1S-2Level 0.78 (0.71-0.84)
0-25% 45 (34.1) 40.8 (26.9-61.7) 1.0 (reference) 78.9 (46-111.8) 0.0 (reference)
25-100% 87 (65.9) 87.5 (80.1-95.5) <.0001 0.12 (0.05-0.28) <.0001 178.2 (159.8-196.6) 99.3 (61.6-136.9) <.0001
Disease free survival (DFS) Unadjusted stratified by center Restricted Mean Survival Time (RMST)
No. of patients (%) Rate at 5 yr % (95% CI) P value* Hazard ratio (95% CI) P value** C-index (95% CI) Months (95% CI) Relative Months (95% CI) P value***
I1S-2Level 0.67 (0.61-0.74)
0-25% 45 (34.1) 291 (17.7-47.8) 1.0 (reference) 54.1(30.6-77.7) 0.0 (reference)
25-100% 87 (65.9) 68.4 (58.8-79.5) <.0001 0.25 (0.15-0.44) <.0001 115 (94.1-135.8) 60.8 (29.4-92.3) 0.0002

*Logrank P Value. ** Wald P Value stratified by participating center. *** Restricted Mean Survival Time (RMST) P value. MSS: proficient Mismatch repair ((MMR).




Table S4. Multivariable analysis (Cohorts 1+2)

STAGE I-ll TTR Model (142/1075)* DFS Model (341/1075)*
Hazard Ratio C-Index Hazard Ratio C-Index
(95% Cl) P-value' 950, cI) (95% Cl) P-value' 950 ci)
Multivariable Stratified Cox Model 0.7 (0.65-0.74) 0.61 (0.57-0.64)
Immunoscore, 3-level (CD3/CD8 CT/IM)
Int vs Lo 0.47 (0.32-0.68) 0.0001 0.6 (0.47-0.78) 0.0001
Hi vs Lo 0.29 (0.17-0.5) <.0001 0.48 (0.35-0.65) <.0001
Gender
Female vs Male 1.02 (0.73-1.43) 0.8930 1.02 (0.82-1.27) 0.8525
T-stage
T3 vs T1-2 1.99 (1.18-3.36) 0.0098 1.62 (1.19-2.22) 0.0023
T4 vs T1-2 5.26 (2.92-9.49) <.0001 2.42 (1.64-3.57) <.0001
MSI Status (Derived)
dMMR vs pMMR 0.45 (0.25-0.82) 0.0087 0.96 (0.73-1.28) 0.7994
Sidedness
Distal vs proximal 1.34 (0.95-1.89) 0.0930 1.05 (0.84-1.32) 0.6407

* (Events/Total); 1Stratified covariate Wald p-value; Stratified by center; MSI: deficient Mismatch repair (dIMMR), MSS: proficient

Mismatch repair (p(MMR).

STAGE Il MSS TTR Model (114/644)* DFS Model (230/644)*
Hazard Ratio P-value' C-Index Hazard Ratio P.value’ C-Index
(95% Cl) (95% Cl) (95% Cl) (95% Cl)
Multivariable Stratified Cox Model 0.6 (0.54-0.67) 0.57 (0.52-0.61)
Immunoscore, 3-level (CD3/CD8 CT/IM)
Hivs Lo 0.45 (0.31-0.67) 0.0001 0.55 (0.41-0.73) <.0001
Gender
Female vs Male 0.89 (0.61-1.3) 0.5483 1.03 (0.79-1.33) 0.8476
T-stage
T4 vs T3 2.6 (1.7-3.95) <.0001 1.74 (1.26-2.42) 0.0009
Sidedness
Distal vs proximal 1.29 (0.88-1.88) 0.1867 1.04 (0.8-1.36) 0.7478
* (Events/Total); 1Stratified covariate Wald p-value; Stratified by center.
STAGE | MSS TTR Model (15/205)* DFS Model (44/205)*
Hazard Ratio P-value' C-Index Hazard Ratio P.value’ C-Index
(95% Cl) (95% Cl) (95% Cl) (95% Cl)
Multivariable Stratified Cox Model 0.77 (0.65-0.9) 0.64 (0.55-0.74)
Immunoscore, 3-level (CD3/CD8 CT/IM)
Int vs Lo 0.41 (0.13-1.29) 0.1261 0.75 (0.34-1.68) 0.4848
Hivs Lo 0.08 (0.01-0.72) 0.0245 0.4 (0.14-1.11) 0.0776
Gender
Female vs Male 1.58 (0.51-4.94) 0.4320 0.75 (0.4-1.42) 0.3747
T-stage
T2vs T1 2.37 (0.51-10.99) 0.2698 1.77 (0.77-4.06) 0.1798
Sidedness
Distal vs proximal 1.56 (0.53-4.63) 0.4198 1.2 (0.64-2.26) 0.5673

* (Events/Total); 1Stratified covariate Wald p-value; Stratified by center. MSS: proficient Mismatch repair (p(MMR).

STAGE II, TANO TTR Model (24/94)* DFS Model (41/94)*
Hazard Ratio P-value' C-Index Hazard Ratio P.value' C-Index
(95% Cl) (95% Cl) (95% Cl) (95% Cl)
Multivariable Stratified Cox Model 0.76 (0.64-0.88) 0.74 (0.65-0.83)
Immunoscore, 3-level (CD3/CD8 CT/IM)
Hi vs Lo 0.15 (0.05-0.46) 0.0009 0.2 (0.08-0.5) 0.0006
Gender
Female vs Male 1.33(0.53-3.3) 0.5441 1.5 (0.74-3.02) 0.2605
Sidedness
Distal vs proximal 1.32 (0.49-3.57) 0.5821 1.31 (0.58-2.96) 0.5192
MSI Status (Derived)
dMMR vs pMMR 0.42 (0.12-1.48) 0.1775 0.33 (0.13-0.88) 0.0266
Differentiation
Moderate vs well 0.49 (0.1-2.35) 0.3759 0.93 (0.31-2.73) 0.8915
Poor vs well 0.53 (0.06-4.53) 0.5631 2.09 (0.47-9.22) 0.3293
Mucinous colloid type
Yes vs No 1(0.35-2.85) 0.9995 0.96 (0.44-2.12) 0.9278
VELIPI+
Yes vs No 0.79 (0.25-2.46) 0.6870 0.82 (0.35-1.93) 0.6452

* (Events/Total); 1Stratified covariate Wald p-value; Stratified by center. MSS: proficient Mismatch repair (pMMR).
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Test results 23 [standard na
24 |Est mates of diagnost ¢ accuracy and their precision (such as 95% conf dence intervals) Yes (see tables)
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