Supplementary Table S1. Antibodies and probes used in the immunohistochemical (IHC) and in situ

hybridization (ISH) analyses (clone, source and dilution).

Antibody name

Dilution clone

Supplier (code)

(dilution)*

CD4 (RU) 4B12 Dako, Santa Clara, CA, USA (IR649)

CD8 (RU) C8/144B Dako, Santa Clara, CA, USA (IR623)
FOXP3 236A/E7 CNIO, Madrid, Spain

cos? (120 e, Seemuts Vaham. A
CD68 (RU) KP1 Dako, Santa Clara, CA, USA (IR609)
CDla (RU) 010 Dako, Santa Clara, CA, USA (IR069)
CD21 (RU) 1F8 Dako, Santa Clara, CA, USA (IR608)
CD83 (1:20) 1H4b LEICA-Novocastra (NCL-CD83)

CD34 class Il (RU) QBENd/10 Dako, Santa Clara, CA, USA (FLEX IR632)
CD31 (RU) JC70A Dako, Santa Clara, CA, USA (FLEX IR610)
CD15 (1:50) CARB-3 Dako, Santa Clara, CA, USA (IR 062)
HLA-Dr (1 :100) TAL.1B5 Dako, Santa Clara, CA, USA (M-0746)
CD138 (RU) MI15 Dako, Santa Clara, CA, USA (IR642)

Target molecules

Probe name

Supplier (code)

CXCL13 NM_006419 Affymetrix, Inc., Santa Clara, CA (VA1-15914)
IL6 (interferon, beta 2) | NM_000600 Affymetrix, Inc., Santa Clara, CA (VA1-13526)
IL10 NM_000572 Affymetrix, Inc., Santa Clara, CA (VA1-10840)
IL15 NM_000585 Affymetrix, Inc., Santa Clara, CA (VA1-12546)
MMP1 NM_002421 Affymetrix, Inc., Santa Clara, CA (VA1-10114)
MMP9 NM_004994 Affymetrix, Inc., Santa Clara, CA (VA1-16679)
MMP12 NM_002426 Affymetrix, Inc., Santa Clara, CA (VA1-17343)
MUC1 NM_002456 Affymetrix, Inc., Santa Clara, CA (VA1-14606)
TNF-a NM_000594 Affymetrix, Inc., Santa Clara, CA (VA1-10481)

NOTE. * all mouse monoclonal, RU: ready-to-use




Figure S1. Representative tissue microarray (TMA) stained tumor sections of the 22 tumor microenvironment
(TME) markers studied. Cell markers were analyzed by immunohistochemistry (IHC): CD4, CD8, FOXP3, CD57,
CDe68, CD15, CD21, CD1l1a, CD83, HLA-DR, CD31, CD34 and CD138; genetic markers were analyzed by
chromogenic in situ hybridization (ISH): CXCL13, IL-6, IL-10, IL-15, MMP1, MMP-9, MMP12, MUC1 and TNF-
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Figure S2. Kaplan—Meier analysis of five-year overall survival (OS) among all patients.
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Figure S3. Kaplan—Meier analysis of five-year relapse-free survival (RFS) among all patients.

Relapse-free survival Relapse-freesurvival Relapse-free survival

Relapse-freesurvival

1.0 1.0 1.0 1.01 1.0 4 1.0 1
] CD4 > p50 B o8 T o8 FOXP3 >p50| & gl S nal = nal
08 E CD8 > p50 2 2 08 CD57<ps0 | 2 08 coes>pso | 2 08 HLA-DR > p50
5 2 2 2
0.61 o 06 © 06 » 0.6 2 06 ? 0.6
0.41 o 0.4 CD8 < p50 @ 0.4 D 0.41 % 0.4 1 CD68 < p50 & 0.41
» < - CD57>p50 | @ @ HLA-DR £
CD4 < p50 g g FOXP3 spsO| 2 PP e 2 pS0
i = © ©
0.2 g 02 g 02 e 0.2 e 0.2 1 o 0.2
0.04 P=0.005 0.0] P=0.129 0.0 P=0.001 001 P=0.199 001 P=0.348 001 P=0.191
0 10 20 30 40 50 60 0 10 20 30 40 50 60 0 10 20 30 40 50 60 0 10 20 30 40 50 60 0 10 20 30 40 50 6o 0 10 20 30 40 50 60
Time (months) Time (months) Time (months) Time (months) Time (months) Time (months)
1.0 1.0 { 10 1.0 1.0 { 1.0 1
0.8 cbla>ps0| S 08 coz=pso | 5 o cD83>p50 | S o8 < 0381 < 08
2 s = CD155p50 [ 2 CD31 > p50 2 CD34 < p50
> S > =
0.6 § 0.6 2 06 § 0.6 g 0.6 § 0.6
= @ = = =
0.41 © 0.4+ © 04 o 0.4 CDI5>p50| © 0.4 1 CD31 < p50 & 04 CD34 > p50
CD1a<p50| & o CD83 < p50 2 a a
g CD21 < p50 =3 & < ket
0.21 & 0.2 A E 0.2 & 0.21 & 0.2 1 & 0.2 1
004 P=0.018 00 P=0.001 00| P=0.026 00 P=0289 004 P=0.291 004 P=0.792
0 10 20 30 40 50 60 0 10 20 30 40 50 60 0 10 20 30 40 50 60 0 10 20 30 40 50 60 0 10 20 30 40 50 60 0 10 20 30 40 50 60
Time (months) Time (months) Time (months) Time (months) Time (months) Time (months)
1.0 1.0 1.07 1.0 1.0{ 1.0
b CXcL13* kS = ® =
08 S o8 2 o8 g e Lot | Zos T 08 .
>
CD138<p50 | = = et | 2 = st | 2 MMPL
0.6 o 0.6 o 0.6 © 06 o 0.6 » 0.6
8 g 8 g ¢
0.4 CD138>p50 | "0 ] G 041 e o 047 IL10° © 0.4 3 04 MMPL”
2 CXCL13 a a a IL15” a
2 3 021 3 0.2 < 0.2 & g2
0.2 & 0.2 & 0 ERY g g *
0.0 P=0.918 0o .F’:O:040. . \ . . 0.01 ‘on,:slsl 001 'p:o,'422' 0.0 P=0.253 0.0 ] P=0.273
0 10 20 30 40 50 60 0 10 20 30 40 50 60 0 10 20 30 40 50 60 0 10 20 30 40 50 60 0 10 20 30 40 50 60 0 10 20 30 40 50 60
Time (months) Time (months) Time (months) Time (months) Time (months) Time (months)
1.04 1.0 1.0 1.0
q T H s 4 - © 4
0.8 z 0.8 MMP12 2 0.8 MUCL > 08
MMPO*| 5 5 = TNFot
0.6 2 06 © 067 ? 06]
<4 < 3 z
= = = TNFo
0.4 ® 04 -l o 049 041
; MMP12 o 0.4
MMPT| & g muctt | o
= —_ ©
0.24 B 02 2 02 3 02]
0.04 P=0.378 0.04 P=0.210 0.04 P=0.113 0,01 P=0-941

0 10 20 30 40 50 60
Time (months)

0 10 20 30 40 50 60
Time (months)

0 10 20 30 40 50 60
Time (months)

Time (months)

0 10 20 30 40 50 60



Figure S4. Superimposed Kaplan—Meier curves of five-year overall survival (OS) by tumor microenvironment (TME) markers by nodal status at diagnosis. The
continuous lines show the OS of patients with immunohistochemistry (IHC) immune marker concentrations higher than the median, or positive mMRNA expression
levels for markers determined by in situ hybridization (ISH). The dashed lines show the OS when IHC immune marker concentrations were lower than the

median, or when mRNA was not expressed for ISH markers. Significance levels for the log-rank test are indicated in the figures.
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Figure S5. Superimposed Kaplan—Meier curves of five-year relapse-free survival (RFS) by tumor microenvironment (TME) markers by nodal status at diagnosis.
The continuous lines show the RFS of patients with immunohistochemistry (IHC) immune marker concentrations higher than the median, or with positive mRNA
expression levels for markers determined by in situ hybridization (ISH). The dashed lines show the RFS when IHC immune marker concentrations were lower
than the median or when mRNA was not expressed for ISH markers. Significance levels for the log-rank test are indicated in the figures.
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Figure S6. Superimposed Kaplan—Meier curves of five-year overall survival (OS) by tumor microenvironment (TME) markers by type of response. The continuous
lines show the OS of patients with immunohistochemistry (IHC) immune markers concentrations higher than the median, or with positive mRNA expression
levels for markers determined by in situ hybridization (ISH). The dashed lines show the OS when IHC immune markers concentrations were lower than the

median or when mRNA was not expressed for ISH markers. Significance levels for the log-rank test are indicated in the figures.
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Figure S7. Superimposed Kaplan—Meier curves of five-year relapse-free survival (RFS) by tumor microenvironment (TME) markers by type of response. The
continuous lines show the RFS of patients with immunohistochemistry (IHC) immune markers concentrations higher than the median, or with positive mRNA
expression levels for markers determined by in situ hybridization (ISH). The dashed lines show the RFS when IHC immune markers concentrations were lower
than the median or when mRNA was not expressed for ISH markers. Significance levels for the log-rank test are indicated in the figures.
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