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eTable. Clinical characteristics of the routine clinical outcomes cohort

eFigure 1. Tile plot showing the distribution, type and frequency of single gene
alterations* occurring in the entire population (A) or in the population of patients with
TMB-very high PSCC (B)

eFigure 2. Tile plot displaying the frequency of pairwise co-occurring short variant
alterations in the cohort of TMB-low (A) and TMB-high + very high (B) PSCC
eFigure 3. Low magnification (A) and high magnification (B) images of the primary
PSCC which was used for sequencing are shown

eFigure 4. Low magnification (A) and high magnification (B) images of the primary
PSCC which was used for sequencing are shown
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eTable. Clinical characteristics of the routine clinical outcomes cohort

Characteristic All patients Chemotherapy* Mono ICI
N (%) N (%) N (%)
N 30 20 10
ﬁge‘fjiztns[t%“R‘;; therapy (years; 615(52.2:70.8) | 60.5(51.8: 70) 69.0 (61: 81)
ECOG Performance Status:
e 0 6 (20.0) 3 (15) 3 (30)
o 1 14 (46.7) 9 (45) 5 (50)
e >2 2 (6.67) 2(10) 0
e Unknown 8 (26.7) 6 (30) 2 (20)
NLR:
e NLR<25 1(3.33) 0 1(10)
e NLR>25 21 (70) 13 (65) 8 (80)
e Unknown 8 (26.7) 7 (35) 1(10)
Stage at diagnosis:
e Stage I-llI 10 (33.3) 7 (35) 3 (30)
e Stage IV 9 (30) 7 (35) 2 (20)
" gnknowninot 11 (36.7) 6 (3) 5 (50)
Prior receipt of systemic
antineoplastic therapy:
. E;‘it;“r;ti?"t’;:rgggr 14 (46.7) 10 (50) 4 (40)
e Had prior systemic 16 (53.3) 10 (50) 6 (60)
therapy
SES (quintile):**
e 1-2-Lowest SES 11 (36.7) 6 (30) 5 (50)
e 3 11 (36.7) <10 (<50) <5 (<50)
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e 4-5-Highest SES 5(16.7) <5 (<25) <5 (<50)

e Unknown 3(10) <5 (<25) <5 (<50)

Race (self-reported):

e White 21 (70) 14 (70) 7 (70)

e Other/unknown 9 (30) 6 (30) 3 (30)

Genomic ancestry:

e EUR 18 (60) 10 (50) 8 (80)
e Other 9 (30) 9 (45) 0
¢ Unknown 3 (10) 1(5) 2 (20)
TMB status:
e TMB-L 21 (70) 16 (80) 5 (50)
e TMB-H 4 (13.3) 2 (10) 2 (20)
e TMB-VH 2 (6.67) 1(5) 1(10)
e Unknown 3(10) 1(5) 2 (20)
MSI status:
e MSS 25 (83.3) 19 (95) 6 (60)
e MSI-H 2 (6.67) 0 2 (20)
e Unknown 3 (10) 1(5) 2 (20)

Genomic LOH status:

e High gLOH 1(3.33) 1(5) 0
e Low gLOH 19 (63.3) 12 (60) 7 (70)
e Unknown 10 (33.3) 7 (35) 3 (30)

PD-L1 status (22C3 TPS):

e PD-L1 negative 7 (23.3) 4 (20) 3 (30)
¢ PD-L1 high positive 1(3.33) 1(5) 0
e Unknown 22 (73.3) 15 (75) 7 (70)

HPV strain detected:
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e HPV-16 6 (20) 3(15) 3 (30)

e HPV-33 1(3.33) 0 1(10)

e HPV-6 2 (6.67) 2(10) 0

e Not detected 21 (70) 15 (75) 6 (60)
Smoking status:

e History of smoking 20 (66.7) 16 (80) 4 (40)

¢ No history of smoking 10 (33.3) 4 (20) 6 (60)

Abbreviations: ECOG: Eastern Cooperative Oncology Group; HPV: human papillomavirus; ICI:
immune-checkpoint inhibitors; IQR: interquartile range; LOH: loss of heterozygosity; Mono:

monotherapy; MSI-H: microsatellite instability high; MSS: microsatellite stable; NLR: neutrophil-to-

lymphocyte ratio; PD-L1: programmed-cell death-ligand-1; SES: socioeconomic status; TMB:

tumor mutational burden (H: high; L: low; VH: very high);

* Two patients who received targeted therapy (cetuximab) are counted in the chemotherapy

group.

** To protect patient privacy and reduce the risk of re-identification, some SES categories have
been merged and/or had their counts masked.
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eFigure 1 Tile plot showing the distribution, type and frequency of single gene

alterations* occurring in the entire population (A) or in the population of patients with

TMB-very high PSCC (B)
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TMB level: B <10 mut/Mbp M 10-20 mut/Mbp Ml >=20 mut/Mbp

D
888

TVB (mut/

HPV status PD-L1 status MSI status

:u.LL.iJ.; L.J.L..L....-.Jl.n.n..l......l..u......_h L L&-ﬂhuLL.ﬂJ—MU‘JMMM.J.M-LmL__

MSlIstatus: [ MSS [l MSI-H

PD-Listatus: [ negative Ml low—positive Ml high-positive

[0 TIT I DTN I 17T RO I T 0 0T ACaT I TIWWInT in iim

HPV status: Bl negative [l positive

Alteration type: M short-variant [ copy—number Ml rearrangement Il multiple

54.41%

44.08%
42.82%
22.67%
17.38%
14.11%
13.85%
13.85%
12.59%
12.59%
10.83%
1 10.83%
T || 8.82%
| | | | I I 856%
FATH | 1 | | 1 11 8.31%
HRAS| 7.30%
NFE2L2| | 1 | | 1 6.80%
Mmye | | 11 | 1 6.05%
stkir| | 1 | | 5.79%
PTEN 11 | 5.20%
KDMEA 1 | | | | 5.04%
EP300{ | | 1 4.79%
Asxer| | | 1 1 | 1 | | 4.28%
CD274 1 4.28%
JAK2| 4.28%
PDCD1LG2| 1 4.28%
RBT | 11 | | 4.03%
SMAD4 | 1 110 | 3.78%
FGFR3| ‘ I|I | | 1 3.53%
TP [ n [ || a.50%
RaDz1 11l 11 1 i 277%
DNMTSA | 11 | | | ] 252%
KRAS] | 1 I| | | 1 I 1 2.529%
TET2| 111 | | | 1 2.52%
KMT2C | (| 1 | | 227%
MAPKT 1 1 | | 1 '] 2.27%
NFT 1 | 1 11 | 1 2.27%
TGFBR2| | 1 1 | | 1 1 2.27%
ATM) | | (| | | | 202%
CREBBP| | 11 11 1 202%
KEAPT 1 | 11 |] | 202%
MCLT | 1 | | 1 202%
NSD3, | | | | | | 202%
soxe| 1 1 11 2.02%
BCL2L1 11 | 1 1 1 1.76%
BRCA2| | 1 1 | 11 1.76%
ZNF703| 1 1 | 1l 1 1.76%
AKTT | | 1 1 1 151%
ARID1A | 1 | | | 151%
CUL4A 1 1 | 151%
50% 100%

dueNnbe)) UONEIaNY

Number of Samples: 397

© 2023 Necchi A et al. JAMA Network Open.



eFigure 1B
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eFigure 2. Tile plot displaying the frequency of pairwise co-occurring short variant
alterations in the cohort of TMB-low (A) and TMB-high + very high (B) PSCC

eFigure 2A
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eFigure 2B
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eFigure 3. Low magnification (A) and high magnification (B) images of the primary
PSCC which was used for sequencing are shown. Comprehensive genomic profiling
revealed a missense extra-cellular domain E265 ERBB2 mutation present in 44% of
reads as seen in the IGV (Integrated Genomics Viewer) view (C).

eFigure 3A
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eFigure 3C
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eFigure 4. Low magnification (A) and high magnification (B) images of the primary
PSCC which was used for sequencing are shown. Comprehensive genomic profiling
revealed a NOTCH1 R2327W missense mutation present in 28% of reads, as seen in
the IGV (Integrated Genomics Viewer) view (C).

eFigure 4A
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eFigure 4B

139,391 200 b 199391210 bp 199,991,220 bp. 199,391,290 bp
I

narcH

HOTCHI_H_017847

© 2023 Necchi A et al. JAMA Network Open.



