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(A) STR authentication report of KYSE150 cells.
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[image: 410-A][image: 410-B][image: 410-C][image: 410-D][image: 410-E]

(B) STR authentication report of KYSE410 cells.
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(C) STR authentication report of HEEC cells.





Supplementary Figure S2
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Supplementary Figure S2. TIMER analysis of the correlations between PAFAH1B3 expression and immune checkpoint genes in ESCA.
Correlations between PAFAH1B3 expression and the immune checkpoint genes PDCD1, CD274 (PD-L1), and CTLA4 were analyzed using the TIMER database. The left panels show the associations of each immune checkpoint gene with tumor purity, while the right panels display the partial correlations between PAFAH1B3 and the indicated genes after adjustment for tumor purity. Notably, the association between PAFAH1B3 and CD274 remained statistically significant after tumor purity correction, whereas the correlations with PDCD1 and CTLA4 were no longer significant. Correlation coefficients and P values are shown in each panel.




Supplementary Table S1. siRNA sequences used for gene silencing of PAFAH1B3 in ESCC cells
	siRNA
	Sequence (5′→3′)

	si-PAFAH1B3 (Sense)
	GCAUCAAGGCCUUGUGCATT

	si-PAFAH1B3 (Antisense)
	UGCACAAGGCCUUGAUGCTT

	si-NC
	Purchased from GenePharma (Shanghai, China)




Supplementary Table S2. Primary and secondary antibodies used for Western blotting and co-immunoprecipitation assays.

	Antibody
	Host
	Application
	Company
	Catalog No.
	Dilution

	PAFAH1B3
	Rabbit
	WB/IHC
	OriGene (USA)
	TA370784
	1:500

	FGFR1
	Rabbit
	WB/IHC
	Huabio (China)
	HA724312
	1:500

	Phospho-AKT (Ser473)
	Rabbit
	WB/IHC
	Proteintech (China)
	28731-1-AP
	1:500

	β-actin
	Mouse
	WB
	
	sc-47778
	1：1000

	GAPDH
	Rabbit
	WB
	
	#52902
	1：1000

	Goat anti-Mouse IgG (H+L), HRP
	Goat
	WB
	ZSGB-BIO (China)
	ZB-5305
	1:5000

	Goat anti-Rabbit IgG (H+L), HRP
	Goat
	WB
	ZSGB-BIO (China)
	ZB-5301
	1:5000

	
FGFR1
	Rabbit
	Co-IP (IP)
	Proteintech (China)
	30358-1-AP
	1:50

	
	Rabbit
	Co-IP (IB)
	Proteintech (China)
	30358-1-AP
	1：1000

	
PAFAH1B3
	Mouse
	Co-IP (IP)
	Santa Cruz Biotechnology
	SC-393612
	1:50

	
	Mouse
	Co-IP (IB)
	Santa Cruz Biotechnology
	SC-393612
	1：1000





[bookmark: _GoBack]Supplementary Table S3. Detailed clinicopathological characteristics of the ESCC patients included in the IHC validation cohort.

	Variable
	n
	Percentage (%)

	Age (years)
	
	

	< 60
	2
	10.0

	≥ 60
	18
	90.0

	Gender
	
	

	Male
	17
	85.0

	Female
	3
	15.0

	Differentiation
	
	

	Well
	3
	15.0

	Moderate
	11
	55.0

	Poor
	6
	30.0

	TNM stage
	
	

	I–II
	12
	60.0

	III–IV
	8
	40.0

	Lymph node metastasis
	
	

	Negative
	13
	65.0

	Positive
	7
	35.0
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4 Short Tandem Repeat (STR) Report

Sample Information  Sample: KYSE410
Cat. No. TCH-C458
Lot. No. 250309A003

Data Interpretation Human Cell Line Authentication Standardization of Short Tandem Repeat (STR)
Profiling ASN-0002 Revised version 2021
The Pharmacopoeia of the People's Republic of China, Volume Il General
Requirements, Requirements for Preparation and Control of Animal Cell
Substrates Used for Production of Biologics

Methodology Sample DNA was extracted with genome extraction kit (Axygen) and PCR
amplified with STR Multi-amplification Kit (MicroreaderTM21 ID System). PCR
products were assayed with ABI 3730xI DNA Analyzer (Applied Biosystems®).
Appropriate positive and negative controls were run and confirmed for each
sample submitted. Data of 20 STR loci plus the Amelogenin locus were
analyzed and extracted using Gene Mapper ID-X software and designated as
the STR profile of the test sample.

Identify Result The results of the negative and positive control match expectations.
The STR profiles of the test sample are clear, which are shown in the attached
~ table and figure. o
Test results for Multiple Alleles: Number of multiple alleles: 0, Locus: None.

Explanation of The submitted sample profile is human.
Test Results The submitted profile has a 100% match on 18 loci of the following human cell
line(s) in DSMZ database: KYSE-410.
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Results of database comparison (the highest percent match to the query)

R4S Report No. QCB625030903

Test Results for Submitted Sample

Reference Database Profile

Loci Sample Database Profile: KYSE-410
Allelel Allele2 Allelel Allele2 Allele3

Amelogenin X X X
D5S818 13 13 13
D13s317 11 11 11
D75820 12 12 12
D16S539 10 12 10 12
VWA 16 18 16 18
THO1 8 8 8
TPOX 8 11 8 11
CSF1PO 12 12 12

—-D195433 e 13- =13 =
D21s11 30 30 30
D18s51 13 15 13 15
D6S1043 13 15
D3s1358 15 16 15 16
Penta D 11 11 11
D2s441 11 12
D8s1179 10 10 10
Penta E 8 12 8 12
D12s391 17 19
D251338 17 19 17 19
FGA 20 20 20
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Cell Line Authentication — STR Profiling Report

1. Sample Information:
Sample Name: HEEC
Sample Code: C1189
Sample Type: Cell line
Testing Type: STR

Report Time: May 29, 2022

2. Testing Method:

DNA was extracted by a commercial kit from CORNING (AP-EMN-BL-GDNA-250G). The
twenty-one STRs including Amelogenin locus were amplified by six multiplex PCR and
separated on ABI 3730XL Genetic Analyzer. The signals were then analyzed by the software
GeneMapper.

3. Data Interpretation:

Cell lines were authenticated using Short Tandem Repeat (STR) analysis asdescribed in 2012
in ANSI Standard (ASN-0002) by the ATCC Standards Development Organization (SDO)
and in Capes-Davis et al.. Match criteria for human cell line authentication: Where do we
draw theline? Int ] Cancer.2013:132(11):2510-9.

TEL: 021-55150076
EMAIL: info@whelab.com
WeChat: QQ3407506161
Website: www.whelab.com
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4. Test Results:
(1) STR profile
STR and Amelogenin Genotyping Results of Cell line HEEC
Sample information Cell Bank information
Lod Samplename: HEEC Cell linename: HEEC
Allelel Allele2 Allele3 Allelel Allele2 Allele3
D5S818 10 10 10 10
D138317 9 )i 9 1
D75820 mn 12 n 12
D16S539 2 1 9 1
VWA 14 17 14 17
THO1 6 7
AMEL X Y
TPOX 8 1 8 1
CSF1PO 9 12 9 12
D128391 21 22
FGA 19 24
D2§1338 17 23
D21s11 30 322
D18s51 13 13
D8s1179 13 16
D3S1358 16 16
D6S1043 18 19
PENTAE 18 18
D195433 14 15.2
PENTAD mn 12
D1S1656 14 16

TEL: 021-55150076
EMAIL: info@whelab.com
WeChat: QQ3407506161
Website: www.whelab.com
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(2). Authentication
z The submitted sample profile is human, but not a match for any profile in the DSMZ
and EXPASYSTR database.

|:| The submitted profile is an exact match for the following human cell line(s) in the
DSMZ STR database (8 core loci plus Amelogenin): HEEC.
|:| The submitted profile is similar to the following DSMZ human cell line:
® Note: A cell line can be considered to be authenticated when 80% (exact match) of the
alleles in its STR profile match profiles from tissue or other cell line samples from that
donor or from database. Cell lines with between a 55% to 80% (similar) match require
further profiling for investigation of relatedness.

TEL: 021-55150076

EMAIL: info@whelab.com
WeChat: QQ3407506161
Website: www.whelab.com
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Appendix:

1. Genotyping Strategy and Site Distribution
Table S1. Experimental Strategy and Sites

Strategy 1  Strategy 2 Strategy 3  Strategy 4

1 D3S1358 D8S1179 D195433 AMEL
2 VWA D21s11 THO1 D1S1656
3 D7s820 D16S539 D13s8317 D5S818
4 CSF1PO D2S1338 TPOX D128391
5 PENTAE PENTAD D18s51 FGA
6 D6S1043

The allele match algorithm compares the 8 core loci plus amelogenin only, even though
alleles from all loci will be reported when available.
2. DSMZ tools was used to carry on the cell line comparison, which contains 2455 cell lines
STR data from ATCC., DSMZ. JCRB, ECACC, GNE and RIKEN databases. If the cell is not
included in the above cell library, users need to compared with other databases.

TEL: 021-55150076

EMAIL: info@whelab.com
WecChat: QQ3407506161
Website: www.whelab.com
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1BE4S Report No. QCB625032701

Certificate of Analysis

TCH-C236
250327Y301

R AR Standards: HATAR (REZSL) =AML hiziig
The current version of the Chinese Pharmacopoeia & enterprise internal control
standards.
RWTE W E MR HWER
Content Method Specification Results
SR RS THEERRE AL
Growth properties Conventional cultivation Adherent Adherent
BHSER xR A B RER AW ER TSR =80% 95.39%
Post-freeze viability  Cell count using Trypan Blue stain method
BB MNEHENBERREMEREITHEOE >1x1076 2.73x1016
Total cells / Vial Cell count using Trypan Blue stain method cells/vial
MELE RREERE DNA, RMBESSMMEESE AR ANF
Species PCR ¥ 18 Human Human

determination Involves extracting whole genome DNA and performing

PCR amplification using species specific primers.

STR &% 1RIB STR P RAR S BIREH#1TERT CRE=08 10

STR identification Compare the STR typing results with the database Matching=0.8
S/ il 2020 FIRBGALERE ., KRAB/H Bt [Zh:3
Bacteria/ Fungi BEEERE Negative Negative
According to Chinese Pharmacopoeia (2020), direct
cultivation method for bacteria and fungi was used.
XA PCR 3% FRtE FRtE
Mycoplasma PCR method Negative Negative

HRBLIL Conclusion: FWHEHFEMER, KA~ KRN EH.
All specifications have been met. This batch of product has been confirmed
to be qualified.

#A/ BB Prepared by / Date 2 /f"']‘ 2025.4.17

H1ZA/ B Reviewed by / Date: %[’i 2025.4.17

H#EA/BES Approved by / Date: P % g £0_§§ égl Ei %
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4 Short Tandem Repeat (STR) Report

Sample Information ~ Sample: KYSE-150
Cat. No. TCH-C236
Lot. No. 250327Y301

Data Interpretation Human Cell Line Authentication Standardization of Short Tandem Repeat (STR)
Profiling ASN-0002 Revised version 2021
The Pharmacopoeia of the People's Republic of China, Volume IIl General
Requirements, Requirements for Preparation and Control of Animal Cell
Substrates Used for Production of Biologics

Methodology Sample DNA was extracted with genome extraction kit (Axygen) and PCR
amplified with STR Multi-amplification Kit (MicroreaderTM21 ID System). PCR
products were assayed with ABI 3730xI DNA Analyzer (Applied Biosystems®).
Appropriate positive and negative controls were run and confirmed for each
sample submitted. Data of 20 STR loci plus the Amelogenin locus were
analyzed and extracted using Gene Mapper ID-X software and designated as
the STR profile of the test sample.

Identify Result The results of the negative and positive control match expectations.
The STR profiles of the test sample are clear, which are shown in the attached
table and figure. )
Test results for Multiple Alleles: Number of multiple alleles: 0, Locus: None.

Explanation of The submitted sample profile is human.
Test Results The submitted profile has a 100% match on 9 loci of the following human cell
line(s) in DSMZ database: KYSE-150.
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4 Short Tandem Repeat (STR) Report

Sample Information ~ Sample: KYSE-150
Cat. No. TCH-C236
Lot. No. 250327Y301

Data Interpretation Human Cell Line Authentication Standardization of Short Tandem Repeat (STR)
Profiling ASN-0002 Revised version 2021
The Pharmacopoeia of the People's Republic of China, Volume Iil General
Requirements, Requirements for Preparation and Control of Animal Cell
Substrates Used for Production of Biologics

Methodology Sample DNA was extracted with genome extraction kit (Axygen) and PCR
amplified with STR Multi-amplification Kit (MicroreaderTM21 ID System). PCR
products were assayed with ABI 3730xI DNA Analyzer (Applied Biosystems®).
Appropriate positive and negative controls were run and confirmed for each
sample submitted. Data of 20 STR loci plus the Amelogenin locus were
analyzed and extracted using Gene Mapper ID-X software and designated as
the STR profile of the test sample.

Identify Result The results of the negative and positive control match expectations.
The STR profiles of the test sample are clear, which are shown in the attached
table and figure. )
Test results for Multiple Alleles: Number of multiple alleles: 0, Locus: None.

Explanation of The submitted sample profile is human.
Test Results The submitted profile has a 100% match on 9 loci of the following human cell
line(s) in DSMZ database: KYSE-150.
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Results of database comparison (the highest percent match to the query)

Test Results for Submitted Sample Reference Database Profile
Loci Sample Database Profile: KYSE-150
Allelel Allele2 Allele3 Allelel Allele2 Allele3

Amelogenin X X X X

D5s818 12 13 12 13

D13s317 8 1 8 11

D78820 10 11 10 11

D16S539 9 s B 9 11

VWA 16 17 16 17

THO1 7 9 7 9

TPOX 8 8 8 8

CSF1PO 12 13 12 13

D19s8433 15 152

D21s11 30 31

D18s51 14 14

D6S1043 18 20

D3s1358 15 16

PentaD 10 10

D2s441 10 11

D8s1179 10 15

PentaE 12 18

D12S391 19 22

D2s1338 25 25

FGA 21 24
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HRBHKIE Standards: TR CPEZEHR) =HRLWHINRE

The current version of the Chinese Pharmacopoeia & enterprise internal control

standards.
BRURE RWTT*E WlRE BAER
Content Method Specification Results
3 BREST kSRR b RAE
Growth properties  Conventional cultivation Adherent Adherent
RBRSEE SEHEHEERRABEREITEE =>80% 90.34%
Post-freeze viability Cell count using Trypan Blue stain method
BB R HEHAIRR A BB R EITHEE =1x1076 1.82x1016
Total cells / Vial Cell count using Trypan Blue stain method cells/vial

—) 5] _RESBR4A DNA. AMEREMIIMHST AR AR
Species PCR¥ 18 - Human Human
determination Involves extracting whole genome DNA and performing

PCR amplification using species specific primers

STR&RE 1R4E STR SRR SEIRERTLERS MEE=08 10
STRidentification ~ Compare the STR typing results with the database Matching=0.8 .
HHE/RE B 2020 FIRGATHREE, KRAR/R Bl (51
Bacteria/ Fungi BHEBERE Negative Negative

According to Chinese Pharmacopoeia (2020), direct
cultivation method for bacteria and fungi was used.

R PCR 3% FRtE At

Mycoplasma PCR method Negative Negative

HRWLE® Conclusion: BPFHEATMWEY, LK™ SIQWAH.
All specifications have been met. This batch of product has been confirmed
to be qualified.
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