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Table S1: Clinical characteristics of Australian GC cases

Discovery cohort Validation cohort
Parameter No. No.
Age (years)
Male 64 (32-83) 65.4 (32-83)
Female 73.7 (47-85) 67 (33-86)
Gender
Male 45 67
Female 20 32
Tumour location
GOJ/Cardia 10 20
Greater curve-body 13 28
Lesser curve-body 19 29
Body unspecified 5 1
Antrum 14 20
Stomal 0 1
Chemo-radiotherapy
Adjuvant
No Adjuvant 34 40
Adjuvant 14 46
ND 15 13
Palliative
No Palliative 25 21
Palliative 13 24
NA 12 0
ND 15 54
Pathology
Diffuse 23 39
Intestinal 35 50
Mixed 6 10
Adenosquamous 1 0
Differentiation
Well 4 B]
Moderate 13 31
Moderate to poor 6 0
Poor 20 35
Undifferentiated 20 29
Other 2 1
T Stage
T1 7 10
T2 14 25
E] 44 62
T4 il 2
AJCC Stage
1A 3 5]
1B 9 14
[} 14 26
A 22 23
{11133 13 22
v 3 8
Unspecified 1 1

NA; type of therapy not applicable, ND; data not available



MAUGIC cohort n=341

Excluded oesophageal cancers n=86
Excluded Siewert 2 cases n=33
Excluded Siewert 3 cases n=11

True gastric cancers n=211

Excluded cases without pre and/or post op blood n=127

Excluded if post op blood collected after documented recurrence n=3
Excluded if follow up period <36months n=3

Excluded cases where samples had been exhausted n=4

Appropriate samples available n=74

Excluded cases recurrence not confirmed with BX n=1
Excluded if first post op blood taken <7 days post op n=1
Excluded recurrence date not documented n=1

Excluded if recurrence <6months n=1

Excluded NR ratio high and LTF n=3

Samples available n= 67

Recurrence n=36 (11 in pilot study) Non-Recurrence n=31 (13 in pilot study)

Figure S1. Consort diagram for the selection of gastric cancer plasma samples for SFRP4 ELISA.
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Figure S2. Effects of shRNA mediated knockdown of SFRP4. shRNA mediated knockdown of gastric cancer cell lines (A) AGS, (B) SNU-1 and (C) NCI-
N87 was performed using the three available constructs targeting the SFRP4 gene (Supplementary Table S2) and a scramble control. Western blots were
performed to confirm knockdown and the resulting immunoblots in (A-C) were quantitated by densitometric methods (D-F) using Image J. Overall construct #3
was the best performing and used for all subsequent experiments. Proliferation was determined by cell counts at 24, 48 and 72 hours (G-I) cell lines. No
significant differences were observed in any of the cell lines. (J-L) Apoptosis was determined for the same cell lines using the Apoptaq kit. Representative
images are shown in Fig. S3. Data are represented as mean + SD.
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Figure S3. Outcomes of functional assays (A) representative images from apoptosis assays (arrows represent apoptotic cells), (B) the effect of the addition of
recombinant human SFRP4 on the invasion of AGS cells. AGS WT or AGS-SFRP4 knockdown cells were pre-incubated with varying doses of rhSFRP4 before
use in an invasion assay. Data are represented as mean + SD ,(C) representative images of AGS, SNU-1 and NCI-N87 cells from invasion assays shown in Fig
3. (D) AGS wound healing assay. AGS WT, scramble and SFRP4 knockdown cells were seeded to confluency, scratched to wound and imaged at 0- and 24-
hours.Wound healing was then quantitated *p=6.8x103; t test. Data are represented as mean + SD.



Table $2: Genes correlated with SFRP4

Australian dataset

Gene
AcTa2
AcTNL

ADAMTS2
ADARBL
ADGRAZ
ADGRDL
acaeL
Axap12
T3
AvoTLL
ANGPTL2
ANKRD10
Anost
ANTXRL
ANKAS
Aocs
sz
ARLL
ARvCKL
Jrives

ATPEB2

ATINL

BACEL

BHLHE22

Bicc

BMPR2

BNe2

BNIP

B0C

Claorf132

Clorf216

Clorfsa

ciames

Caorf3

CBorfss

a1

caHm2

caLHMS.

camsAP2
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caving

cavinz

ceocso
o109

cocazeps

coH1L

coK1a

cpo1

cpoN

CHRDLL

cLEciia
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w3
cupa

amp

MM

Pearsoncore
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on
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N1
CNRIPL

cot10a1
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cotranr
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couar
cotsa1
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coteat
<otz
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cotsn2
cotect2
comp
copss
corzz
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oz
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e
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Gene Pearson core:
FAM20C
FAM2298

P
FBLNL
FBLN2
FN
FBx7
FBK032
FERMT2
Fiz1
FGE7P3
fora1
FBIN

FBPLL
FKBP7
FNA
#1101
1
FnocL
Foxp2
FRMDS

o
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FXYD6
F21
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st
7
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G
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6L
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aus2
GLran

GNAL
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Gres
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GREML

GuovIAs

Gucvies

G

HDGF3

HECTD2

HeGL

HEYL

HMCNL

HOOK3

HoXB2
HSD1181

HSPB2

HTRAL

IFFO1

1GFBPa

1GF8P6

IGFBP7

w17RD

wRL

INHBA
T

IRF28PL
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on
082
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068
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063
o7
066

060
o7
066
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o7
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on
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063
o7
083
077
o7

063
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063
075
075
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073
0566

Gene
IsM1
AL

e85
Bl
w3
snze1
Kankz
KaTNALL
Kenes
ke
kcto10
KoELCL
KiAn1755

KiDINS220
KF1B
KiRRELL
et
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it
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rees
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Lsamp

L8p1
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LT8p3

LM

MACFL

MAFE

MAGIZ-AS3

MANICT

MAPIA

MAP1B.

MAP3K20

MAP3KS

MAPa.

MARVELDL
MDFIC

MEISL

MEOX2

MFAP2

MEAPS

mGP

MIRI00HG
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P2
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MRAS
MRC2

MRGPRF
wRVIL
wscAs1
wsRE3
XRAT
XRA
w10
s
s
NALCN
NAP1L3

AV
NON
NEXN
D2
NISCH
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TCGA dataset
Gene symbol
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Australian TCGA

394 11

Extracellular matrix organisation 14/329 0.023 1.07E-09 3.63e-07 77/318 0.025
Regulation of Insulin-like Growth Factor (IGF) transport and 9/127 0.009 1.856-08 3.14e-06 9/14 0.001
uptake by Insulin-like Growth Factor Binding Proteins (IGFBPs)

Elastic fibre formation 6/46 0.003 1.49e-06 1.68-05 12/17 0.001
Post-translational protei phosphorylation 7/109 0.008 1.48e-06 1.11e-04 1/1 8.01e-05
Molecules associated with elastic fibres 5/38 0.003 1.64e-06 1.11e-04 5/10 8.01e-04
ECM proteoglycans 5/79 0.005 5.42e-05 0.003 5/23 0.002
Diseases associated with glycosaminoglycan metabolism 4/55 0.004 1.86e-04 0.009 12/29 0.002
Degradation of extracellular matrix 5/148 0.01 9.55e-04 0.026 34/105 0.008

Figure S4. Genes and pathways correlated with SFRP4. (A) Genes commonly expressed in the Australian and TCGA cohorts were identified
(Pearson correlation >0.6). (B) Top 8 functional pathways found to be enriched after further analysis of these genes using Reactome.
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Figure S5. Correlation of SFRP4 expression with EMT related genes. Affymetrix U133 plus 2 mRNA data from the Australian dataset was used
to correlate expression of SFRP4 with key EMT related genes
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Figure S6. Swimmer plots outlining timelines for sample collection, recurrence and patient prognosis in the Australian cohort (n= 67). Zero months
indicates the date of surgery. Key: Red= plasma sample collections; blue= time of clinically documented recurrence; black = overall survival; pink =lost to
follow up



