[ Complementary DNA (cDNA) ]

E 10 ul of Platinum™ [I Hot-Start PCR Master Mix The PCR conditions: :
i Amplification of selected fragments ?jj, ”l] 1‘1(()) Mré[ [orwanlipniney denamat;zng‘r%jg fordimin :
! 4 ul 10 pM reverse primer °C for 155 '
' of MUC6 and MUCI6 genes 1 ul eDNA 60°C 155 ’»x35 H
' 8.2 ul nuclease-free water 68°C for 15s. | :
[ Amplified products of MUC6 and MTUC/6 genes fragments (PCR product) ]
T T T m T E T Em e m e l --------------------------------------------------------------- L}
| Purification of the 5 ul of PCR product . L '
H ixture i t S TR f inut '
. selected MUC6 and MUCI6 gene 2 ul ExoSAP-IT " Express PCR Product Cleanup Reagent - 121?3 a? ;0;2 Forl n?irnuienmu . H
E ampliﬁcated fragme“ts Gently vortexed and spinned '
Purified PCR product
! 3 ul of the purified PCR product Sequencing reaction conditions: :
H 2 pl BigDye™ Terminator v3.1 Ready Reaction Mix 96°C for 1 min .
' Cycle sequencing reaction 1 pl of 5 x Sequencing Buffer 96°C for 10s ~ '
! 3 ul deionized water S0REfoES'S | x25 .
, 1 ul forward/reverse primer (3.2 uM) 60°C for 4 min J :
[ Amplified products of dye tagged MUC6 and MUCI6 genes fragments (sequencing PCR product) ]
H To cach well (sequencing PCR produet) '
: . . 45 pl of SAM solution Vortexed for 30 min at 2000 rpm :
. Purlﬁcatlﬂl'l Of the templates 10|.L| BigDye XTerminator™ and centril'uged at 1000 x g for 2 minutes :
| bead working solution :
e e e L L EEEE S CEEEEEELEEEEEEED
( Supernatant of each sample was analysed in 3130 Genetic Analyzer using 3130 POP-7™ Performance-Optimized Polymer
The results were saved in the 3130 Genetic Analyzer software

Figure S1. The workflow diagram of wet-laboratory steps (samples preparation and sequencing reaction).
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Figure S2. Electropherograms of Sanger sequencing traces for MUC6 ENST00000421673.7 (A, B, C, D) and MUC16 ENST00000397910.8 (E, F, G, H). (A) The absence of mutation A>G in
CDS at position 4525 and the presence of a mutation C>A in CDS at position 4544 were found in the MUC6 fragment from tumour sample ID 39. (B) The absence of mutation A>G in CDS
at position 4525 and the presence of a mutation C>A in CDS at position 4544 were found in the MUC6 fragment from tumour sample ID 47. (C) The absence of mutation A>G in CDS at
position 4525 and the presence of a mutation C>A in CDS at position 4544 were found in the MUC6 fragment from margin tissue sample ID 48. (D) The presence of mutation A>G in CDS
at position 4525 and presence of mutation C>A in CDS at position 4544 were found in the MUC6 fragment from margin tissue sample ID 90. (E) The presence of mutation T>A in CDS at
position 12272 was found in the MUC16 fragment from tumour sample ID 37. (F) The presence of mutation T>A in CDS at position 12272 was found in the MUC16 fragment from tumour
sample ID 47. (G) The presence of mutation T>A in CDS at position 12272 was found in the MUC16 fragment from margin tissue sample ID 48. (H) The presence of mutation T>A in CDS
at position 12272 was found in the MUC16 fragment from margin tissue sample ID 90. Electropherograms of Sanger sequencing traces were prepared in GeneStudio™ Pro 2.2.0.0 software
(GeneStudio Inc., Suwanee, GA, USA).



Table S1. Accepted and rejected sequencing results.

Tumour samples Margin samples
Patient 1D seunlélr'lcc?ng se]c\l/{gggng 1D seungxfcfiing se];{lgi:fng
1 11 Yes Yes 12 No No
2 15 No Yes 16 Yes Yes
3 25 No No 26 Yes No
4 29 Yes No 30 No Yes
5 33 No Yes 34 Yes No
6 37 Yes Yes 38 No No
7 39 Yes No 40 No No
8 41 No Yes 42 Yes Yes
9 45 Yes No 46 No No
10 47 Yes Yes 48 Yes Yes
11 49 Yes Yes 50 Yes Yes
12 53 Yes No 54 Yes Yes
13 55 Yes No 56 Yes Yes
14 57 Yes Yes 58 Yes Yes
15 61 Yes No 62 Yes Yes
16 63 No Yes 64 Yes Yes
17 79 Yes Yes 80 Yes Yes
18 89 No No 90 Yes Yes

ID - sample identifier



Table S2. Detailed information of investigated MUC6 (ENSG00000184956) mutations.
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ENST00000421673.7:c. ~ ENSP00000406861.2:p. . .
11 G chrll 1018257 A T A544CoA Leul515Ter stop gained HIGH L/ SNV
ENST00000421673.7:c. = ENSP00000406861.2:p. missense deleterious low .
11 G chrll 1018258 C T A543TSA Alal515Thr variant MODERATE A/T SNV confidence (0.04) benign (0.026)
ENST00000421673.7:c. ~ ENSP00000406861.2:p. . "
16 M chrll 1018257 A T A544CoA Leul515Ter stop gained HIGH L/ SNV
ENST00000421673.7:c. ~ ENSP00000406861.2:p. . "
29 G chrll 1018257 A T A544CoA Leul515Ter stop gained HIGH L/ SNV
ENST00000421673.7:c. ~ ENSP00000406861.2:p. . "
34 M chrll 1018257 A T A544CoA Leul515Ter stop gained HIGH L/ SNV
ENST00000421673.7:c. ~ ENSP00000406861.2:p. missense deleterious .
34 M chrll 1018465 T C 433605C Asnl1446Asp variant MODERATE N/D COSV70139063 SNV 0.02) benign (0.019)
ENST00000421673.7:c. ~ ENSP00000406861.2:p. . "
39 G chrll 1018257 A T 4544CoA Leul515Ter stop gained HIGH L/ SNV
ENST00000421673.7:c. ~ ENSP00000406861.2:p.  synonymous
39 © chril 1018322 A © 4479A>C Thr1493%3D variant Low T SNV
ENST00000421673.7:c. =~ ENSP00000406861.2:p. missense tolerated low .
39 G chrll 1018506 C TA 4295CoA Ser1432Asn variant MODERATE S/N SNV confidence (0.14) benign (0.212)
ENST00000421673.7:c. =~ ENSP00000406861.2:p. . "
42 M chrll 1018257 A T A544CoA Leul515Ter stop gained HIGH L/ SNV
. . ; probably
2 M chrll 1018543 A G 0100000216737 ENSFO0000406861.2:;p. - missense -y ionppate R SNV tolerated (0.06) damaging
4258G>C Cys1420Arg variant 0.921)
ENST00000421673.7:c. ~ ENSP00000406861.2:p. missense .
45 G chrl1 1018111 C TA 4690G>A Alal564Thr variant MODERATE A/T SNV tolerated (0.2) benign (0.007)
ENST00000421673.7:c. ~ ENSP00000406861.2:p. . *
45 G chrll 1018257 A T A544CoA Leul515Ter stop gained HIGH L/ SNV
47 G chrll 101843 C T ENSPO0000S0G86T2ip. — missense  y1opERATE B/K SNV
Glul520Lys variant
ENST00000421673.7:c. ~ ENSP00000406861.2:p. . *
47 G chrll 1018257 A T A544CoA Leul515Ter stop gained HIGH L/ SNV
ENST00000421673.7:c. ~ ENSP00000406861.2:p. . *
48 M chrll 1018257 A T A544CoA Leul515Ter stop gained HIGH L/ SNV
ENST00000421673.7:c. ~ ENSP00000406861.2:p. . .
50 M  chrll 1018257 A T A5AACoA Leul515Ter stop gained HIGH L/ SNV
ENST00000421673.7:c. ~ ENSP00000406861.2:p. . .
53 G  chrll 1018257 A T A5AACoA Leul515Ter stop gained HIGH L/ SNV
54 M chrll 1018257 A T ENST00000421673.7:c. ~ ENSP00000406861.2:p. stop gained HIGH L SNV

4544C>A

Leul515Ter
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55 G chrll 1018180 C T ENSTOZggfﬁf%'m ENSPﬁ?:fg:f?i?'zzp' Iifjlzr;ie MODERATE ~ A/T SNV tolerated (0.86)  benign (0.021)
55 G chrll 1018257 A T ENSTOfgffg}fnh' ENSPESSgg‘iggi?'Z:p' stop gained HIGH L/* SNV
56 M chrll 1018381 C T ENSTOff;géifm'h' ENSP{S?S?Z;E?%LZZP' Iifj}iiie MODERATE ~ A/T SNV C;fg;fﬁfel(o&) benign (0)
56 M chrll 1018513 C AT ENSTOZSggifrW&%C' ENSPg?g?Ziggifl'zzp' ni‘/f:liﬁe MODERATE ~ A/S SNV C;ﬁ;ﬁ:ﬁ‘: 1(‘(’)2’1) benign (0.045)
57 G chrll 101857 A T ENSTOfgfféi}f%'m ENSPESEgg‘igi?'zzp' stop gained HIGH L/ SNV
58 M chrll 1018257 A T ENSTOfgfféi}f%'m ENSPESEgg‘igi?'zzp' stop gained HIGH L/ SNV
58 M chrll 1018297 G A ENSTOZSSZﬁ}FWMC' ENSIEZ%%%‘;?,Z@EI'ZP' Syr:/‘:;iy;fus LOW L COSV70138702 SNV
61 G chrll 101857 A T ENSTOfgfféSf%'m ENSPESE(;(S)?E%LZP' stop gained HIGH L/ SNV
@ M s a7 ENSTONOZIZC ENSPOONOSKSSLZR o \opmate L v
64 M chrll 1018257 A T ENSTOfsofféi}f%y‘c' ENSPESE(;(S)?E%LZZP' stop gained HIGH L/ SNV
79 G chrll 1018257 A T ENSTOfsofféi}f%y‘c' ENSPESE(;(S)?E%LZZP' stop gained HIGH L/ SNV
9 M chrll 1018257 A T ENSTOfsofféi}f%y‘c' ENSPESE(;(S)?E%LZZP' stop gained HIGH L/ SNV
W w1 G PSODOGTC BSMGSE e aor e

SAMPLE ID - sample identifier; CHROM - chromosome number; POS - start coordinate of the variant; REF - reference allele; ALT - alternative allele; Consequence - probable effect of this
variant; IMPACT - classification of the severity of this variant consequence; Amino acids - the change in amino acids in the protein coding sequence (reference/alteration); ; Existing variation -
identifier available in database (dbSNP or COSMIC); Variant class Sequence Ontology variant class (single nucleotide variation — SNV, insertion, or deletion). SIFT - Scale Invariant Feature

Transform prediction and score; PolyPhen - Polymorphism Phenotyping v2 prediction and score



Table S3. Detailed information of investigated MUC16 (ENSG00000181143) mutations.
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synonym
11 G Chgrl 8964755 A C,T ENST00000397910.8:c. ~ ENSP00000381008.2: ous LOW A SNV
12015T>G p-Ala4005%3D variant
o o T e a7 OTDY DhMMNG e SO
b o % wa a x OTI miwaah s woomT s s
T Rl ol
R R ol ol
b % e o o POTDIOR BN s WO
b o % o ¢ OTmme siwah we woomT b s
p o % e o PTEDOR S s WO
v o W o ¢ PTG miwaah s woomT e s
R R el
I N e o
I N e G o
v % e s o POTDIOR BN s WO o
o T e o o POTDIOR BN s WO o
o o % maw a o POTDIOR BN s WO o
o o U war a ¢ OoTmR miwahs wlec womT sy
T Rl ol ol
o T e ¢ PTIE B sl woomT sy




o
] ] = o ™ g [-' o0 &
= - 192 3) = O e g .C
& E® O @ B & 2 2 = £L EZ VARIANT
s8 5% g o HoJ o g = Eg =28 SIFT PolyPhen
= £~ =4 < ) 7] 1 vl =" CLASS
& & O T = g 2 < &g
@)
chrl ENST00000397910.8:c.  ENSP00000381008.2:  missense =~ MODERAT deleterious low .
80 M 9 8964498 A T 12272T>A p-Met4091Lys variant E M/K SNV confidence (0) benign (0.028)
chrl ENST00000397910.8:c.  ENSP00000381008.2:  missense =~ MODERAT deleterious low .
%0 M 9 8964498 A 12272T>A p-Met4091Lys variant E M/K SNV confidence (0) benign (0.028)

SAMPLE ID - sample identifier; CHROM - chromosome number; POS - start coordinate of the variant; REF - reference allele; ALT - alternative allele; Consequence - probable effect of this variant; IMPACT - classification
of the severity of this variant consequence; Amino acids - the change in amino acids in the protein coding sequence (reference/alteration); ; Existing variation - identifier available in database (AbSNP or COSMIC); Variant
class Sequence Ontology variant class (single nucleotide variation — SNV, insertion, or deletion). SIFT - Scale Invariant Feature Transform prediction and score; PolyPhen - Polymorphism Phenotyping v2 prediction and

score



