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a3 feel o 2Ae Ful QARG D oY Ageet B W £Ae ATV} F
HlaHtHn=61). ¢ e7hwolme] ti@ e AU A erheolng Azete] Fulsg

S7tweol= AxE fF, F5E £AS RPMI 1640 wiF o= A X3} o
et A YolA (collagenase type 1) bmé Pl 3WF = 37Co|A 30&7F WAl AT, ©
Aol S F3A71aL, 1000rpmol A 58-7F 41822 %

= A5, e SHFE AX Z2HAE 46t 383 dSolA v

BAska, 2mg/mee) 138
% RPMI1640 ZOmEi *E}

[e]
= <
dieste] Al ARAES AeSadnt. H5% A0S RPUII640 H]gel Ineel] ] 6}04 xiu 741T +, BW
daie)stel Ax AAE vhE A et (15u/vell), 249 Eo]Eel] 5 F 37CA 1ARF wiFst
O
AR

ﬂ—l

dck. o] % ubE ujkMl (complete medium)S H7FSaL 37°C CO, <lFHolE oA vjkaldh, wjdde 2-39 7

Aoz AAsH AN,

A7) 9w EM WG S VjEeR AEst, md F(HE 3-49A) G AxEe ool ERIHE A
AT (gefitinib) MFAoz AU, A7) BN wlFe], @ ASEY wFlel 24 o] E 1, % E
20 2472} YR ATt
# 1

Reagent name Final

concentration
ADF (Advanced DMEM/F12, -4TC) up to 50 mL
Antibiotic-Antimycotic (100X, 100ml) 1%
R-spondinl conditioned medium (R-spondin CM, stock : 2 pg/mL) 10%
B-27 supplement (50X -20TC) - B 1%
N-2 supplement (100x, 50ml) 1%
L-glutamine (200Mm, 100ml) 2mM
N-acetyl-1-CYSTEIN (5g, in water) 1.25mM
Human EGF (Hegf STOCK : 10Qug/ml) 50ng/ml
Nicotinamide -Ni (stock IM) 10mM
human Noggin - N (stock con. : 100 ug/mL) 100 ng/mL
Human FGF10 -F (stock 100ug/ml) 100ug/ml
Human HGF (stock 500ug/ml) 50ng/ml
Primocin (antimicrobial agent for primary cells), stock 50mg/ml 100ug/ml
A83-01 stock 0.5mM 0.5 uM
ROCK inhibitor (Y-27632, -20C) (stock con. : 10mM) 10 pM
GlutaMAX supplement (100X, RT) 1X
HEPES buffer solution (IM in H20, 100 mL, -4TC) 2mM

=z 2

Reagent name Final

concentration
ADF (Advanced DMEM/F12, -4C) up to 50 mL
Antibiotic-Antimycotic (100X, 100ml) 1%
R-spondinl conditioned medium (R-spondin CM, stock : 2 pg/mL) 10%
B-27 supplement (50X -20C) - B 1%
N-2 supplement (100x, 50ml) 1%
L-glutamine (200Mm, 100ml) 2mM
N-acetyl-1-CYSTEIN (5g, in water) 1.25mM
Nicotinamide -Ni (stock IM) 10mM
human Noggin - N (stock con. : 100 ug/mL) 100 ng/mL
Gefitinib 10mM 10mM
Human HGF (stock 500ug/ml) 50ng/ml
Primocin (antimicrobial agent for primary cells), stock 50mg/ml 100ug/ml
A83-01 stock 0.5mM 0.5 uM
ROCK inhibitor (Y-27632, -20C) (stock con. : 10mM) 10 pM
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GlutaMAX supplement (100X, RT)

HEPES buffer solution (IM in H20, 100 mL,
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EH7

4.1. SNV/INDEL

Transcript D

DNA Change

AF (%)

Clinical

(exon no.) Protein Change (AIt/Total) Significance
NM_D06218 €113G3A 5.4 ) .
PIK3CA 221 pArE38HIs 10/ 186) missense variant Likety pathogenic
NM_D01374258 e 1BE2A-G 233 missense variant splice +
anar (16/20) pASNGE215er 169/ 167) variant Likely pathogenic
NM _002168 ©120C>T 9.3 :
o2 2/17) p.AlLOAL {258/523) Ryromions sarant Likely benign
NM_006231 CETEEG>A 2.4 :
POLE (48/49) pGly2256Rg [16/664) missense variant Benign/Likely benign
NM_023110 C304G>A 476
FGFR1 (3/18) pVal102ile (241/508) MiSSeNse vaniant Benign
£3370-5_3370-4del :
MM _D04380 = 33.0 splice variant intron
CREROE {17/30) L) (35/108) variant Fenign
NM _0004L3S C6325C>T 50.0 =
NOTCH3 ta_afiﬂp p Arg2108Trp {200/400) Missense vanant Uncertain significance
NM_DODO0S1 C6108T>C LE6L Canflicting interpretations of
i (42/63) p.TYr2036Tyr (B5/183) SYNOTNITIO0S variant pathogenicity
MM _000321 ©.23930G=A 26 Canflicting interpretations of
e (23/27) PArg798GIN (12/465) AT wh it pathogenicity
AF = 2% / DP = 100X
AF: Allele Frequency
OP: Dapth
4.2, Fusion Gene
Fusion Gene Breakpoints Genomic pos. Cytoband PR SR TR AF(%)
No Variant
TR=3
PR: Paired Read
SR: Split Read
TR: Total Read
AF: Alisle Froquency
4.3. Copy Number Alteration (CNA)
Gene Type Locus Copy ratio (log2) Copy Number
RET GAIN 10g11.21 1.38829590857 5

GAIN: Copy Mumber =5
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4.1. SNW/INDEL

Transcript 1D DNA Change AF (%)
Geni Exonic Effect
. {exon no.) Protein Change (Alt/ Total) s
pr— MM _D02168 €120C>T &9 i ——
2717) pAlnGOAL (259/528) bl
NM_02317170 cIDAGA 8.6 :
ol 3/18) pVal102ile (228/675) PSS Cariant
MM _DO0435 CBI2SCT 564
MOTERS 33r33) pATE2109Trp (217/38%) issense vanant
NM_D00057 cB108T>C =% .
R— l&2/63) P Tyr2036Tyr (20224 14) synanymous variant
AF = 2% / DP = 100X
AF: Allele Freguency
O Depth
4.2, Fusion Gena
Ful_lou Gane Braakpoints G-runu_l: po=. Cytoband PR
N Variant
TR=3
PR: Paired Read
SRA: Spilit Read
TH: Total Read
AFi Allele Frequency
4.3. Copy Number Alteration (CNA)
Gene Type Locus Copy ratio (log2)
Mo Variant

GRIN:  Copy Nuimibied = 5
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Clinical
Significance
Likohy benign

Benign

Uncertain significance

Conflicting interpretations of

pathogenicity
SR TR AF(L) 1
Copy Number



EH9

4.1. SNV/INDEL

SIHES

Transcript |D DMNA Change AF (%) Clinical
Gene Exonic Effect
{exon no.} Protein Change {Ait/Total) Significance
NM _0oGLGE € 2329G=A 62 i
ERBE2 (20/27) pAal?77Met (324763} mizsenae vatant Likely pathogenic
NM_002168 ©120C-T 502 .
1DH2 2/11) pAlabaAla {a31/660} SYNONYIMOUS vanant Likely benign
NM_0237110 c304G=A 508 4 X
b {3/18) pMal 1021k (G47¢BEL) e Beigh
NM _00D4A3S €63250>T 511 y
NOTCH3 (33/33) p.ArE2109Trp (2174025} Missense varant Uncertaln significance
NM_001754 £12707T>C 427
BUMNXT fa/g) pSert24Pro (54/150} Missense vanant Uncertain significance
MM _000DS1 CB10ET-C 490 Conflicting interpretations of
Ll (62/63) P TYr2036Tyr (359/733) e el pathogenicity
AF = 2% / DP & 100X
AF: Allale Fraquency
o Ompth
4.2. Fusion Gene
Fusion Gene Breakpoints Genomic pos. Cytoband PR SR TR AF(%)
Mo Variant
TR=3
PR: Paired Read
SR Split Read
: Total Read
AF: Allele Froguency
4.3, Copy Number Alteration (CNA)
Gene Type Locus Copy ratio (log2) Copy Number
Mo Variant

GAIN:  Copy Number z 5
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