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New classification of TP53 mutation status and
development of TP53 targeted treatment
in esophageal squamous cell carcinoma
(RERYLEBIZBIT 28 LWIPSTERBX S L
TPSZERITEIR DB FE)
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[Fx]
TP53 137/ AOFiEEM E SN by | EREICEIT 2 & bHEEL driver mutation
D—2>Th D, KEZ%H LM Aurora kinase inhibitor X° WEE1 inhibitor 72 & BRI
DT TN DD, AREENEEREA STV DRERTEREIIFE LV, B B
J# (ESCC) (238 W THEEE O i WA B s F A RIS EE T Z<OBFEDAY v b
L7V 9D, —J5, BWIRERTCIE TP53 288 status IT XY pb3 ¥ L /NI BLN R 5
ZEIFTEL<MmENTIY, ESCCIZHBIT DFhAx DIATHIZET S TP53 285 status (2K Y
mRNA FEEL &8 B2 Dm0 o o Tz,

(B8]
ESCC IZ351F % TP53 254 status DERKRMIER ZH ML, E R status I[Z X DHERED
@R & S A~ — T — & LCORRELTH,

(7]

INIPSE Rl AN %15

M T T2 a7 L7z ESCC A 80 Bl &t g & Uiz, FANMRDIEEHAME, EH K L
D BFEEARZ BRI L, NEEHARR O BHEIE AN S DNA Al (DNeasy Blood & Tissue
Kit , Qiagen, Hilden, Germany / QIAcube, Qiagen). FEMERHARIS I OVUEHMLEE O HHE
FEA X D RNA ZHiiH L7~ (miRNeasy Mini Kit , Qiagen / QIAcube, Qiagen),
2. next—generation sequencing; NGS % FJ\ 7= TP53 ig{n 125 B MM
J71E 1. THEIE L 72 DNA o TP53 ik PCR #§iE L (Ton AmpliSeq TP53 Panel, Thermo
Fisher Scientific), 7 # 7% —f¥ L O N—a— REFIOFM, T4 77V —Dk
#A 47 -7~ (Ton AmpliSeq Library Kit Plus, Thermo Fisher Scientific / FuPa

reagent, Thermo Fisher Scientific / Ion Xpress Barcode Adapters Thermo Fisher
Scientific / Agencourt AMPure XP reagents, Beckman Coulter, Brea, CA, USA),

HRDTAT TV —REZER PR ICEVHEIL (Ton Library Quantitation Kit,
Thermo Fisher Scientific). #EFE% 10pM IZFH#E L7, 23 T Emulsion PCR, ¥72
HH MK emulsion NTO PR ICEY 747 F U —DNA Z#iiE L 7= (Ion OneTouch
System and Ton PGM Hi-Q View OT2 kit 200 , Thermo Fisher Scientific), 7+ 7 L
— MG Ton Sphere Particles @ enrich 17V (Ion OneTouch ES system, Thermo
Fisher Scientific)., Ion 318 Chip v2 (Thermo Fisher Scientific) lZwu—F 4 &
L7-. Ion PGM system #J W Ion PGM Hi-Q View Sequencing kit (Thermo Fisher
Scientific) #HWTY—r v v 7 %4757z, Torrent Server ko) Torrent Suite
software program T7 —#% OILEL L, Raw signal data |% Torrent Suite, version
5.14 (Thermo Fisher Scientific)(Z & Y fi#HT L7, EC#lZ human genome 19 reference



(hgl9) #B 1L, 7 /7 —3 3% JTon Reporter Server System (Thermo Fisher
Scientific)IZ & VIT-o 7=, i &7 TPE3 RO T L AVBHEIZSOW T IERMER 7 1 v
FEHIH L& ZA7 VVBERE 126K IEEZ K-> T p EEZ BN D, T
JVBERE 12%8L E2yo B AR 1T — X ~_X—A D COSMIC F 7= 1% ClinVar |23\ T Pathogenic
F 721X Likely pathogenic & SN TWAHZEE A TPH3 B L EF&K LT,

3. reverse transcription PCR; RT-PCR IZ K % TP53 RNA Z8EL =fEMT

J515 1. CHli L7= RNA 1000ng % cDNA [Zi07#i55 L7z (High Capacity RNA-to—cDNA Kit,
Applied Biosystems, Waltham, MA, USA) , p53 @ primer & L T 5 -
GTTCCGAGAGCTGAATGAGG-3" (forward) 33 L T8 5° ~CTGAGTCAGGCCCTTCTGTC-3" (reverse)
% . GAPDH @ primer & L T 5  -ACCACAGTCCATGCCATCAC-3’ (forward) 3 L% 5’ -
TCCACCACCCTGTTGCTGTA-3" (reverse) & Z 4L E 4L 72 (Eurofins Genomics Co., Ltd,
Tokyo, Japan), 10uL @ TaKaRa TB Green Fast qPCR Mix (Takara Bio Inc., Shiga,
Japan), 0.5uL 4% @ primer, 1uL @ cDNA template, 7 uL @ RNase free water %
AL, 95°C 30 PORY A Z—BHHRKILDODE, 95C 5, 60°C 10 % 40cycles
FTUN cDNA HEE 24T > 7=, RNA 3881 8:1% GAPDH T normalize L. FEMGMAE. 1EFHHHRD
ACtEDZEND | FEEH D RNA JBL& 2 F M Lz,

4. Immunohistochemistry; THC T % pb3 & v /37 JEHMRAT

FHHEAR D FFPE I J & 0 IEB O RIER % 4 um (28] L, peroxidase—antiperoxidase
complex £ THEMMILFYEEITo7-, 1 RHA L LT Anti-mouse pb3 (DO-7)
monoclonal antibody (1:200; sc—47698; Santa Cruz Biotechnology, Inc., CA, USA)
. 2P L LT anti—mouse/rabbit antibody (EnVision/HRP, anti-mouse/rabbit,
K5007; DAKO Japan, Tokyo, Japan) % U 7=,

5. RNA & & L O THC status D53FH

IHC status |% negative 36 X OMINZVEICEGMEMIAZ R 5 & D4 THC Low, NEAME
TATELR DGR 238D 5 & D% THC High & EFE L7=, RNA BIEIIHEIE L O
JRIEAZ DN T T2 Tl ROC HifR 2 i U Chgiil cut—of f fE4 3% & L. RNA High & Low
\Z53¥E L7z, IHC Low E£721% RNA Low % TP53 Low, % Mftho> IHC High 7> RNA High %
TP53 High & EFE L7=,

6. Cell viability assay

TP53 S $72 % ESCC Mk & TP53 AEAYIK (APR-246: 25 L p53 % FIE AL,
Kevetrin:p53 OHREIEME(LRE Z JuiE) 2 VN T cell viability assay Z{T\>, TP53 f&
iR O AIRENE 2 T L7, TEL, TE4, TES, TE9, TE11 33 XX TE14 (Riken Bioresource
Center Cell Bank, Tsukuba, Japan). KYSE410 33 J TN KYSE960 (Japanese Cancer




Research Resources Bank, Osaka, Japan) %z 96-well 7’ L — k EIZ3X10° cells/100 u L
T seed L., 37°C 5%C0. T 24 Fefijis#t&. APR-246 (0.5, 1, 5, 10, 25, 50 or
100 g mol/L) F7-1% Kevetrin (0.003, 0.01, 0.03, 0.1, 0.3, 1 or 3mmol/L)Z#INL
A8 W58 L7~ Cell Counting Kit—-8 (DOJINDO LABORATORIES, Kumamoto, Japan)
B L O xMark™ Microplate Absorbance Spectrophotometer (Bio—Rad Laboratories,
Inc., Hercules, California, USA) ZHWTHEERIE L., MlAEGFRAE2R LT,
7. MLaERIEEAT
JMP Pro 14 software program (SAS Institute Inc., Cary, North Carolina, USA) %
FIWT, TP53 ZE S L RNA F8BL &, IHC status & OFABE, Flo FHROMRHEITo7,

[RER]
TP53 2513 62 1] (77. 5%) 1258 H 4L, wild—type/ missense/ synonymous/ nonsense/
splice-site/ indel 23 EALEI 18/47/2/9/7/9 Bl L 5&7p2 A5 status @iz, HEK
LEAETTRERNT 12 B Th o7, TPH3 BRI L AR A 5 & A& RITEAE
RTHBEICHETED M < (eT: p=0.0123, cStage: p=0.0146), TARIZEZRBOMRN >
77o —J7. missense ZHEOHFCTHEHEE DE U hotspot ZZH | non—hotspot ZZ5 L b
WLABICTERARTH o7 (0S, 5AEAEFFE33.3% vs 64.4%, p=0.0065, log-rank
test), D OWTEARR JOMEEE R 2R L CTigtd 5 &, TP53 High X missense
BHRCHETHY . nonsense/splice—site/indel ZXF % TP53 Low D45 %< L, TP53
High |3 TP53 Low & Fle LARIC TR BRAF CTh o7 (DSS, 5 LA 92. 3% vs 56. 6%,
p=0. 0386, log-rank test), F7z, APR-246 [Xmissense ZEAH T HMakkIcxt LA
ECHETEINEI R AR U722 (p=0. 0304, Wilcoxon rank sum test). Kevetrin Tl
R FEFEAN N RACA AT b e o T,

[Eam]
ESCC IZF\ T TP53 missense hotspot ZEFUL TR AR S TH -7, hotspot Z85IF
DNA FEE RAA V COERTHY . non—hotspot ZH L [k L CH L iR EIEME L RE
RO ZENBEINTND, —J5. TP53 High I3 1% BAF T missense Z DN
o712, THC & RT-PCR I3 TP53 28545 L UMKREARMT, & 5113 APR-246 FERYTRMRBEA
HEGEPO—I & 72D —T5, TR DNA ZBRES ORI RPN LE L B2 bl




