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Abstract (limited to 4000 words):

Gastric stump carcinoma (GSC) threatens the health of the patients due to low
resectability rates and poor prognosis. Enterogastric reflux is an important
factor contributing to the carcinogenesis in the gastric stump.Many
experiments have implicated trypsin, the component of the reflux juice, in
gastric carcinogenesis. Trypsin is a specific activator of protease activated
receptor—2 (PAR2), which is widely expressed in the digestive tract mucosa and
involved in inflammation regulation and the pathological process of tumor
formation. In our previous work, we found that PAR2 was highly expressed in
tissues of remnant stomach, so we hypothesized that PAR2 was closely related
to the process of carcinogenesis in GSC. At present, it is extremely difficult
to dynamically monitor the occurrence and development of GSC and to obtain
clinical samples at different stages.The mouse is the optimum model animal for
functional genomic studies, but it is difficult to establish the operation of
gastrointestinal anastomosis in mice. Our group is the first to establish the
mouse model, which is of great significance in the study of GSC associated
with enterogastric reflux.On the basis of the mouse model, we will exlopre the
role of trypsin/PAR2 signaling pathway in GSC by blocking trypsin/PAR2
signaling pathway in diffrent means and using PAR2 specific inhibitor GB88, to
explore its application in the prevention of GSC. This project is expected to
initially clarify the mechanism of GSC induced by enterogastric reflux, which
will be of great significance to the pathogenesis, prevention and precision
therapy of GSC.

Keywords: Protease—activated receptor—2; Gastric stump
carcinoma; Enterogastric reflux
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— M3 kit 4188 5T
1 A5 5TEWERA: &1 170 AT
a. BEfEME: PEPEECIFEEL, 300 JuAf>G i CH TR O
d. Pifk: beta-actin (Sigma): 3400 Jo/37x1 3
PAR2 (Santa Cruz): 2200 JG/3ZxL 3¢

tryptase (abcam): 4400 Jo/3Z X1 3¢

2 DNA. RNA #EAALRN LA &: &t 2.60 Gt

a. RNAlater: 4000 st/ >3

b. RNA 2GR (Trizol): 1200 7t/100mi>5 Jif

c. FE[AZH DNA 4ifl il & . 300 o/ &

d. FR/NRIRF & (Axygen): 120 o/ <10 4

e. 1130 DNA BRI & (Axygen): 300 Jo/Kit>3Kit

f. DEPC-treated water (amresco) 1000 7t/1000mlI/iff X 5 Jf

3 WEFEME: Fit 1.935 /5T

a. RNA 4iiftif5f & (thermo fisher) : 850 Ju/kit X5 4™ kit

b. mMRNA i #3587 & (Thermo science) : 8700 st/kit<L 4~ kit
c. microRNA ¥ #5%1875 & (Takara) : 6400 jo/kit=<l 4™ kit
4 Real-time PCR &5 & ##: &1 2.60 At

a. SYBR Premix Ex Taq Il (2x) (Takara): 500 yt/></H>20 #ix
b. Real-time PCR H 8 l(H & /5% (Bio-Rad): 200 Ju/Hk =40 1)

c. miRNA real time PCR 5|#7: 400 75/200ul/%: K X 20 4~ miRNA

GE# (AR EARFELTEATMERRH WA FOER, NETECHWEE A @A E b ka4 1EH 54
BHe. BN=107 Tt & FE N B #THERA, TREFEFWHET.)

anti-mouse 1gG, HRP-linked antibody (CST): 2000 Jt/><l 3¢
anti-rabbit IgG, HRP-linked antibody (CST): 2000 JG/<1L ¢

anti-goat IgG, HRP-linked antibody (Santa Cruz): 1500 Jt/37>1 32
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5 HHuFGAR KRG At 2744 FiTT
a. lipofectamine 2000: 2775 76/0.75ml/3Z 1 3%
b. G418 (life science): 3085 JG/5g/37 1 3¢
c. MEMSEER: 3095 Jt/10mIxL 37
d. siRNA (FFM5HL) 11600 JO/HE A X5 A
e. Gab2/MET &5 H: Rl il B ik : 5000 Jo/2 Al X 1 A HE ]
f. miRNA mimic (J7H 8L = 600 Jt/5nmol/SZ /%K X 5 AN
g. miRNA inhibitor (] MIBi) : 497 Jo/5Snmol/SZ/3E R X 5 N[
6 AT PR &t 3.272 It
a. @k Fa4FEIIE 6000 o/ (GEMIND , 297 2 Jifi.
b. Z4fEE; R PBS, 60 Jo/500mlffi, £175 50 .
c. BEBEFIHEREE K 200 75/100ml 475 20 .
d. B-27 Serum-Free Supplement  (thermo fisher) 1303 Jt/10ml/3Z X5 3¢
e. PARANER ] F L 4F4E % (sigma) 1600 J6/250g/ X 1 i
f. “HH% A7 DMSO (sigma) 1580 Jt/50ml/ X 2 ¥
g. enzyme-free ZHIJi0Ji41L ¥ (thermo fisher) 489 JG/100mI/f X 5 Jf
7 BARRB K WB HXRAF: 1.80 T
a. MIRLLE Qe (EFI5E): 150 Ju/100mI/Hi >4 i
b. RIPA 2 : 300 JC/100mIAf>6 Il
c. HEAMEHNHIF (Roche, 7£ CO-IP 5246 A & AD: 3100 Jo/&xl &
d. ECL b2 R iR & (Pierce): 564 Jt/50mI>6 &
e. NC fi5 (Millipore): 2000 JG/30 K/ X1 %5
f. watman JE4%: 600 Jo/&>3 &
g. &M marker (Bio-Rad) 950 yt/0.5ml/3Z X2 37
h. 40% %K N IERE (B4R T 250 J6/500mIffE X 3 il
i AREREE (sigma) 940 JG/100g/3H X 2 Jf
j. BCA T wEitflaE CGEFISE): 330 J6/500 IR Mi/kit>s 4 kit
8 ABEHAMREN: &1 171 AT
B AL (Dako): 1200 JT/Kit/50 > A kit
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b AR (hAZ2EA4) 150 Jo/20mI/Jif X 5 Jif
cARIEMR 5 (P2 3800 Ju/55mi/if X 2 )il
d.DAB A (HFAZEH): 90 Ju/iml/kitX 10 4 kit
e AT (FA24EM) 150 Ju/100mIffE X 10 i
fHOMR (P28 70 J6/100mIffE X 5 i
9 SEWA/NRAIWSEMESR: &7 16.15 5T
a. C57 /Nl T b 4l @ L SL I S BRI A7), 18-20g, 100 7o/ X90 H . PAR-2 i
/B 10000 JeiEXT, ML 15 % E5E, JLFE 90 K.
b. ZhWiFE%e: 2 Ju/s RIZEIR, &1t 2520 oG
5 R/, ~FHSL W0y 5 A, 180 R pmi 36 7, 2 ju/5 H/IJEIR X 36 FEX5XT K
10 SEWEAFEM: & 4.869 FITT
HTEEOE (E7/7), Wk (Axygen), PCRE (Axygen), — Xkt 0.22um £1:kJERs, F£&,
B, e, IR, fLIR, HAAE%.

0.5ml .04 ([H77): 1000 75/10000 M4E X 1 48

RNase free 10 u | 73k (Axygen): 30 JG/96 M5 X 20 f
RNase free 200 1 1l W3k (Axygen): 30 JB/96 M X 20 &

RNase free 1000 u | W3k (Axygen): 40 JT/96 M X 22 &
RNase free 1.5ml &0 (Axygen): 100 Ju/500 M & X5 &
0.2ml PCR & (Axygen): 250 /1000 NM& X4 &

— UMEAESLUE RS, 0.22 um (Sartorius): 250 JG/50 AN X 4 £

— MRS IRK A £ 600 JG/1000 XF/20 /4 X 2 44

— USRI T 20 76/100 H /AL X 45 4

@Sk (sorenson): 0.1-10ul, 5000 4M/4H, 600 JG/4E>R2 44
AL (sorenson): 2-200ul, 5000 4M/4H, 600 JG/4H >R 44
Wk (sorenson): 100-1000ul, 5000 /M4#, 800 JT/4fi>R
By (E/F=: 50 Fr/g, 30 Ju/&>100 &

BD Falcon 5ml #i‘&, 600 ju/fi, 275 344

BD Falcon 10ml #3% %, 600 yu/4d, 297 544

Corning  25cm2 £537#5f, 100 ANMAH. 900 Jo/fh, 47 2 448

I
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Eppondorf  75cm2 15373, 80 /MAH. 900 jo/4h, 47 344
TPP 60mm R4 3710, 500 /M4H, 900 7o/4h, 21 2 44
BD Falcon 100mm #%57%10L, 200 4M4H, 600 Jo/f, 297 5 #8
BD Falcon 50ml .02, 500 /™44, 845 Ju/4f, 417 54
BD Falcon 15ml &5.0:%, 500 /M4, 845 Ju/ff, £97% 5#
Corning 6 L&, 50 /M4H, 550 Ju/4f, #7544
NEST 24 fLiR, 50 ~/4f, 550 Ju/ff, £I7% 344
NEST 96 fLtk, 50 M/4§, 620 Ju/4f, £J7% 344
15ml FRAEE (7=, AEBUEIRFEAS R PIREAR): 200 J6/500 4M/6L X 10 4
YA 7] (TPP) 150 AM4H, 3200 Jo/fd, 207 144
11 5 & PCR AR 50 Jo/ik>200 X &+ 1.00 i 76
S S 9 PCR ACAAR ST A0 SIS B AU AT, HH T 9ORRIRAF7E IEH e, 5 08 A 75 44 ah
50 oA FH ¥, BT ATEPE KEFEATERIE, 5EWHEH 200 &, 5 HFH 4 k.
12 B dt e RAHE: 100 o/ X 150 ik 5+ A3 1.50 Ao
TR AR A A A O SEBG A, A — TR L) A FH T4kl 100 SR %R, B TA K
EREATEIE, 5 FET-E#Y T 150 7.

= ERISWUEREEERRS: A1 2.00 55T

=. RS BAERR/ AR E S % &1 3.00 it
1 [Efr SCISCREITIE R 3R BRI 2% 2 8000 i, KK 3 /i3, 2k 24000 jT

2 DA SO R BRI SR H 3000 , AFE 2 BieSC, 36000 Jo

W, %% it 512 /57T
FERCBR FLAE M AESE #h B

w7 1000 o/ AN/ >32 H 3% 32000 T

LR LA 2 N, AR T ZRE Y SCIAR R @57, RNAL 8 B A5/
BRR A HH A S R R (e LA J 8 8 B PCR) S5 LI 7t ) C R R 5 55 TAE, B ABER
I TAERA Y 4 A H, RSN EDY 4 45, 3532 M H, $&k H 1000 7o KTl

1007
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i+ A 600 S/ AN/H>32 H 3 19200 JT

T THEWAI-LRFFRAE 2 N, FAShRAIICE. &R B RNA. AR SRR .
HIREE TR, FNGENER TERTENY 4N, RN 4 8, £3240H, #%48H 600 ik
T

WEH 15T N7 BHIFERT T2 5 W 35 BT T

7
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