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Abstract Background and Aims: Anoikis effector Bcl-2 transcription inhibitor 1 (Bitl) is abnormally expressed
in gastric cancer tissue, the function and mechanism of Bitl in gastric cancer is worth studying. This

study was conducted to further examine the expression of Bitl in gastric cancer tissue, and present a
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preliminary analysis of the effects of Bitl on the biological behavior of gastric cancer cells.

Methods: The expressions of Bitl in the surgical specimens of gastric cancer and corresponding
adjacent tissue from 20 patients with primary gastric cancer were determined by Western blot analysis. In
gastric cancer BGC-803 cells after transfection with Bitl shRNA lentivirus or empty lentivirus vector,
with the untreated wild type BGC-803 cells as blank control, the transfection efficiency and Bitl
silencing effect were validated by immunofluorescence assay, and then, the invasion, migration,
proliferation and apoptosis were Transwell invasion assay, scratch wound assay, CCK-8 assay and
TUNEL staining assay, respectively.

Results: The results of Western blot showed that the expression level of Bitl protein in gastric cancer
tissue was significantly up-regulated compared with corresponding adjacent tissues (P<0.01). The results
of immunofluorescence assay demonstrated the successful transfection and effective Bitl silencing. The
results of series of cellular behavior experiments revealed that the wound-healing rate, number of
invaded cells, and proliferation ability were all significantly decreased, while the number of late
apoptotic cells was significantly increased in BGC-803 cells with Bitl shRNA transfection compared
with blank control cells (all P<0.05); there were no statistical differences in these cellular behavior
parameters between BGC-803 cells transfected with empty vector and blank control cells (all P>0.05).
Conclusion: The expression level of Bitl is up-regulated in gastric cancer, and it is closely related to the
malignant biological behavior of gastric cancer cells, suggesting that Bitl may be a biomarker associated
with the initiation, progression and prognosis as well as a candidate therapeutic target for gastric cancer.
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CLC number: R735.2

=R (gastric carcinoma, GC) JEdti T B &4
b B e
TE T A S R

B T (anoikis) X W
(CA) %3 4 Bk i e A W A+ 1 (Becl-2 inhibitor of transcription 1,
B R A RIS AL, WRILR  C

AT Bel-2 % 55 10
Bitl) #HH
T (RNA 7K fiff il 45 49 B0, #8124 0 IR 35 —(RNA

GNEE 3L, 2018 443K B 8 B A 11 29 24 103 J7 41
o I RE BT IR 10 5.7% , B AR T 2 Sk 78 T3 il
di bt 829, BN, B KA m % M R
%, BAE SR T 30%, it 60% B2
Af 2 2 v I S P ] R RE O BT v TR 9 I AR
PTG 7R 2 2015 4F b [ Rr A IR i M R E R 1 20
392.9 Ji 5, JEEIESET B2 233.8 J1 i, JRAE 2000—
2015 4F, BRI N e, B K IH 2
FETS M SRR, HAE B M E W E A
$347, Lt S0, (Lancet) 4BRIEE A A7
EFME R 5O, TERZBOE R B 5 4
A AR T 30% , H 5 E M H A 5 4R A7 5250 58
68.9% 1 60.3% , 1 GE 5 W [ P 5 i A 1S A5 G .
PR, e 00 O R 3R X R A TS o A
L, FRBNBEAYREY, - PHRRHE
SrFHLE, R RS A B

JK f# Wl 2 (peptidyl-tRNA hydrolase 2, PTRH2), H:
FEDR G it 179 AR BT, aladE i R I Bel-2 ik
R HEAR caspase MO B AL P8 T DI RESY, 5 A iR & A
K. CAWFIEIE o S 2 4 00 A0 B E Bitd 1E 1
HEHALPMRE, MR E AL AR R A
ZUh Rk B E R, o Bil i RES 5 B it
Ji&, Bitl 7£ B ¥t Dy g B A FIHL 6 AE SC I 58 (5 15 4%
WP AR 5 T S A T S e A i A S o
21 Bit £ 17K P B HL R GR 1 00, ULEE 1 1l 15 9 4
Jifl BGC-803 PN Ui P Bitl % ik J5 40 A % Pk 3% A AR
1t , Fﬁ&ﬂﬁaﬁ%mi%MﬁﬁFE%@
W, A Bitl JiCh B R E 2 W S AR AR ) 2
e o S

http://www.zpwz.net



B4l

REM,F Bl 2 XA R T IAEGT RO RARLENFhi 483

1 #MREFE

1.1 #RASRIR

4 2018 4F 6 H —2020 4F 6 A 1L = 2 2% B bt
J& R FIEE B 20 1) )i vk R R (P RET R R
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Cocktail (CST, #5871); RIPA Buffer (CST, #
9806) ; BCA ik # &  (Thermo
PL212739) ; B -actin  (13E5) ;  Anti-PTRH2
PEPTIDYL-TRNA HYDROLASE antibody ~ ( Abcam,
ab36990) ; Rabbit mAb (CST, #4970) ; Goat Anti-
Rabbit IgG H&L (HRP) (Abcam, ab97051); %% %
2 (Amresco, FEHEH); FH B Z& (BBI Life Sciences,
FE F¥) s FBS (Gibeo, ZEE); L-4% % Bk
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) ; Hepes (Solarbio, Ht [ db 57 ) 5 12 %5 5 .
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s (lhwife THBRAR, T E L#E); DAPI
(Vector, PHIET )5 0.1% %5 i 48 /K VE W (Solarbio,
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TUNEL i{5fl & (Roche, %it) .
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1.3.1 Western blot #@ & % & & 21 42 Bitl & § & &
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R SR RS, AR E L, KR
UEBE M, R BCA %t fT vk W 2 . W
10%SDS-PAGE Hi ¥k 4 25, K 8 (1 % B %] 0.22 pm
PVDF [, 5% fii fig 25 5 % i 354 P41 2 h 5 5% % 28 40
—4i (B-actin 1:2 000, Bitl 1:500) . —#i (Goat
Anti-Rabbit IgG H&L 1: 10 000) B & , ECL &kt
B, L B-actin KX BEFEFTE % BEAE 04T o
1.3.2 @isabiZmatd K EEMEBCC-803
Gy RS AN RRAL CEFAEAIANAG) . A kAl (B
M2 TR 244K ) . Bitl shRNALZH (%% 7% Bitl shRNA1
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A AR (HE 2 254 . hU6-MCS-Ubiquitin-EGFP-
pGV248/
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M Fl A 2 90% L F, 200 WL 6 Sk 3 T 6 FL M
HERELRIR, PBS 28 vh i o VB L 7% A0 ML, I ATE
M5 B FR Ak 2235 5% . A SIAERIIR S 0. 24, 48 h,
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1.3.6 @A 3g 7h 475 28 (CCK-8 %) 96 FLAR 4 fL
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Figure 1 Expressions of Bitl protein detected by Western blot

20 fil il IR e B 3 4H 21 Western blot 25 5 g 7R
B Bitl A RBKFEHE & FRESHH
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A: Expressions of Bitl protein in gastric cancer and

corresponding adjacent tissues from 20 gastric cancer patients; B—C: Relative expression levels of Bitl protein in gastric

cancer and corresponding adjacent tissues
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Figure 2 Immunofluorescence staining assay
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(x100); B: Bitl JLERECRASI (<1 000)

A: Transfection efficiency determination (x100); B: Silencing effect detection

349%, =5 # K 4 35.4%, Bitl shRNAL 4 23.9%,
Bitl shRNA2 41 24.3% ., 525 H X M4 L, Bitl
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Figure 3 Migration ability of each group of BGC-803 cells measured by scratch wound assay

2.3.2 x ® & M JL BGC-803 12 & i 1 &9 FH w
Transwell 52 55 43 BT AS [A] Bitl 3 ik 7K °F- XF BGC-803 4l
Wiz 2ERe g . 2R ER, 52 X M4k
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R L o Ot
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052, S R "i’.{_. ; =

AR AL T W W g
9 e

it] shRNATZH
g

&%

<2 SR S

%%, Bitl shRNAT 41 . Bitl shRNA2 21 13 72 40 ff % =
B> (2 P<0.01), 148 3R AR 4 1R 28 41 B 5
T EZER (P0.05) (K4),

] 4 Transwell SLIG #6242 BGC-803 ZRAARI{E 22 6E S

Figure 4 Invasion ability of each group of BGC-803 cells determined by Transwell assay

2.3.3 s HEmARIG AL A 0% h CCK-8 15 K il
BGC-803 4RI G BEJ5 0, 12, 24, 36, 48, 60, 72 h
S5 T A I B) A A S T, A A AN ] Bitl kK F
XF 8 i 40 M B GE BE T RS2 R AR O B E R A A
PR, £ B s R AR BRI A G A th . S H
X BB 2 [k %%, Bitl shRNAT 2H . Bitl shRNA2 4
36. 48. 60 5% 72 h 45 4 A4~ [a] £ 20 M ' B (R B G
TR (33P<0.001), 25 458 14 21 45 1] [R] 5 40 i WO
AT B 25 (¥P>0.05) (E5),

2.3.4 I F % 4 BGC-803 A T # % TUNEL ¥
b B 98 A0 BGC-803, 6 3L R A B BT AR K
AR R T A MR (SREDO0), AT A [ Bitl
23 15K -t 1 9 4 D BGC-803 YA T RE S1 15 . 4%
REW, S [0 EA KK, Bitl shRNAL 41 |
Bitl shRNA2 41 B 3 0 T 4 B %k & 35 B 2 3% Jn
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(¥ P<0.01) , a5 48 44 2H i 391 08 1= 40 i %k k= JC
BES (P0.05) (K6),

— OSSR YL
iRl
—A—Bitl shRNA14]
——Bitl shRNA24{

5 CCK-83%#i&4H BGC-803 4R AIIETETE /1
Figure 5 Proliferation ability of each group of BGC-803
cells analyzed by CCK-8 assay
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Figure 6 Apoptosis in each group of BGC-803 cells examined by TUNEL staining assay
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E RS, SO H S E, Bitl 7 BRI
it 98 A5 20 U AR IR N Binl 7R DR Bl . B
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5OE PR EMT BERE , e 9 8 98 B R A S B R
PR, 28 35 #E DU Bitl W] BB 2o 52 e EMT 3 72 A T
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