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Effect of RNA Interference Targeting Egr-1 Inhibite Tetrandrine-Induced
Autophagy and Apoptosis of Pancreatic PaTu8988 Cells in vitro

Peng Wanxin',WanYanya?®,Ge Lu',Jin Jie',Gong Aihua', Wu Chaoyang®

(1. Department of Biology , School of Medicine , Jiangsu University, Zhenjiang 212013, China)
(2.Department of Radiation Oncology , Affiliated People’s Hospital, Jiangsu University , Zhenjiang 212013, China)

Abstract: Human pancreatic cancer cells PaTu8988 were transfected with siRNA-Scramble and siRNA-Egr-1 for 24 h
respectively, then treated with tetrandrine for another 24 h. Treated by different concentration of tetrandrine , the cytotox-
ic effect of tetrandrine was examined by CCK-8, and expression of autophagy-related protein were detected by Western
blot. The expression of cell autophagy- and apoptosis-related protein were detected by Western blot. All of the results in-
dicated that comparing with control group, siEgr-1 significantly attenuates tetrandrine-induced autophagy and promotes
the apoptosis of PaTu8988 cells.
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1 MeHSI5ik
1.1 &
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N 365 A B PaTu8988 I H 52 [F] ATCC; B ) H 24 H Sigma (T2695)75 H) ; CCK-8 114 | Promega
5] IR (DMSO) I H Amresco 28 7 5 AT A il 8 HPUIRIG B Bioworld ; FRPTA Bel-2 \Bax $iti&
W4 H Santa Cruz 23 7] s HRP AR 1C BIPT BRAIBL e i — 500 B B RLA W . DMEM, i 4= 1M B IR B4 Lipo-
fectamine 2000 #5450 ¥4 H Invitrogen 23 A .
1.1.2 Z&MNE

SW-CJ-1CU B LT A6 TAE 5 1 8 75 M i b B4 A BR 23 7] 5 Western-blot FLUKAX  HL UK RE 5% 5
RN USIER(SER/ACIR
1.2 KWHE
1.2.1 mfaiEi

N IR 210 i PaTu8988 FH 2 109 i 4 1L 775 1Y) DMEM 15 35 7% , & 37 °C 5% CO.JEF- 40 15 3%, R 4 g
AL TR B A I I A [) A B 2 A TS
1.2.2 siRNA #%3

PO H50A= A 09 %) 248 7 s 42 BRG] 156 B 584 , SR IR P24 Lipofectamine 2000 4% 44544 Scramble-
siRNA (57 -UUC UCC GAA CGU GUC ACG UTT-3") #ll Egr-1-siRNA (5”-GCA UAC CAA GAU CCA CUU
GCC GUU-3") 43l kst 55 YL A i , 48 h J5 Western blot A TR .
123 tmfa3g s 5 i

PaTu8988 4 ifi %% Yt siScramble Fl siEgr-1 24 h & , LA 4x10*4~/ml % 3200 F 96 FLAR (100 wl/AL) , 2350 Hn
A [EIE IR C 1 2 (1 pg/mL, 2 pg/mL, 2.5 pg/mL, 5 pe/mL) , LA 0.1%DMSO F 1 55 6 BR2H
T B35 6 N2 AL A0 FE 24 W), B LI 20 wl CCK-8 4R ZEMF & 2 h, 2 - 955535 , 76 B IR S B2 A1 1 490 nm
A0 4 AL G BE (OD) 1A
1.2.4 Western blot

RIPA 24 vk 22 AN TRl Ab FRAT A0 G, e B B A 1. B 50 e B8 AT SDS-PAGE BE i HLTK , M2 4%
B PVDF IR b, 5% RS Wk 76 25 06 R BT 1 h, TBST %634 1 Y5 il A—$t (Bel-2 . Bax DA 1:500 Fi B,
a-tubulin P 1:2 000 7 B ) ,4 CHF & 34, TBST VR 3 S5 I A HRPARICAY —H1(1:10 000 F ) , il T
WFE 1 h , B TBST VR 3 WK JG , k24 & i) s BEPE 257, RS b, A SC 0 F AT 31K
1.2.5 %it 3o

PR SRR 25 T A 3 UK, FH SPSS 17.0 A AT e it 24 24, TR BRI 28 5 2240 i kdle L P<0.05 25
SHEAGEE L.
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21 AERERIXECHRIRIRE ML PaTu8988 185 5 | |
BE S HI B 3

TR A BE B O 2 (1 pg/ml, 4 pg/mL, 8 wg/mL, % 0.5
20 pg/mL) kb B PaTu8988 21l 24 h, CCK-8 KoM 41 Wbt
O AN B (&), D85 C R PaTu8988 4 i 1 4 1) 0.0 -
5L S ) e BE AR, ARGV B A VLB 8 25 X PaTu8988 4 ity 1. DMSO 452, 2.1 pe/mL 3L © F 2 4b B2 5
FABEAMHIE A 52 (p>0.05). 3.4 pg/mL LT 2 R AL HA] ;4. 8 pg/mL P2

22 Z:EWEE/\]iXIZ};Eqa%xq.%ﬂ%ﬁzmﬂﬁparrusggg Euﬁ\ FHRALFRAL ;5. 20 pe/mLIX B FF AL FRAL
T H 20 Bl REREXE SRR PaTu8988 4B HE5E AT 00
o yso

Fig.1 Effect of different concentration of tetrandrine
N Stk B BT [
TEWUA R FE LB 2R (1 pg/mL,4 pg/mL,8 "Lg/mL) on PaTu8988 cell proliferation
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Wil , Western blot 46 ] Egr-1 AR IBAKFE AL 4550 0 F LC3I
(3, ST A, T8 T Egr-1 4140 — — — - | 1.c31
(Y Egr-1 26 15 7K ¥ BA 2 FRAIG , 15 B 47 57 1k Egr-1-siRNA fi
AN PaTu8988 4 il Egr-1 AU FRIA .
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PaTu8988 4 Jifl % Yt siScramble Fl siEgr-1 24 h J5 , 4% 1-DMSOZL:2 1 pg/mbL 0B O RALAL:3. 4 pg/ml.
BUTEL B 2 AR FRAT 24 h s, COK-8 Ao MM A7 1% . 45 AR AE

HIET ARG
R (E4), 5XFRAML, T E/8 Egr-1 AE i 2 4 = LTS Fig.2 Effect of different concentration of tetrandrine

[ Eﬁ ?Xﬂ“ PaTu8988 éﬂf] ﬂ@ E‘Ji ?Eﬁﬂ ﬂ?” ’ﬁzﬁﬁ , EI:ZEJ'E%{X Bjj [ Eﬁ ? on cell autophagy and apoptosis
AT .
1.5 o blank

o siScramble

—— e — o siEgr-1
e 1.0+ *
e

051
0
1 2 3
1 2 1. DMSO;2. #¢ siScramble; 3.8 wg/mL I i £ F Z AL FE . p<0.05
1.5t sSiRNA-scramble;; 2. 5 4% siRNA-Egr-1 B4 L siRNA-Egr-112 35X RES I EEmAT
3 FHSiRNA-Egr-13f Egr-1 E AR TR Fig.4 Knockdown of Egr-1 promotes tetrandrine-induced
Fig.3 Effect of siRNA-Egr-1 on Egr-1 protein expression cell apoptosis

2.5 T Egr-1 #1H1XFA 2 BB R 51 2R PaTu8988 4h Al B Mk
PaTu8988 il i3 4% 4 siScramble Fl siEgr-1 24 h J5 , 8 wg/mLIX B & H RACHLAN I, 24 h )5, 2@ 4n i,

Western blot K il [ W AH 56 85 FH 3k K 1928 4k —
gh LN | 55U siScramble P X BEZH #H [t , %5 Yy Beclin-1
sikgr-1 2 B8 0 2 WK I B 0 B %= 51 A2 1Y Beclin-1

FEIE VR BEAR LC3T/LC3T 4 FLARL, S0 2 0 4 4
i i
2.6 T Egr-1123 P2 BHE5| A PaTu8988

1 2

HAEIE T

PaTu8988 il it #% Y siScramble Fl siEgr-1 24 h
J&5 .8 pg/mL BB O R AL BEAN A, 24 h /5, 2%
M, Western blot & Il 8 T AH OC 8 11 2R 35 7KF- 19

B-tubulin

1% Y siRNA-scramble-+7 B 0 FH 28 5 2. 4% Y siRNA-Egr-1+

Al . g BRI 5 % UL siScramble 1 X 18 20 AH T E S

b, 5% Ut siBer-1 21 BB o 3% I 9 Bax 19 323, [l ) B5 T Eer- 135N ERE3 R EE

_I_liﬁf] Bel-2 , B%{EE Bel-2/Bax EI/‘J Hﬁ fﬁ , ﬁ %f;@ ﬂ 2[]5] ﬂ@ Fig.5 Knockdown of Egr-1 attenuates tetrandrine-induced
Uﬁt ) autophagy
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AEAERART 5 % WFFEUESE RN 1) K A R X [ W e P R e . Tk s 114 52 42 e 9 A 41 L 21
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