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# ZE.BH MiE Peroxiredoxin 2(PRDX2) A B RNA F# (RNA inter ference ,RNAD) 1% 9% % & ik #.4k .3+ PRDX2 %
B F K6 x4 B fp o SWAB0 M e 3g s ey Fom . Fik kit .4 m¥ed) PRDX2 ¢ RNA F#45 53], & pGC-EGFP-shPRDX 2
% 95 & BRSBTS R M B A gRT-PCR %= Western blot 77 ¥4 3 #9 SWAS0 % 5 # %8 . PRDX2 mRNA #=% @ & & 4
AR, FBE MTT, PR LEH R ERAEMN Mg a T, HR R H#E PRDX2 K B 12 % & H 4k I 20 5 iE 55 pGC-
EGFP-shPRDX2 7T 77 & 47 4] % A i f& SW480 @ e PRDX2 o4 & ik , B 32 1% 7% 769 SWAS0 @ je F PRDX2 mRNA Fa %% & & ik K
F 9 B BAK (P<C0.05) ; SW480 #m i 22 PRDX2 RNA Fikjg LA KAt h B & KK (P<<0.05), 4it PRDX2 A B RNA:
1% 9% A Ak BARJE SWAB0 e P R A A E T4 ,PRDX2 AW TG AW H T L A ME SWAS0 it ey g sa A A K, Ak —F
Kt PRDX2 B4 AWM B R A KRBT O/ERET AR,
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Construction of lentiviral vector of peroxiredoxin 2 gene mediating RNAi and its effects on the proliferation of SW480 cell”
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Abstract : Objective
investigate the effect of siRNA of PRDX2 genes on the proliferation of human colonrectal cancer SW480 cell. Methods

To construct a lentiviral expression vector of peroxiredoxin 2(PRDX2) RNA interference (RNAi) and to
RNAI tar-
get sequences were designed and synthesized towards the PRDX2 gene sequences. The lentiviral vector pGC-EGFP-shPRDX2 was
constructed and identified. The vector was transformed into SW480 cells,and the transfection efficiency was evaluated by fluores-
cence microscopy. The expression of PRDX2 was detected with Quantitative real-time PCR (qRT-PCR) and Western blot in the
PRDX?2

gene lentiviral vector was successfully established and was proved by gene sequencing. The expression of PRDX2 in mRNA and pro-

transfected cells. Cell growth and colony forming ability were detected with MTT and plate cloning technique. Results

tein was significantly reduced(P<C0. 05). The PRDX2 mRNA and protein expression in SW480 transfected with lentiviral were sig-
nificantly reduced (P<C0. 05), and the ability of growth and proliferation were significantly reduced ( P<C0. 05). Conclusion
PRDX2 gene lentiviral vector could be a stable and reliable tool. The proliferation and growth of SW480 cells transfected by pGC-
EGFP-shPRDX2 could be effectively suppressed,which could facilitate further investigation of the roles of PRDX2 gene in the de-
velopment and progression of colorectal cancer.
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1.1 R

L1145 A4 E M SW480 41tk B [ 4

A BF 2 B b 140 B % . Hpal A1 Xhol 4] .3 58 % Eni. S, poly-
brene W A I # 3% YL 3L B fb 2% £ R B 2w , Lipofectamine
2000 g F Invitrogen 2\ 7] » QTAGEN Plasmid X #iff Kit 1ty H
QIAGEN, T4 DNA ligase Iy H NEB /A ], Tag DNA polymer-
ase dNTP Mix.DNA Ladder % [ Fermentas 2 7 s PrimeST-
ARTM HS DNA Polymerase W H Takara 2 &, Ji§ 4 Il i/
(FBS) 4= IfiL 3% 5 2 A (BSA) g [ 1 i Rk B AL A BR A
7l .\DMEM, Leibovitz's L-15 $ 3£ 3l [ GIBCO 24w . 8 [ &
f# W RIPA FIZE (G 40 41 5] PMSF ¥ B F 1 A4 #7371
T BRI B R A R L BCA EA S I &W T
LR Y AL PRDX2 — 31 B 26 [E Abcam 24 W), GAP-
DH.,GFP $i{&fl HRP #7ic B —Hi 1 T Santa Cruz 27 .
1.1.2 RNAi FHAMKFEHIE  #5 GeneBank PRDX2 £ [H %
SEA(NM_005809. )11 5 A~4F X PRDX2 3£ H [ siRNA J¥
B 1 B P % BB (negative control) siRNA, 4t f H 19 18 975 75 3%
4 45 7 pGC-EGFP-shPRDX2., i I ¥ % Bl R AL = AR H
WA A R

1.2 Kk

1.2.1 PCR¥ M KW  HxHBIREFH, i RNA
TR H BN, B3t 24 RNA T 4088 &S 71 L vk a4
M3l 3 2 2 500 R S 8 S B iR R 5 R I 803 RNAG B X
H& Scramble J¥%1(5'-TTC TCC GAA CGT GTC ACG T-3),
EF %I 5 33T 5 4% shRNA, 43 3l 4 4k : PRDX2-RNAi(8818-
2), PRDX2-RNAi (8819-1) , PRDX2-RNAi (8820-1) , PRDX2-
RNAi(8821-1) ,PRDX2-RNAi(8822-1), i, % 1, PCR % Jij &
#4:94 C 30 ;94 C 30 5,55 C 50 5,72 C 30 5,72 C 6
min,30 MJEIF;72 C L 10 min, PCR 7= 4 3k 17 4hi b [ i
G GGG 19 pGC-EGFP 244 3% #2774 shRNA 12 55 75 24
5 Wl U B AT [0 3% 2 L SR JE e A K AT TR IR 32 S A
M. BEBCATHIEK E, 51 EiF 5'- TTC TAC CCT CTG
GAC TTC ACT-3'; Fiff 5'- GCA ATG CCC TCA TCT GTT-
3R IN:251 bp, RIS :94 C 30 ;94 C 30 5,60 C
30 5,72 C 30 s,30 PMEFF;72 CHEAH 10 min, &7 BA 1 X BR
20 (5 BRTORL Ry TR D A B %) B 4 (B A GAPDH R B iy ¢
PRZED) W B PR A B B PR 25 R AT HERR . %F PCR PR se B2 R
Bl 7 F 48 GenBank % 5 P2 o 4% W Fe th 09 45 2R iF 47 Blast
EE X

1.2.2 AR S EENE 293 T 4iid& 100
mL/L FBS fi§ DMEM #5335, F 37 C .50 mL/L CO, W4
g%, 5 A TEAUNR I B TR RN 25 18 95 T 2 43 0 5 A Bl
ARk, Al Lipofectamine™ 2000 459y 293T 41 g BAK )7
ESZ IR UL BT . 48 h J5 7578 BB T g 2
I 2 0 5 6 A 7 A U I, 20 000 r/min H# B0 3 h
RGN TE . )5 AL A I T A AL B S 5 PRDX2
FLH B 5918 % 3 pGC-EGFP-shPRDX2 1 25 # % 18 18 5% 7
pGC-EGFP-NC, & fL# B3 B2 I 7 25 1 PCR Wl 5€ H 9 B¢ T
JE(TU/mL), 3£4% PRDX2 siRNA 855 5 W (5 4~ T4 7 91
6956 B WK 43 ) LA BT ) PRDX2 405 51 4 B4 iy 44 B 28 20xt
B T pGC-EGFP-NC i W 43 265 T — 70 CHRAF.
1.2.3  JRAEYL SW4B0 4t il Jf A U HL T AR #% SW480
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0 M VT OO 257 Bl 6 L AR BT LRk g B 40 I A R A
60 Y0 26 47 » $2 WA P A 1) SWA80 411 g %k K MIO {H (MIO=50) i}
BRTIN A B A R A 50T 1 5R 0] Eni. S Rl Houk BE Ol
B MR BE (12X 10°) AR I A KW BE 7 8 pg/mlL Polybrene,
Eni. S, L-15 85 3% 5 R o153 (09 b5 o ok 2 o 7 v, SR B 1
mL, ¥ & A PRDX2 3 F K B ) 1 % # pGC-EGFP-
shPRDX2 5 pGC-EGFP-NC 43 5l J& Yt SW480 4 e . &Y J5
9 SW480 4 Aty AR 4% % Y (¥ % 5 v 44 4 41 A pGC-EGFP-
shPRDX 4 . pGC-EGFP-NC # , [d] i} % & &% 4t i) SW480 41 fifg
PERZ EX AL, SAMMHEMEEFE 24 h FEHRNEH 3
pe/mL B4 8 2 (Puromycin) B L-15 1% 3% W 3 17 0 M 9 1
YR 3 dJEATO R WA T MR G ok T B B
TRESR 4 d S5 R A0 I AT A

1.2. 4 Western blot &M ¥ pGC-EGFP-shPRDX2 il
pGC-EGFP-NC 3 %% Y 2 SW480 4 ity . 22 9¢ 56 B il Wi 22,
EEURRIK 95 % LA b . M4 R o GAPDH 4 g [
X HR | 25 3 % B8 18 9% 7 (pGC-EGFP-NC) DL & i 5 A~ 41 %
PRDX B 0751 1) RNAL M 75 2R PR 40 i 2, o4k 4%
A ANH , PBS ¥ ik 2 ¥, B0 3% LW A 100 pL B4 19 RI-
PA 410 24f% % . B 7K I 30 min,4 C .12 000 g B> 15 min, 5
VWO AT A E i (BCA) k. TR 30 pg B EINA L RS
i, 4 100 C 10 min A2 J5 T 100 g/L i+ 06 3R N M
Tok Jic 5% 5% . Uk (SDS-PAGE) 431 . Sk T ##% & PVDF JK,
F& 50 g/L BEAR W58 ¥ TBST 28 s = i 31 1 ho fim A/ BR
¥t A PRDX2 (—Hr o/ Bl Pt A GADPH iy —¥i.4 Cid .,
TBST #E R PE % 3 W A HRP #1319 1L 2E 51/ R 40
37 CHEHE 1 h, TBST Pk 3 K. k% & )6 Celeetrochemilumi-
nescence, ECL) W5 B [ 1 411 B IS FH 68 Mg P15 A 3 2R 55 43 1T
SLEEH 3K,

1 WEERKBMER PRDX2 # 5 £FH 55

e T KB B GC Start
= arget 5E
Y get Jy Y G SR Pos.
CTGGCAGTGA-
PRDX2-RNAi(8818-2) 47,37 681
CACGATTAA
TTCGCCAGAT-
PRDX2-RNAi(8819-1) 42.11 561
CACTGTTAA
GACGCTTGTCT-
PRDX2-RNAi(8820-1) ) 47,37 474
GAGGATTA
GAAGCTGTCG-
PRDX2-RNAi(8821-1) 47. 37 232
GACTACAAA
TCTTTATCATC-
PRDX2-RNAi(8822-1) 36. 84 534
GATGGCAA

1.2.5 St 9é 6 & PCR(qRT-PCRY# % H qRT-PCR
ARG M8 95 75 7% Y U5 11 SW480 4ii i  PRDX2 mRNA 7K -
F235, Trizol 40 RNA, R Oligo(dD) 5| ¥ FBEHL B 9
PEAT 8 5, LA 414N cDNA 1R AR, A4 3 A
FLi# 47 qRT-PCR #:3, GAPDH a4 % :5-TGA CTT
CAA CAG CGA CAC CCA-3", Fiip514 4 .5'-CAC CCT GTT
5CT GTA GCC AAA -3' Bl F 5K & 225 bp; PRDX2 £ H
FLUFHEBI % H 5'- CGG ACT ACA AAG GGA AGT ACG
TG-3 . F#E51 9 5'- CCA GGT GGG TGA ACT GAG AGT
C-3". 319 RFH K 162 bp, PCR 1 M 451495 C 2 min;
95 'C 20 $;60 C 30 s;72 C 30 s(40 PMEIH) , [T i 52 85 - 15
B Ctfi, 2 22T 3k 1T 58 A A 3R A i, 43 i &% 41 Z 8] PRDX2
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FHH M mRNA X R EH2E R .

1.2.6 P (MTT) 300 40 AR X 30 2 BUREB R 17,
A T %o A K 2 4% 4 AT L 0. 25 U6 I T O Ak I R A B A i
W PR g 1X 10" A /mL, B AR T 96 FLAR P . & FL
200 pL L-15 #5355 s A XS I 52 g X A . ik 6 1~ &
FLo BB SR R 2 R 13 7 ds A R [ B IR ) AL
T B A 5 g/L g MTT 10 pL,37 CHFE 4 hs 8Bk L b
WS S1L I DMSO 150 pl. K525 R A . iR T 490 nm
AR AL W Y B CADE L B 6 FLAF- 3 (8, il A K i 6 .

1.2.7 FHREEERELER I pGC-EGFP-NC 4 & pGC-
EGFP-shPRDX2 41 #) SW480 il e i 16 J5 “F- 4l T 6 LAk . 4
FRRE 5, 2~3 d T4 1 YBT3 5% Ak, 15 40 A 2R K s 1) IR O 5%
AT LA W] S o I T v IS A 4 SR e A RO B A e v R
ARBEE .

1.3 Siib2¢4b3  SRA SPSSI8. 0 17483 2% 43 #r , 11 it %% Kt
SR T R A QLA ECR O 22501, DL P<<0. 05 & 5

NI - S
2 % R

2.1 8K #E LA pGC-EGFP-shPRDX2 iy #y 72 15 fiff 7] %
E L PRDX2 FEPR &Ko e R Biak . 971 th PRDX2 K 4
FAE (4 5 31, T PCR 7= 400 10647 B i % 268 Jie R Kk - PRD X2 22 [
Py aii s 5 8k pGC-EGFP 17l Y] | % £2 . % 1k, 115 B 4k
FA TR PRE 5 ATk R R G T R TR R L SRR T
W2 340 bp W H MR BE(E D). &0 F % F 5 GenBank
NM_005809. 4 J &1 — 3k , # 41 # 14 pGC-EGFP-shPRDX2 # #
.
bp 1 2 3 4 5 6 7 8

1:ddH; 032 pGC-EGFP;3 : marker;4~8:pGC-1.2,3.4.5,
1 FRiESERE PCR £

2.2 BHENAKSHBEFRENNE 185 R R I
293T 4, FHe Y 48 h J5 7E 58 B fUBE T WL 3 293T 4 fig
KR g 9 e (B2, &M E, 12 9% % pGC-EGFP-
shPRDX2 ¥4 J5 (1) 95 8 1 B K 298 2X10° TU/mL, pGC-EG-
FP-NC ¥ 45 J& (993 7535 B2 W] kg 2X10° TU/mL,

A:pGC-EGFP-shPRDX2; B: pGC-EGFP-NC,
B2 23T HRKEBLERAERRBBENLRE(X200)

2.3 g g SWAS0 A5 w0t BRI SWA80 4 g
&G pGC-EGFP-shPRDX2 72 h )5 76 9¢ 't B B8 T WL 56 H 4%
563 3% BT A0 FEO6ILEF — 8 LR L T e
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R AT IA 95 % L E L LK 3,

A WIHLES s B UOLILET .
B 3 e SWA80 AR 72 h WL RIZK M (X 200)

PRDX2

GADPH

=
N
w
S
(6]
[e)]
~
oo

Lo BT IR 5225 A0 20 53 : pGC-EGFP-NC 4 34 ~8. & 47 §f
X PRDX2 e PR AS 8] T4 )5 40 1) RINAG 18 5 25 48 1 S 20 il 4 (5.7
FonA B RO .
4 Western blot £ # il B JF SW480 £ fl p
PRDX2 f)ZE B K F

1. 59

1. 04

0. 59

RS ESuy &2
(PRDX2/GADPH)

r*

0. 0-
pGC-EGFP-NCH pGC-EGFP-shPRDX24A

* . P<0.05,5 pGC-EGFP-NC 41 [ %% .
&5 PRDX2 BRI E 7 SW480 4 A iy

PRDX2 mRNA %%k

" P<C0. 05, 5 (X B AL B pGC-EGFP-NC 41t 4% .
B 6  MTT #ill PRDX2 RNAi Xt SW480 4R i 1& 58 40 il 1E F

2.4 Western blot f1 qRT-PCR &l 2387  #6 I0 %% Yu A [6] ¥
%Il pGC-EGFP-shPRDX2 18 45 % 11y SW480 41 g tf PRDX2 7&
ik K, 5 pGC-EGFP-NC 41 #4H I , RNAI 18 %5 55 2k 4 i
RLARBELE R 5 A 7 KE F s % SW4S0 40 i tf PRDX2 £ ik A
WA B PR L LR 7 Pkl PRDX2-RNAG(8822-1) HY i ok 33
et 35 B LT 58 &M aCR (B 4) . gRT-PCR 42l PRDX2
H N B mRNA IR %K, 5 pGC-EGFP-NC 4 H 5  pGC-
EGFP-shPRDX2 41 () PRDX2 3N £ 5 B %, 2546 4%
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P23 L (P<<0.05) . AT i B 7E mRNA 7K - 35 PR R A 550,
5.

2.5 MTT ¥/ MTT 34 4 41 SW480 411 6 d OD
fH.&H AR 458 B8R, 5 pGC-EGFP-NC 4 K 75 [ 4] 8
1A I, SW480 pGC-EGFP-shPRDX2 41 41 it 18 5 fig /1 52 3| B
HEH 22 5 B G L (P<C0.05), LA 6.

2.6 CEARGERETY BUSCES 4T AR T R T B S 6 45 SR (| T
B, 5 pGC-EGFP-NC 41 K 75 (4 % M 41 H &8, pGC-EGFP-
shPRDX2 41 (¥ V-4 v B TV S e 1 9] 8 41K (P<<0. 05)

" P<C0. 05, 525 B B4 & pGC-EGFP-NC 41 [b 35 .
B’ 7 pGC-EGFP-shPRDX2 3 SW480 £H fif1
T4 5T FE R RE T O R T

3 i e

Az A A LR AEAS W7 8 A0 R 7R 0 B R, R TR A RE 5 A Ak
R ROS P24 1 [ | 3555 4 3 0 B 00 40 i O 40 b B 0 R 4
it E ALY S B ATk W Ak O STk U D A B
2 T 40 55 48 & 55 . PRDXs S0 7E 40 I P9 % 4 78 2L A9 30
AL ARy P T Rl 3 Sk Sk I I L AT U2 s BR L A 1k
S 3 A R ER R — R A B AR (ROOHD L i R 1R
L fs 6 MR )T Z AT B LR AEY . PRDX2 JE T
PRDXs F % 2-Cys PRDXs(PRDX 1~5) i & » & #L & & 4k 14
W EERZ —, EE M TR ES . PRDX2 & F# M 4E
Y RE LA AL [ AT R A H O, WL S5
H, O, 0555 S50, PRDX2 UM AL E A HE T
Mot T BRI A S A A K R T AT s
FOIRI S AR 2L A AR A L AR NK 40 & ¥ AR R 1
e R EE A al,

WL AR, Bt 5 T 78 1 AS TR A, PRDX2 5 Iiljgg i 56 15¢ #IL +1
Wi 46 7 . PRDX2 RAGE it & #E P18 Ak o F HHB (55
WED AR AN MRS RS ZME S FRES S5
R R R R LA A A LA RO AR AR RS
R 1E , PRDX2 W] # ] DNA 45 457 175 5 114 Jih 9 20 g 8 1=, O 1 22
B 3 O AP P R P ST B F A T 88 4t 6 P o L O A O ol 5t
SR T R TEAE R BT L B AR F T 2 L A LR L IT
95 B PR B H A R 9 b PRDX2 i 63k gl o 2 R I 7
EAE bk B s B DR L SR B P R R R AR Sk
N RAER . 84 PRDX2 16 i 40 i b 58 35 &k ¥ A 4
F7 S R HEHUE AR TR IR 7 XS U A Rr iR .
&4 PRDX2 1645 B W s b 04 75 FH ¥ R A W 410 . A BF 98 i
11 S 56 WF 52t W) 25 HIE 5 PRDX2 78 45 1 1 9 41 20 5 40 i #k vh
RE LW A SEEMEN A R ERNBUSE . W
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A JIHG FE R W GE B 5 Y pGC-EGFP-shPRDX2 ¢ 57 1) £33
SW480 Al My bk HIE &5 2 & A= T 284k o AN {034 Bl Fn 2B KRB 7 ok
555 0 B BT T e 0 A B S A L L) B e A 3O A L R e
1 VR B R 7 R BE 58 0 6 A )2 T RE A AR AL B R E— 4
B UE AR AR AT O T — 25 i 5T S At — A L% . PRDX2 7E45 5
P PR 5 TR R g OB AR R R S A E XU R AR
W UESE Bk s T R LS A R R AT .

ARSI BT 4 X PRDX2 ) #: 7 M RNA T 437 51, 6
THITF) 5 1) 5o e S P 0 U B ai fi. S T B iiE PRDX2
FER g siRNA T 41 1 4 gt 5 2, A F 58 R I PCR % & il
DNA ] ¢ % B M 1) PRDX2 30 siRNA 1895 % 28 14 . iE 52
THEA R BT A E s AL HE LT . F 5 R Y T
TR YL 293T 40, AL 2% ™ A T R TR BEE A T B0RL L AT
BRI H 20 R A 0 S Ek Y E Y 2 R R L IR A
%, IR P K PRDX2 RNAL SWAS0 41 i #k , 38 35 #7125 1 1)
AE2ASCUR  UESE T PRDX2 3 DN W0l o vl A 204 i 45 1% i
SW480 4 il 1y 34 58 F0 A= 4, 3k e ) 45 WF 53 45 - A 4R 1) PRDX2
FE R RS SWABO AN L 1y AL I8 5 1k A0 L JR 9 A5 Ak B ki i
96 25 0 1) ARV 25y T B AL TF 9 S L TR A R 4R 3 PRDX2
s DRTE 25 B 1 o o 1) L R s 4 TR R 43 1 WL 355 A
Helh

SE
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it J1 M54 ACE DD % [H 8 F1 D 25 {37 5 K A 4F 4 Bk i iz 3 51
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AT H— 00 ACE 21 /D 25 5 LA 4287
SRORL A B B P 06 BB AT N BRI K- 1A ACE 4
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