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BE BH: MEA Cuede 89 A AR BAR, T HATIR SN IR IE . J7 ik AR IAP £ 5 40 M % RNA, i i RT-PCR 6975 sk 3L K4 A
cDNA ; vAZ A&, #) JA PCR 4% Cuedc2 9% A X |, 464 )5 # N pcDNA3.1myc-his(-), #] F| i 7% PCR % DNA 0| 5 #4752
&G, KA WEE 4 4 09 o5 ok, K AT M 2209 F 41 CUEDC2 A Ak iA H ARk ad id i itk 4% 4 HEK293 4m e, 48h J5 i id western blot 44
M Cuede2 & G ¢k ik, Z5R:Cuede2 4 R cDNA E# H3E N\ Az &k # 4K pcDNA3. 1myc-his(-) ¥ , western blot #:)E 52 2 /&
HEK293 2 i b Fk , d 2 BAREE Je 0 Gu foL Yy I, RO B 72 49 pcDNA3. 1myc-his(-)-Cuede2 #& 45 AR SN 2R A o 8518 ABT
TR HFFE T A Cuede2 cDNA, My 22 T &40 Ak ik 4k, JH /£ HEK293 fmpl b A 2ok ik, At — F AP LA Cuede2 9 2 ik &
HEMBEXZETT i hah,
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ABSTRACT Objective: To construct the recombinant expression vector of Cuedc2 and detect its expression in HEK293 cells.
Methods: Total RNA was isolated from ovarian cancer cells and RT-PCR was conducted to acquire the cDNA. A 952 bp fragment
containing the coding region of Cuedc2 was amplified by PCR and the resulting product was purified. Then this fragment was used as
new template and the coding region of Cuedc2 (864 bp)was amplified, purified and inserted into the BamHI and HindIll sites of the
pcDNA3.1myc-his (-)A expression vector. The sequence was confirmed by colony PCR and DNA sequencing. In the end, pcDNA3.1
myc-his(-)A-Cuedc2 was transiently transfected into HEK293 cells and the expression of this new construct was detected by western blot.
Results: The full length coding region of Cuedc2 was obtained and confirmed, the expression of Cuedc2 was detected successfully in
HEK293 cells. Conclusion: The eukaryotic expression vector of Cuedc2 had been successfully constructed, which would provide a useful
tool for designing an in-depth investigation of the role of Cuedc2 in tumorigenesis.
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Cuede2 #EF750HT, KBS Filid 5 PR X ERa A EAEH S
EFFUBRIER TR 245 K 9 43 Whva Y7 1 R0, i — 2D I BIF 9 & 3 Cuedc2
TEIN G TP 2 i 3585 $E 7R Cuede2 78IRS & 2L
ST IRYT T B E AR o A ST A O S5 At b 1 RS
Cuede2 I 4 f X ¥ 51, $f 2 5ol A FA% K K H ik pcDNA3.
Imyc-his(-)A 1, JINHEE T Cuede2 (T 2H ELRE Fe R Ak, Ty
W FAE IR B R AR R R SR YT T M E R 24
TR AL

1 BrRbFn T 2%

L1 #F#

N B P 20 i B SKOV-3 R AR = ARAF . i 4 I T &
DMEM 4 fifd 55 5% 50 19 A0 09 2555 28 A, 1§ )5 44 (Lipofec-
tamineTM2000) & TRIzol Ity [ Invitrogen; His-Tag B 75 fEHL {4
W H Abcam 23], BRLEE G G e S e e m1 A7) &
W4 | TIANGEN 2\ #] ; BRI ¥ N UJ . RT-PCR 27 & . T4 DNA
BRI A TaKaRa 24 5] DNA FF 915 B I P iy 1 i AR
T.5¢ i, . Western blot i Il % £ & Ff] LI-COR bioscience [
Odyssey Infrared Imaging System, 4 Jifl 2 5 [ & 5 2% JH Pierce
/N )Y BCA Protein Assay Kit,

1.2 ik

1.2.1 2 RNA ByREUE RT-PCR 1538 AP #LJE SKOV-3 41
it ZE RS A R, i BRI B AR Y 75 vk L AT TRIzol 2447 2
I EREAHML S RNA, X5 T SR BUR 2 RNA AT 40 B8 Rk B
DUE o AR 0 SRR S 0 B i (3t 1 B 7 R o0 L e S
7 ¢cDNA,

1.2.2 @& Cuede2 HFBXH DNA RS 8 LI
SRR cDNA AR , 385 PCR #3631 Cuede2 #ifihIX Y
E #) A Bt ,PCR 5| %) ¥ 51| J : Sense P1:5'-ACGGAGCAGAA-
GAGAGAGCATG-3', Antisense P2 .5-GGGGTATAGGGCTC-
CTGCAT-3', Fry #8 B i 7 Be < B 952 bp, PCR Jfif iz
&% 50 wL, H:r PrimeSTAR HS DNA Polymerase 24 0.5 uL,
FiHz cDNAT pL, BRI £544:95C 5 min, 52°C jE Kk 50s.72
C4EA 1.5 min, 473G K2R Sy 25 MEH; w5 72 C g 10
min, JZR5EEE, PCR 74 28 i IR HEEE IS e YK AT 73 BT 4 o , (7
FHBEIRE MR &, He REAH R ER AR BEWTXT PCR P17 Ui
ik atifk .

1.2.3 Cuedc2 HEBBXFIHIE LI 1.2.2 LBTRER ALY
PCR 7= JpAsih , i 14T X Cuede2 4t X A RE S5 14,
T Cuedc2 b5 X FT R i S -9 i A BamHI HindIll i
YIfisi, 1#5d PCR § 3% Cuede2 #if4 X, PCR 5| #)¥ 5 H
Sense P3:5'- CGGGATCCGCCACCATGGAGCTGGAGAGGA-
TCGT-3', Antisense P4.5""-CCCAAGCTT TCAATGGAAGCG-
GTACTTTC-3', ¥ 1% Bt & /7 864bp, PCR J i 542F- 4 :95°C
5 min, 50°C iRk 455,72 C ZEAf 1.5 min, #3425 Ky 25 PE
572 CHEf 10 min, S ES A, PCR 74 22 SIS E BE IR L
YKIEAT AT 5 100 P e IR Acaa5) 6, e FRRAHL g B A 108 A o
PCR =41 H) i i 2k

1.2.4 pcDNA3.1myc-his(-)-Cuedc2 BEHEZREFEHHES
B BT 1.2.3 FREAERI L PCR 74 T BR 14 4 i
BamH1 J% Hind I Y] , RS 45 8 37°C ,2h; B
ZAHIR WU peDNA3. Imyc-his(-) 2k /&8 1 TADNA 4% i
AHIE ,4°C 5 %4k DHS o JRSZ S 4L, 37°C 3555 16h )i HEHK
FLREFATTATE PCR %56 4 T4 PCR 4558 0 BRI T b kA 7
XUTT) 5 5 -3 23 w0, K 265 5 TR A SR i 4% 9 pcDNA3.
Imyc-his(-)-Cuedc2 ,

12.5 Cuedc2 BARMMEINRIZWAE KT g E4 T
i pcDNA3. 1myc-his(-)-Cuede2 #E47 S GE i 33k, T (8 FH i)
T H 40 g 4 HEK293, H {k # U« i3 2 & B Lipofec-
tamineTM2000 AL FEAT, Frdi iRl A 29 60% H A KRS
ROTE I pEAT R MR, DL#E Y 25 2 /K pcDNA3.Imyc-his (-)
HEK293 #iffaff g% 1R, 55 4% 6 h J5 i, 355% 48 h )5, A T
AEFEEO AN, (] 4 °C 4 19 PBS ¥k 3 Wk, BRI 2R
(RIPA+PMSF, H. 41 2 100: 1), MATH vk, T vk - 24/ 10 min
J5 MR 3 U, IR 10 B, F 4 °C 12000 rpm 2.0 10 min, Y4
VW, MAGE & 5% loading buffer, 3£F 100 C 2 kA8 4 7
min, KT RbBEZ A 51T SDS-PAGE J&5 , 4+ NC (A& %4
S EHE 100V,2 h), 5 %BIE 0 2R 1 h, il A Anti-His
HTEREYIIR(1:1000),4 CHEE SR YKH TBST YAt 3 ik, 4
K 5 min, JIAZOEFRERFEHUM R 1gGA £ 12000), = HFE 1
h, TBST ¥ 3 ¥k, 4K 6min, ffiff] Odyssey Infrared Imaging
System X[ (% GAF 5 A TR

2 #R

2.1 & Cuede2 HIBRMFEMYIT Y R Cuede2 43X
KT fE

L SKOV-3 4iijfid & RNA, i@id RT-PCR J b H s %
St cDNA, B 5ELLZ cDNA S, 514 P1.P2 #E474"
BB W RN 952 bp, AL & HOR T Cuede2 (1 4H5 X,
H R R EEA3E 1) PCR 514, $2 & PCR Y th &, Hi%
SN AT B NS S FL Uk L 45 R i SR TE S 1000 bp 4 —4F
SEPEY RS A AU B B B R/ IME 1A), Sz A Bt
TroIgeaifh, RS LGRS BOA R, AN T BamHI,
HindII fY)07 2509514 P3P4 HE4T PCR N , Kz S ™= )47
BRRS BRI vk, 45 L B /R TE 864 bp A — R Y B 44,
AT E I BOYR/NIE 1B), 0% B AT 4k, i B
RUh HEF R UL 23 A Cuedce2 it IX v B, J5 (8 5 2 SURE B4
2.2 Cuede2 EZFRIZHENHWESETE

BB F R # AR pcDNA3. 1myc-his(-) ] BamHI, HindIII 3
TP, AT3 e e e vk I I, 5 e IRl BT 1Y
Cuedc2 #wit X H Bt AT 8. B WA RIS, BEEK
FLREIFATEVE PCR %55E o TR HEENL f vk 45 3R 7w , 7E 864 bp
A IR S M 1 25T (B 2A) 2K B85 Cuede2 S X R /)N
—B; PR R B R BUSUR A BamHI L Hind 11T XY 17) 36
UE, 7 UL 864bp K/INK H Y 47 R L U1 F (B 2B), B
4 A FRIABUA pcDNA3. Imyc-his(-)-Cuede2 t -, Fr A
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Fig. I The PCR amplification for Cuedc2 CDS
A: PCR product for the longer fragment containing Cuedc2 CDS; B:
PCR product Cuedc2 CDS; M: DL2000 DNA marker

FF P B 2 ) 206 DU igE — 2D TR
2.3 E#FRiEHMK pcDNA3. Imyc-his (-)-Cuedc2 By sbTRIE R
¥E

¥ pcDNA3.1myc-his (-)-Cuedc2 %% 4t T ELZ Jifd HEK293
J&  ARE Y78 214 pcDNA3. Imye-his(-) 14 2 8Ok X BR £ A
anti-his B4 4T Western blot #:0 , AI £ 33 kD Ab A6 51 i 1
KNS, it B4R JC Cuede2 ik, W] pcDNA3.
Imyc-his(-)-Cuedc2 4% HEK293 J5 Cuedc2 AL FEA(E 3),

1 2

S CUEDC?2

Wy ¢ -Actin

3 pcDNA3.1myc-his(-)-Cuedc2 7& HEK293 41 = i) 3% 3%
1: ez 44k pcDNA3. 1myc-his(-)f) HEK293 ZHA; 2 A
F4H KL pcDNA3. 1myc-his(-)-Cuedc2 #) HEK293 ZHff1
Fig. 3 The expression of new construct pcDNA3.1myc-his(-)-Cuedc2
in HEK293 cells
1: HEK293 cells transfected with pcDNA3.1myc-his(-); 2: HEK293
cells transfected with pcDNA3.1myc-his(-)-Cuedc2
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Fig. 2 The identification of pcDNA3.1myc-his(-)-Cuedc2

A: Colony PCR to identificate the pcDNA3.1myc-his(-)-Cuedc2;

B: The result for BamHI and HindIII digestion of pcDNA3.1myc-his(-)
-Cuedc2; M: DL2000 DNA marker

BN i PR/ 4009 R R ) R LA PRI R B B9 200
WG S SRR, SR BRR 7 L 252 2% R
IR BT BRI S 5 E
Cuedc2 J& Cue ZHRIHT LA, X PROZERR 32 1) B A 445
YERT, Wi 2 R - AR AR AR f# PR; S 5 PR AHEAE
FH, Cuede2 AT LA PR A% SRS VE T T BELIR 22 B 5 5 14
2o Ak, Cuede2 Xf ERa 1 HAT WA 1 o WFSEIESE, 72N
FLIRIEA AN 2 MCF-7 Jz ZR-75-1 tfr,Cuede2 i R ik 7] T2
ERa iy 3 TR AR Cuede2 (1 siRNA 7EFLIR
AR AR T I Cuede2 IR IL, WM ERo fYH FIRIE %
B (EARE A, TR ST A Cuede2 75 B SR
LU R Rk, FTRES U SUR Y A R SR DA G . {H H AT
KT Cuede2 7E51 g & A I N 505 7 T ROV i o4l a
AW A N B S8 40 i 2 SKOV-3, i i PCR 4 44 3jc 15
Cuedc2 4517 41, JF 4% Z 4 A E A% 35 2 fk pcDNA3.
Imyc-his(-)H, I FH T B4 HEK293 S TIARSMRI 54 5 52
Cuedc2 TEMRAMS B A RFKE, R W HHAL LK UKL peD-
NA3.1myc-his(-)-Cuedc2 &I, MIEAWFFE Cuede2 76 HP
FE P BVERIBLEAT R 1 RAF LR
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