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[ Abstract |
polypeptide-like 3F( APOBEC3F ) and construct the eukaryotic expression vectors for its expression and identifi-

Objective  To clone the gene of porcine apolipoprotein B mRNA editing enzyme, catalytic

cation in vitro. Methods Peripheral blood mononuclear cells (PBMC) were isolated from blood samples of 4
female healthy Wuzhishan porcine weighing 25 to 30 kg at the age of 21 weeks. RNA was extracted from porcine
PBMC using the TRAZO regent. Coding region of the APOBEC3F gene was amplified by RT-PCR. Gene frag-
ments were inserted into the recombinant eukaryotic expression vectors pDsRed1-N1 and modified pCDNA3-
Flage-pA3F to construct the eukaryotic expression plasmids of pDsRed1-N1-pA3F and pCDNA3-Flage-pA3F
expressed in PK-15 cells. The expression of target gene in PK-15 cells was detected by laser scanning confocal
microscopy and Western blotting, respectively. Results The homology of target gene and published gene was
99% . Laser scanning confocal microscopy showed that the target gene was expressed in PK-15 cells and the
expressed products were located in the cytoplasm. Western blot analysis revealed that the molecular weight of
expressed target protein was consistent with the expected weight. Conclusion The eukaryotic expression vec-
tors of porcine APOBEC3F has been constructed.
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PERIFGE LL AR TR LA 1Y /& A3G(APOBEC3G) Al A3F
(APOBEC3F) "' ™%, BF5% & BLX 00 T AL B A 1l
HIV 45 J2 s i g Sl g D g~ 38 m] LU HBV
S HMbAR RS R R A . BESE R SR A
WAFEZI T REE MR PORSEIERT ™
S BRI SRR RS ML AEAA ) R A P A7 7 1 P
J 5% %9 5 (porcine endogenous retrovirus, PERV ) K H:
A RUBG TRt 2 B . RN AR TE Y
—F APOBEC 4y F——APOBEC3F, B8 41 [ 55 5% 9%
FHMEAT R BA M PERV B4R H T
TCWIRfE 1. L RT-PCR J5 i DG A1 & il 221~ 4% 2
Jif1 77 ( peripheral blood mononuclear cells, PBMC) o[ T
B ASF FEPR O oA A B R IR A, S AE PK-15
YR RN FIEEE , M IE S PERV (A BLAE ]
FRHE LI LA

1 WS

L1 sE8shih s £ 2K7

21 JE i AR B 25 ~ 30 kg MY fd BRE TdE LL/NELRE 4
S BT EIKIC AR AN 10 ml, SRS 2 h IR EL Al 55 25 T
(W B LR 5 A RN R -8 B A5 Fl o Trizol
RNA $2EGRFE [ Invitrogen 23 & , SuperSeript® 1 Jz % 5 i 1y
H 2&[ Invitrogen 2\ F] , Phusion &R H PCR #8050 & W 4 38
NEB A &) (#£5:0011102) , EcoR T .Not T .Kpn 1 P9-¥) i i
H H 7 TaKaRa 2\ &), pCDNA3-Flag Wy B 35 [# Invitrogen 2\ )
(BARZEYGE) , pEGPF-N3 24K 5 35 |# Clontech 2\ &, TOP10
RS2 AN th 52560 2 A ), T, PR G I JE 5T TansGene
ANHE (5 E21214) , HAR 10 em B5 SR ML A 3 E Corning 2
Al , HRP i (40 Flag AR UKW B 22 [ Sigma 2 7], & 1
Marker 14 5 AL 5T RARA M H AL
1.2 RNA IR 5 AR L%

Trizol P IREUE AN A0 A2 RNA, K4 A A B9 3% APO-
BEC3F $£[H (FJ042939. 1) PrimerS. 0 #2348 1147 16 2| 9y 3% [7] i
TES 1Py b AR DAL R, D1 Y AL st h SE R G AR
ARG . pCDNA3-Flag AR 514 [l 5'-GGAAT-
TCTTATGGATCCTCAGCGCCTGAGG-3', Fijf 5'-GCGCGGCCGC-
TTATCTCGAGTCACTTCTTGG-3"; pDsRed1-N1 # {4 ¥ 4 5| 4 .
i 5'-GGGGTACCATGGATCCTCAGCGCCTGAGG-3", K ¥jif 5'-
GGGGTACCTCTCGAGTCACTTCTTGG-3", AL I &5 5k
£:50 mmol/L FH#EG4 3 wl,5 wl it RNA, 94 C Hi4s
5 min, JK A SuperScn'pt® I j2 %% ¢ 0 0.5 pl, 10 mmol/L
dNTP 5 wl,5 x Buffer 10 pl, ddH,0 26.5 1,50 C 1 h,75 C
10 min, PCR ¥ 34 S i 454 5K % : 50 mmol/L | R il 5| 4 %
1 wl,cDNA £ Hg 2 pl, 10 mmol/L dNTP 1 ul,5 x HE Buffer
10 wl, Phusion & {# £CfF 0. 25 wl,ddH,0 34.75 1,98 C 1 min,
98 °C 20 5,64 C 30 5,72 °C 2 min,30 §¥.72 C 5 min, PCR
T 2% BENEEEEIE B UK 43 07 I W 4tk , 43 SR 318 0 457 a0
X AT S BOSUREYI) , [ B Xk AH I 28K A i 47 [ i U0 Ak 3

Wl mE 7 45
1.3 KA BRAME

T P % e g 2 1.2 vh PCR ) U1 4 5 484K pCD-
NA3-Flag ,pDsRed1-N1 B 7= ¥, #AEHGR B o 479
B Ak TOP10 J8%32 25 4H M, Pk L PH M 181 9% JT E 47 T 9% PCR 3L
B E) 4572 o A4 I A6 L BT SR BT 43-#07
1.4 AEAKEER

PK-15 4t (AR ORAF) 55 95 229 90% il 5 3, Roche 2\ H]
X-tremGENE HP DNA %% Jeia{7) 4% 150 B F 48 A 5% Je iy 1 ) pCD-
NA3-Flag-pA3F 5 pDsRedl-N1-pA3F £% 1 3t 10 cm 1% 3% ML [F] B
BB LS SRR HRILAS 1 B, et 48 h JSHOLIL R AR Wil
BEWLER (225 B2 A B2 B A AR 0 5E ) , Western: blot %83
H A ik

2 HR

2.1 BeARLELEET

PCR F=1%45 2% Bifle M BE A FRL K , 25 3R WoR 1 1 2 4 &
WIR/IN(1 254 bp) IZER FrBe (81 1) o 3738744 A pCDNA3-
Flag k{4 .pDsRed1-N1 2k {&, Z 7% PCR 50U EEYI %52 (1€ 2)
LA ST 47, 45 SRR 5 W L5 519 J% APOBEC3F A
(FJ042939. 1) [a] J5 VL 3k B 99% , & 3L 17 51 [ P 2 35 99%
R AR B IE A, 75 A R IR ER

1 2 3

«—2 000 bp

1000 bp
<750 bp

<500 bp
<250 bp
<100 bp

1254 bp—

1:pA3F PCR ¥ 3% /= 49 ;2 . = @ xF #&;3 . DL2000 47/
El 1 PCR 3 pA3F ZREEHE RS R K E

1:pA3F PCR =4 3+ B ;2 #7 /48 ;3 : pDsRed1-N1-pA3F s &40 = 4 ;
4 :pDsRedl-N1 = Ak B3 7= 4 ;5 : pCDNA3-Flag-pA3F X b7 =
#; 6:pCDNA3-Flag = B 4k R 87 = 4

2 #3329 pCDNA3-Flag-pA3F #{k % pDsRedl-N1-pA3F &7

2.2 % APOBEC3F A B f& PK-15 tmfe b oy kL 5 %57

¥ %) pCDNA3-Flag-pA3F 5 pDsRed1-N1-pA3F # {44551
1£ PK-15 4 i 473835 . OB R A BB WL BR H W
LR PK-15 4UA A SE 3 T 5k 5a 9T R A% iR
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IREEIRAHLE IR AA B 05 R B AR R IR AR 25 3
P BB /R G AR IR A0 T8 Rk il i, i o B i 3
TR ) 28 28 11 3235 40 A T M BT N, B NI 3R R T W o A
(& 3), t%H) pCDNA3-Flag-pA3F #54¢ PK-15 4iififl 36 h il
#A L, HRP Fric/ MRS Flag FRA&HTA Western blot 5222 , 2551 il
7% pA3F (Porcine APOBEC3F) %5 [47F PK-15 4fi il h s 88 T 32
K LEARN N (45 ~55) x10°, 5 SR K/ 49. 6 x 10° 4]
F(E4), FIHEA pDsRedl-N1-pA3F 5 pCDNA3-Flag-
pA3F Z M FHIIERG, HAEWSE PK-15 1M b se Bl Rk, F= ik
NG TUIAETT

A% pDsRedl-N1 # 4k %5 % PK-15 48 f&; B: pDsRedl-N1-pA3F #,
fh#t % PK-15 @008,
B3 BOLtARERBRIENE pA3F EEE PK-15 HlFHRIE
1 2
~H55><103
«—45%x10°
1:%5 3 % pCDNA3-Flag £k 2 it ;2 ; # F pCDNA3-Flag-pA3F # 4k 2 i
4 Western blot £ 7E pA3F & &7 PK-15 A h R L

3 i

VAR e BRI RAR BT 5 57 F APOBEC3 K57+
TR Z T # R R M . R PR R LA
it B s 2 52 B9 VR T W9 LU BB T 1
APOBEC3G \A3F, A3G . A3F 43+ EA W MRS MK
TR B 1 L I 0 220 ( eytidine deaminase , CDA) 7%
P A7 B AR, B His/ Cys-X-Glu-X23-28-Pro-Cys-X2-
Cys' ™) 1 Xt 8 R s 7= AR 1 1 cDNA, $3 C>U
RAR , AR 2 U gl s T IE 5% DNA &
B b5 , S EUE A AN BE R4 DNA & T,
TR A A SRR B AMZ S Tk Al
I BELA 2 e S Bl 55 9 FE AL RINA 565, 00 52 2 SR
HEM BT RIS TR EWR AN EA S, T
(149 5 ST S IR R R0 B i B 2 B (A iV
bR, AAEZENE XL,

WK & A N IR B S 7 (PERV) |, A DGR
TR AL T T LU TR0 (% R H A
B TR SRR R A i TR N AE
1t PERV Jjig 2z, HAE W) 22 2 B EH A, WERAESIE
SHER N AEAE ) APOBEC 43 REfE A PERV, 1Mif A

PR AL A R [ S AL B AL A, O TR e N T 3 o
NE AR 228D, o 4 O S ol R AR LKL
PRI IS A2 7 5 )

W TERERE RN ASF SEPR M T A R IR
T IFAEAR SN SEBE T R N B 208 5 R 3K BRI WI
HUTE . M EUARERS (35 19 ASE L[N 473Kk,
RIRFYIFTE T, T —22 8847 pA3F 43715 PERV
FHEAE AL AT T B TR T A 4 BE5E T A
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