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Infection of Buffalo Fetal Fibroblasts by Two Retrovirus Systems
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Abstract ; After two retroviral systems with enhanced green fluorescent protein ( EGFP) report gene were
constructed in this study, the retroviral systems and the infection method suitable for buffalo fetal fibro-
blasts ( BFFs) were investigated. The results revealed that the retrovirus titer of the two systems was 10°
and the titer of the pMX system could be up to 10" after ultracentrifugation concentration. The infection
efficiency of pMX retroviral system was higher than that of the pMSCV retroviral system. Using the fresh
retrovirus infected BFFs twice (12 h interval) or ultracentrifugal retrovirus infected BFFs once could im-

prove the infection efficiency.
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3 ~5 A/K4 )L A F T T B S, pMSCV
I pMX 35 5% 55 955 35 28 {48 . PT67/Platinum-GP £ 2% 4
JLER PG K2R S Ul g, NIH3T3 41 g F1 293
YA ER PG R A RO A= ) BRI AR A S A T
R R L B R, pEGFP-CL iy 7 P4 R 2% S B 4R
b APy B IR AR S A I 5K S S 5 & AR AT, DMEM
PR R AR R 52 55 (GIBCO) , H B R BB R (W
#1,100 x , GIBCO) , g4 1Ly ( FBS, Hyclone) , Ig it
PREE L0 (LTX, Invitrogen) , G418 fig J&HL 5] Poly-
brene ( Sigma ) , i fiff ( Sigma ) , pMDI18-T T [ &% {4 .
Taq Tiff . WY B ( EcoR 1 Fl Xho 1 ) 1 T4 % £ [i§
(TaKaRa) , Jiokr 2 A s 4 U R & (QIAGEN) | 81
0% (Nikon ) |, 15 4 M T ARG 26 ( Nikon Ti) ,
0.22 F10.45 um JE 2% (Millipore ) , 5| ¥)-& W A1 751
W ( Bl A TAY TRARAA).
1.2 RiEHEHE

Ph pEGFP-C1 A4 ML, R A EcoR 1 (1
if) A Xho T (°F %) B VI AL 2309 45 52 1 51 ¥
( EGFP5'- GAATTCATGGTGAGCAAGGGCGAGGAG,
EGFP3'-CTCGAGTTACTTGTACAGCTCGTCCATG ) ¥~
4 EGFP B: A 4wt IX, 3% $2 3] pMDI18-T |, #4) i
pMDI8T-EGFP 24K, & EcoR 1 il Xho 1 43 51| XUt
Y] pMDI8T-EGFP .pMSCV F1 pMX JFi 4. K it D) 35 L
1) EGFP .pMSCV Fl pMX 43 5| 285 e ez J5 , R

T4 EH:G ¥ EGFP 435|442 5] pMSCV Fil pMX I,
R ZARILREFR B EGFP (V)13 5% 5055 75 2 /& pMSCV-
EGFP fl pMX-EGFP.
1.3 ZHpaEEs

TR LT AEAR R A 55 - BOK AR IR LESR Y K2
JREHZL, PBS ¥ 3 WK IRFHA R 75% LS # 30 s, Fif
JH PBS ¥t 3 W B SWUIA 1.5 mL ) EP &, 56,
FH PBS k] 50 mL (B4 H, IIAS ~ 10 mL il
(2.5 mg/mL) ,37 C 24314k 10 ~ 15 min ( 4f5 3 ~5
min FFSIRAERFT 10 F) , A 30 mL 2245 () DMEM
FERREFRIL(DMEM + (RT3 10% FBS) iRA1Z )5
FEFPE] 10 em FEFRIL, A 37 C BB 5% CO,
BRI MR 3 ~4 d 40 1 IR AP B 80% A4
A FERT, B A AL AR B W R R A7 55 H. PT6T Al
Platinum-GP 5 8315 2 Jifd 2 \NTH3T3 F1 293 55
JEE T 7 240 i 2 355k F DMEM  + {& 14344 10% FBS #5
F2, R AEAL A AR A& .
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pMSCV-EGFP F i ™= 73 41 e 7 1 7 1% - ¢ PT67
Y FEAD 2] 60 mm 21 1% 57 L, FR 4 %) 60% ~
70% WA BE A 7 40 M G e iy 2 hofg B R 3
e TG I TC T A DMEM ( XUJG DMEM ) 3 mL. 2R
Flg i f& LTX + Plus 3L A7 4% B 1 mL QTG
DMEM, it A pMSCV-EGFP JFiki 9 pg 1 Plus 9 L,
RS, EEIFE 5 ming Il A LTX 12 pL,iR5], R
7 30 min J5 , HA7RNE] PT67 4Rt ;5 h )5
Hdfe DMEM 58 235550 S v f5 48 h AR B LI
7,0. 45 wm MuEER It NS H. A7 B AL AR e
BN R, YL E 48 h AL AR, 7E 15 5% 3 TR s i 600
pg/mL 1) G418 HEAT 1, RER 3 d 3, ik 21 d
J& BT I, 236 AR Tl ik EGFP ik ik ve
G P RIG SRR A VR A AR I ) 48 holitdR
a1 LI R AL R A .

pMX-EGFP W5 S0 75 10 B0 25 % Platinum-GP
AL AR 2 60 mm 35 5 ML HL. B4 e 20 BR (W) i
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JE SR pCMV-VSVG (/K T 596 B A0 B 2R 1) L%
Platinum-GP £ % 21 fitl, #% 1% 6 wg pMSCV-EGFP Jit
B +3 pg pCMV-VSVG (T Lol 2: 1) i ilb A7 5%
Pe 48 h g, BIATAER #E BIE 0. 45 wm B8R
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Fig.2  The construction of pMX-EGFP retrovirus vector

The construction of pMSCV-EGFP retrovirus vector
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Fig.3 EGFP expression in the packaging cells after virus packaging
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Fig.4 Virus titer test of different retroviruses
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