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Abstract: [Objective) In order to improve the EGFP expression level of EIAV gene transfer vector
pcPPTPRE(+) ,its posttranscriptional regulatory element was optimized. [Method) The woodchuck hepa-
titis virus posttranscriptional regulatory element (WPRE) was amplified by polymerase chain reaction
(PCR)from the plasmid containing WPRE. The PCR product was subcloned into pGM-T to construct re-
combinant plasmid pGM-WPRE and sequenced. Then the WPRE was subcloned from pGM-WPRE into
pcPPTPRE(+) using Not [ to construct recombinant plasmid pcPPTWPRE. Finally the EIAV gene trans-
fer vectors pcPPTPRE(+) and pcPPTWPRE were transfected into HEK293 cells and DF-1 cells using
Calcium and Phosphate Transfection Kit respectively. The cells were investigated under fluorescence micro-
scope at 12,24,36 and 48 h after transfection. Flow-cytometric analysis was carried out after 48 h. [Result]
Results showed that the pcPPTWPRE could express the EGFP much more efficiently than pcPPTPRE(+)
in HEK293 cells,but the pcPPTWPRE could express the EGFP a little efficiently than pcPPTPRE(+) in

* [k EIE] 2007-02-02
[HEWH] EHRRHE AT A TAEE S5 H (2004DKA30670)
[PEHR AT ZEWH982—), B, W Fg Gr IR, A8 A1, 322 NS5 40 i T 7% 2 sh W) 8524 W58 . E-mail:jylym1982@ yahoo. com. cn
CEIMER] B3 1963 —), T vl i A, #5042, 1A S I, 22N WP 24 5 #7758 . E-mail: yzq8162@163. com



2 7 b e BB B 22 i AR B D

5 36 &

DF-1 cells. [Conclusion) The WPRE could enhance the EGFP expression level of EIAV vector. It was suc-
cessful to improve the PRE of pcPPTPRE(+) and to obtain a more efficient EIAV vector pcPPTWPRE.

Key words: equine infectious anemia virus (EIAV) ;woodchuck hepatitis virus;posttranscriptional reg-

ulatory element; gene transfer vector; EGFP
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Fig.1 PCR amplication results of WPRE from the
plasmid containing WPRE

M. DL2000 DNA Marker; 1. PCR products of WPRE;2. Negative control
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Fig. 2 Not | digestion of recombinant plasmid pPGM-WPRE
M. DL2000 DNA Marker; 1. Not | digestion products of pPGM-WPRE
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M. DL15000 DNA Marker;1,4,5. Positive recombinant
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Table 1 Statistic results of EGFP"-HEK293 and DF-1

cells transfected with EIAV gene transter vecters %

EIAV {4k HEK293 41 ifi DF-1 41 s

EIAV gene transfetr vector ~ HEK293 cell DF-1 cell
pcPPTWPRE 38.0 aA 4.2 aB
pcPPTPRE(+) 23.8 bA 2.3 aB

T 7 5 B Jo b AN Tl /N 5 B 2 3RoR 22 R 2 (P<C0. 01D
FrAR TR /NG B3 R 2 5 AR B (P>>0. 05) 5 [Al 47 B4 J&
PR AR KRG F B R85 R i % (P<<0. 0D,

Note: Different small letters in the same column indicate very
significant difference( P<C0. 01) ,while the same small let-
ter indicates no significant difference( P>>0. 05) ; Different
capitsal letters in the same line indicate very significant

difference (P<C0.01).
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Fig. 4

anti-sense; 3. Plasmid containing WPRE ligased by sense
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i, pcPPTWPRE 4 pcPPTPRE(+) % ik 41 5 3t
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A1~A4.12,24,36 F1 48 h B B 15 40 G 18D s B1~B4. 3¢ pcPPTPRE(+)12,24,36 fil 48 h () HEK293 4fiifg ; C1~C4.
5% pcPPTWPRE 12,24,36 #l 48 h i HEK293 4fi i s D1 ~D4. %; 4t pcPPTPRE(+)12,24,36 il 48 h fJ DF-1 2}l ;
E1~EA. #Y pcPPTWPRE 12,24,36 F1 48 h i (1§ DF-1 4 fiil

Fig. 5

Expression of the EGFP in the HEK293 and DF-1 cells after transfection with EIAV gene transfer vectors(200X)

Al— A4. Normal cell at 12,24,36 and 48 h; Bl —B4. HEK293 cells after transfection with pcPPTPRE(+)at 12,24,36 and 48 h
respectively; C1 —C4. HEK293 cells after transfection with pcPPTWPRE at 12,24,36 and 48 h respectively; D1 —D4. DF-1 cells after
transfection with pcPPTPRE(+)at 12,24,36 and 48 h respectively; E1—E4. DF-1 cells after transfection with pcPPTWPRE at
12,24,36 and 48 h respectively
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