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[ E)a&. WEILSCUAR EWS-FLII ERIERFEFRL, 3% . AJLCHE A673 i H RIS RNA, 2L RT-PCR &4~
H# EWS-FLI1 3£ HF5Y, B EEBEMEIA Sac 1 1 Hind WEFYINLE , 58 E pMD18-T ik, ¥ L KIHAT B IM109, 5t FH
PEFEEYE PCR X B4 R4 . Bl EWS-FLI 25K W 5 [ 28 SR £ R 2R pQE30 o M E IR RS v
pOE30-EWS-FLI1, B R MF K E . FriEmEg Rkt IM109,1PTG 55K, %4 SDS-PAGE B ik /G EIF] NC B L, #f
T Western blot %5F . %R . PCR SR BRY 14 H B R/NAN 1.5 kb, WEFI 4 HINER A BEA/DAH 1.5 kb, AR ENF
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The construction and identification of prokaryotic expression vector

pQE30-EWS-FLI1
CHEN Wen-Zhao, et al
(Department of Orthopedics ,the First Affiliated Hospital , Nanchang University)

[ Abstract JObjective:To construct Ewing’s sarcoma EWS-FLI1 gene prokaryotic expression vector. Methods: The target gene of
EWS-FLI1 was obtained by RT-PCR method after the total RNA was extracted from Ewing’s sarcoma A673 cells. The site sequences of
restrictive endonuclease Sac 1 and Hind Il were introduced into the upstream and downstream of target gene respectively. The target gene
fragment were cloned into pMD18-T and transformed into E.Coli JM109. Screened positive clones were confirmed by PCR, restrictive
endonuclease digestion and DNA sequencing. The EWS-FLI1 gene was sequentially subcloned into prokaryotic expression vector pQE30,
and the recombinant plasmid pQE30-EWS-FLI1 was confirmed by restrictive endonuclease digestion and DNA sequencing. The proteins,
expressed in E. coli JM109 transformed with EWS-FLI1recombinant plasmid under IPTG induction, were characterized by SDS-PAGE
and Western—blot. Results : PCR result indicated that an amplified DNA fragment was in size of 1.5 kb. Restrictive endonuclease digestion
analysis indicated that the target gene was in size of 1.5 kb. DNA sequencing analysis demonstrated that sequence of target gene accorded
with anticipated one. The EWS-FLI1 with a molecular weight of 54 kD was highly expressed in pQE30-EWS-FLI1. Western blot proved
that the expressed product had the antigenicity of EWS-FLI1.Conclusion:The recombinant prokaryotic expression vector pQE30-
EWS-FLI1 is constructed successfully, which will contribute to the further research of EWS-FLII.

[ Key words JEWS-FLI1fusion gene; Ewings sarcoma; Prokaryotic expression vector
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[# E)r IR SKIEBEARE.E 10 SRR B FREFILH (Phosphatase and tensin homologue deleted on chromosome
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Alteration of the expression of PTEN in rats with aging
CHEN Jun-xiang,et al
(Department of Nephrology ,the Second Xiangya Hospital , Central South University)
[ Abstract JObjective: To investigate the alteration of the expression of PTEN in rats with aging. Methods : Wistar rats were divided into 3
groups: 3-month-old group, 12~month—old group and 24-month-old group (n=6). Immunochistochemistry of CD34 was employed to
detecte angiogenesis in the kidneys with aging. The protein expression of PTEN was examined by Western Blot. Immunohistochemistry was
also employed to detect the expression of PTEN in the kidneys with aging. Results: (1)Compared with 3—-month—old rats and
12-month—old rats, the level of PTEN protein expression in kidneys of 24—month-old rats was higher than that of 3-month~old rats and
12month—old rats, as examined by Western Blot (P<0.05);(2)
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With aging, the positive percentages of PTEN expression in the

kidneys were increased, as detected by Immunohistochemistry (P<
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0.05); (3) With aging,impaired angiogenesis was found in renal

tissues of Wistar rats. At the age of 24 months, the glomerular
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