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尤文肉瘤EWS—FLI1基因原核表达质粒的构建及鉴定 

陈文昭 ，黄 路 z，黄山虎 ，曹 凯 ，舒 勇 ，韩智敏 ，安 洪。 

(1．南昌大学第一附属医院骨科，南昌 330006；2．江西省妇幼保健院儿保科，南昌 330006；3．重庆医科大学第一附属医院骨 

科，重庆 400016) 

【摘 要】目的：构建尤文肉瘤EWS—FLI1基因原核表达质粒。方法：从人尤文肉瘤A673细胞中提取总RNA，以RT—PCR法扩 

增EWS—FLI1基因序列，目的基因两侧引入Sac I和HindⅢ酶切位点，克隆至pMD18一T载体中，转化大肠杆菌JM109，筛选阳 

性克隆作 PCR鉴定 、酶切鉴定及测序鉴定。再将 EWS—FLI1基因亚克隆至原核表达载体 pQE30中，构建重组原核表达质粒 

pQE30一EWS—FLI1，酶切及测序鉴定。所构建的重组质粒转化JM109，1PTG诱导表达，经SDS—PAGE电泳后转印到Nc膜上，进 

行 Western blot鉴定。结果：PCR结果显示扩增片段大小约为 1．5 kh，双酶切鉴定 目的基因片段大小约为 1．5 kb，阳性克隆测序 

结果显示 目的基因序列与预期相同。所构建重组质粒在大肠杆菌中表达出与预期大小相符的 54 kD蛋白，经鉴定系 EWS—FLI1 

蛋白。结论：成功构建了pQE30一EWS—FLI1，并进行了原核表达，为进一步研究其生物学功能奠定了基础。 

【关键词】EWS—FLI1融合基因；尤文肉瘤；原核表达质粒 
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The construction and identification of prokaryotic expression vector 

PQE30一EWS—FLI 1 

CHEN Wen—Zhao et al 

(Department ofOrthopedics，the First Affiliated Hospital，Nanchang University) 

【Abstract]Objective：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 I and Hind m were introduced into the upstream and downstream of target gene respectively．The target gene 

agment were cloned into pMDI8-T and transformed into E．Coli JM109．Screened positive clones were confirmed by PCR。restrictive 

endonuelease 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~ansform ed with EWS—FLIlrecombinant 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 pQE30一EWS—FLI1．Western blot proved 

that the expressed product had the antigenicity of EWS-FLI1．Conclusion：The recombinant prokaryotie expression vector pQE30- 

EWS—FLI1 is constructed successfully，which will contribute to the further research of EWS—FLII． 

【Key wordslEWS-FLIlfusion gene；Ewings sarcoma；Prokaryofic expressionvector 

尤文肉瘤(Ewing’S sarcoma，EWS)是一种高度恶性骨肿 

瘤，其发病率在儿童及青少年原发恶性骨肿瘤中仅次于骨肉 

瘤⋯。原发瘤患者的死亡率达 50％~2一，已发生转移的患者生 

存率低于 20％t 1，死亡患者几乎全部归因于转移 ，目前发 

现，95％的尤文肉瘤家族具有特异的染色体易位t(11；22) 

(q24；q12)，重排的22号染色体上 FLI1基因的5’端与 EWS 
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基因的 3’端相结合 ，产生 1个新的融合基因，编码的融合蛋 

白EWS—FLI1是尤文肉瘤发生、发展的关键ll】，同时也是治疗 

尤文肉瘤理想的特异性靶点 6l。本实验构建 pQE30一EWS— 

FLI1原核表达质粒，为后继实验奠定基础。 

1 材料和方法 

1．1 质粒、细胞和菌株 

pMD18一T克隆质粒 、原核表达质粒 pQE30均由本实验 
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抑癌基因PTEN随增龄在大鼠肾脏组织的表达 

陈俊香 ，蔡广研 ，陈香美z，卓 莉 ，马 强 ，师锁柱z，刘伏友 

(1．中南大学湘雅二医院肾内科，长沙 410011；2．中国人民解放军总医院肾内科，北京 100853) 

【摘 要】目的：研究与张力蛋白同源、第 lO号染色体缺失的磷酸酶基因(Phosphatase andtensin horn0l0gue deleted on chromosome 

10，PTEN)随增龄在大鼠肾组织内表达的变化 ，并探讨其在肾脏衰老中的作用。方法：分别留取 3、12、24月龄 Wistar大鼠肾组 

织(n=6)，石蜡切片 CD34免疫组化染色观察肾组织微血管生成；western blot和免疫组化染色检测大鼠肾组织 PTEN表达。结 

果：western blot显示 ，随增龄大鼠肾组织蛋白表达水平逐渐升高，24月龄大鼠表达水平显著高于 3，12月龄大鼠(P<0．05)；免疫 

组化显示 PTEN在大鼠肾小球和肾小管均有表达，24月龄大鼠肾小球和肾小管阳性面积百分比均显著高于 3、12月龄大鼠 

(P<0．05)。随增龄大鼠肾组织内出现微血管生成障碍，24月龄大鼠肾小球毛细血管和管周毛细血管密度均显著低于 3、12月 

龄大鼠(P<0．05)；相关分析显示，二者与大鼠肾组织 PTEN蛋白表达水平均呈负相关(r一0．761和 一0．613，P<0．05)。结论：随增 

龄大鼠肾组织 PTEN蛋白表达呈现上升趋势，可能通过影响血管生成参与肾脏衰老过程。 

【关键词】PTEN；肾脏；衰老 
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Alteration of the expression of PTEN in rats with aging 

CHENJun—xiang et al 

(Department ofNephrology，the SecondXiangyaHospital，Central South University) 

【Abstract】Objective：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)．Immunohistochemistry 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 

12一month—old rats．the level of PTEN protein expression in kidneys of 24一month—old rats was higher than that of 3-month—old rats and 
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12month—old rats，as examined by Western Blot(P<0．05)；(2) 

With aging，the positive percentages of PTEN expression in the 

kidneys were increased，as detected by Immunohistoehemistry(P< 

0．05)；(3)With aging，impaired angiogenesis was found in renal 

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