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Effects of hTERT gene transfection on the phenotypes of human embryonic fibroblasts

LIANG Guang-ping, LUO Xiang-dong, YANG Zong-cheng, CHEN jian, SU Yong-yue, LIU Yue-ming (nstitute of Burn Re-
search, Southwest Hospital, Third Military Medical Universty, Chongging 400038, China)

Abstract: Objective To explore the effects of exogenous human telomerase reverse transcriptase (hTERT) on
the phenotypes of human embryonic fibwoblasts (hEFs). Methods Sense recombinant plasmid pIRES2-EGFP-
hTERT and empty vector plasmid plRES2-EGFP were trangfected into primary cultured hEFs by lipofectin reagent.
Then hTERT expression and pmotein expression were analyzed respectively by Western blotting. Tumorigenecity in
nude mice was analyzed and chromosome karyotype and cell DNA ploidy analyses were performed in the transfected
and untransfected cells. Results Low level of hTERT expression was found in the primary cultured hEFs. Exoge-
nous hTERT expression of hEFs increased significantly after h\TERT transfection. Moreover, there were slill 46 chro-
mosomes in hTE RT'-transfected hEFs without abnormal DNA ploidy. No tumorigenecity was found in the nude mice.
Conclusion There are no malignant phenotypes in hTERT -transfected hEF's.

Key words: hTERT; human embiyonic fibroblast; malignant phenotype

1
, 1.1 pIRES2-EGFP-hTERT iE 3L 3¢ £ A% & ik #Ak8h
, M B N BE S AR AT Y tm B 69 3% 7k B hTERT
" AR 5
, , (3.
" 1.2 Western blot #8744 hEFs & P& hTERT &6 &34
(hTERT) hFFs.hEF-hTERT ~ hEF-EGFP  90% . M-
(hEF) , hTERT PER™(Pierce Company) ,
hEF , . BCA SDS-PAGE , , )
(ECL)
1.3 F& ARy 4
(30000072) hEF-KTERT .
RO ’ ,37°C 0 2h , . / (3
s 8 . : (023)68754149-8082
. (02368754316 5 min ,

5 2003:08-11; - 2003-08-28 , Giemsa 10~ 15 min,



19 » . HTERT 1749

3

1.4 AKX @ UEM DNA 24K

hEFs. hEF-EGFP. hEF-hTERT s | —m— -
—
1X10°mL  70% N DNA

1: hEFs; 2. hEF-hTERT; 3. hEF-EGFP;

7 Joz M S A
1.5 BRAKXTEBBRER 1 hTERT hEFs

6 ’ 3 2 SPF Fig1 Expression of exogenous hTERT in hEFs
(Spedific pathogen free) s
HepG, s hEF- =
NTERT. hEF-EGFP  hEF . 7d ., i
; 8 . - s W
2 aV i

oo
2.1 plRES2-EGFP-hTERT iE 3L ¥ 48 # 4k & pIRES2-
EGFP = # hEFs mfie 145 % A% =
Lipofectin ~ hTERT

£
. ) »r
g

.
. 2

hEFs G418 3 . =
. hEF-hTERT
hEF-EGFP. Western blot ,hEFs  hEF-hTERT.hFF-EG- -
P hTERT , hEF-hTERT hTERT 2  hEF-hTERT
hEF-EGFP  hEFs, 1. Fig2 Analyss of chromosome karyotype of hEF-h TERT
2.2 FEAREASH
hFF-hTERT . 46 . 2.4 BREGTF #Ig HEE
. 2. 4% 10°/ .8 , HepG,
2.3 AKX AN e DNA 434k : 10074 hEF. hEF-EGFP. hEF-
DNA ) 3. hTERT 0 4,
A B C
800 4 500 800
. 600 - = 4007 = 600 4
i = 300 £
Zg 100 2 5004 = 4007
200 100 200
0 0 04 . g
50 100 150 200 500 100 150 200 250 40 80 120 160
Channels Channels Channels

A: hEF; B: hEF EGFP; C: hEF-hTERT
3 hTERT hEFs DNA
Fg 3 Effects of hTERT gene on DNA ploidy of hEFs

A~ C: HepG, cell; Right:A: hEFs; B: hEF-EGFP; C: hEF-KTERT
4

Fig 4 . Subcutane ous, tumerigenesis experiment in nude mice



1750 25
3 s
hTERT ;
, hTERT )
RNA , , ,
DNA ) .
, HTERT " hTERT hEFs
(>4 ° . ) hEFS
WTERT s , s hTERT
. ’
s s
’
. HTERT
[1] Shay J W, Wright W E. The use of telomerized cells for tissue engineering
[ J] . Nat Biotechnol, 2000, 18(1). 22— 23.
b
WTERT [2] s s s hTRT SGG-7901
’ [J]. ,» 2001, 23(9): 1034—
hEF's, 1036.
hEFs [3l . KTERT
Western blot , hEFs . , 2003 24(13): 1221— 1223
4] . HTERT
hTERT : hTERT 4
. [J1-
hEks — hTERT ° 2003 28(8): 705~ 706.
, KTERT 46 5 o o
hEF's []. . 2001, 20(1); 23— 27.
, 75 [6] Swuki K. Kashimura H, Ohkava J, & al. Expression of human telomerase
DNA catalytic subunit gene in cancerus and precancerous gastric conditions] J] .
’
J Gastroenterol Hepaol, 2000, 15(7); 744—751.
) HepG2 . .
[7 Yang SM, Fang D C, Luo YH, ef al. Alterations of telomerase activity
’ hEFs and terminal restriction fragment in gastric cancer and its premalignant le-
. hTERT siors J| . J Gastoenterol Hepatol, 2001, 16(8); 876— 882.

(R K T

«

»

(FEFHEL AR RANEFEFRESL 6% 220 FERFEARSZE . E AT RATHERE
FAHT . RFFATFHEFE Rt FHESE 6754 B EREKEFWELS & EE &ilaR. Bot 5 F 7
HH 28, NMBENIME KE FE VR ARG TFHES 6 KT, BA ML R EE RN ELF, A RAKE

E¥ A ARUMRSE.

ATBEE AL ZR . ZEGRELE . IRRF R BEF AR FARE FEESR . TRETH hah

R FANSFLEE .

AFALTHCERE 2E AL . 7.8 B, 2 BEZEST TAELAR T AR L. 4

FRVFER EBEESFARR KA HFEARLTEHE.
K T4 AT, & HITH 8. 00 T, A4 96.00 7, B FFA7 BT 5. ISSN 1009— 587X, B A 4% —Fl 5. (N 14— 1277/
R, i % R 5. 22— 26, AF & bF B B3 T E, ¥ B BE SiE 0 BB A,

Huo hb Lo ol KR I SEAT 78 S(XEETLA)
HiE (EED . (03517965258

s % - 030006
E-mail: yhkj @Public. ty. sx. cn



