/B2 SR.E Chinese Journal of Cell Biology 2006, 28: 587-590

http://www.cjcb.org

ABERR fRR £ R AR R BB LA E M R 1%

ERE* T E i &
CE-FBERKFRME MY F80r=E, EHIK 400038)

BE  AMEABRLASARETBRFRET 6, Bk RERFARERS, AR
LR R ATT B3RS, BRIAMER, MTESLTARBAR L meF ot LA F et
TTHR. 41287, BHaBELARER ¢ LR mi04Fie, @miod Kbk, B &R THK
—%., K19 #2 PCNA f& &R I% 16 f B tm R 3 AT &K, K19 6 &K 3/ 1aix F e, 7 PCNA #9 & &3¢
fids F A%, & Fmfa BT S Heh it e s K294 11%~23%. F EARIER 547 R 9 &K bm o
G H R Fo ) S4B, Bk, ABEASAE LA mipiE A TR ST G@EER. Bimiet
A oA e S M Aot 5k AAS R A38 3R ), @mIRA KRARSF, M EiZmitf ey mAb 4 IE4 A

AL

K AN

S AT A R AR BRFEDRAN OR T A B 0 75 T A 4%
HELAEN, WRARTA BRI MR FIRE O
BRI SRR AFEE R B 2 T E 0 B
ATIR BRI E 2 —, HAABRKPR 2%
BIMPE R . RUEAME BESE DR I HRIZ™M . MR L
B ML G SR RSN S AR O RERI 2R — 2, B
KAF R VIR S I KRB — 2 . XA RE
FH R I A R R A AR DR R BEA T A M
PRSI FE I AT ORALE o o PR AUE S5 SRR 5T T4 it
17, BATF A &g T AR AR R,
I X IAEY R AT TS

1 MRISAE
1.1 #

FIERIE SRR AR B 8 = F B K FEHHT
ERdr=r, R, 5 HEE, KRIIESIF.
1.2 FABRLEERARSE. EFRTEE

O A& FEURBRER R, TR BY 460 89 HX
i, BT HFEMTA] 0.01 mol/L PBS E¥E)E, &
PRI (Leica 22 7)) FATAIHI 22 EE . 0.25%
JBE R (B PR A A IR AHEN 4 CE s, /NOETR
FRZE, BB AEA 1 mm® EAMHLRE., BA
24 fLBCH, I 10% /N (i3 B DMEM-F12 5%
FH(Hyclone A l), 37 C 5%CO, 340 55 5%
WO, 3 EAHZ EEE (Olympus A B WL,

R LR R, YRt

BRI A 70%~80% i, HRZE AT, &
KR EA—EHENARAARE 25 ml BT 5
FREHSAINENET 196 CHREATHF.
1.3 ABELEMAMNER. BFRUREKHLE
o RHIEHAINE
MRHF—FEREMER, MAE 10% M-I
) DMEM-F12 853534k e 1557, REMAEMR. WA
FEE 5. 10, 15, 20, 25. 30 AN E LK
B AN S FE 40, DLEIR 40 M A (A 4 2RI
1.4 K19 0 PCNA 7 ffiE b R 4R By ik
WMEHESES,. 10. 15, 20, 25. 30 R4
R, A)F % 40 fufk 2 (immunocytochemistry, ICC)
FEARK W H 7 K19 F1PCNA (IR IEE L. BPTAKI9
FMEHAN PCNA W HRUE LEEY TREARA
Fl, G A M Ak 2 e ek 2 A A s P L AR R
ARERAR . MHHFEEEE, ZEKIE.
95% Z.F%E. 85% LW, 15% LEE. 50% LAz
msk K4, 0.01 mol/L PBS ¥, H& 1%H,0, ]
PP 95 A A B LA BEL PR U M o A . 5% IEH
12 1M 15 min, 433000 K19 F1 PCNA —41
(1:150 ¥4 CiIRBEL® . 0.01 mol/L PBS it

Wk E 1. 2005-09-06 B2 HH: 2006-03-16

BT AR AR EFBINE (No.2004BB5251)

*SERMER . Tel: 023-68752942, Fax: 023-68753462, E-mail:
zengyijun31d@163.com



R

IR -

i, A EHUR 1gG/Bio, 37 C 30 min. JEE
Ji N S-A/HRP, 37 ‘C30 min. DAB(Sigma /2 &])
W BEWIREIR K . R SRIE . PR R
JT i Mg,
1.5 A& L4 Aa 40 A B HA 5 F RO ZE

WAL IR 5. 10, 15, 20, 25. 30 104
M, LIRS, H 0.25% M RSN
b FWHABEMA 0.01 mol/L PBS, MITHIK
WRE ] 100~107 A /m] 48L&, 2 000 r/min 5
min, FF LiEW. VUEMAN75% LRERS), 4 C
TRAT o« W —HLRE S A 18 IR R % LB B B L
FHITFT BT FH 7 40 B (BD 28 51K 1 444 40 ff = 4
i JE) A 1) o A A
1.6 fiE LR E BRI E

WEIEH S5, 10, 15, 20, 25, 30 /04
M, A HHEARK AL S, H 0.25 png/ml BK/KALE
fbFE2~3 h, WKATJE 1 500 r/min 10 min, % Fi&
#. 0.075 mol/L KC1 K2 20 min, 1 500 r/min
10 min, 2 FVEW. N @ e Bk, [k
30 min. [RIFEJ LB LIEBE S, o RlEAT
F U5 (Giemsa) Y0 f1 G Bt Bk, HACYH Ik
FE30 N AU, AT R AT RO B A,

2 H#HR
2.1 ARELERARRIESF BRI ER

AILRPUIRE f5 24 h FEA A KR KE. 48 h
O] LA R R S 2 A0 AR R B rb i & ok, OF
Wk 1) DY R . SRR FRYIAEK 5 REAG BN
Re BN 25 ml B53E /e, M 2IUE ALY bR
A HOFFAE . Ho AR 3 AR, ARAEKEE, &
PRI 2~3 RATAEAL — IR, 1 3~4 RATER— K.
BEAKEATER, O30 ARCRESVRIERT 25 ml 40
HOFRFLAR A4S . (HA B SR AL, *
BRI AR, 2RRE 1),

AP AR 2R, BAREFRIERESAH
FfL 15 A B HE R PR P A R R (1 2) o T AR B T
SRR BTN 55%~65% , 13 W 40 I AF B 3R AR
rh R BE ) B LR E
2.2 AELERMAMB K1 F1 PCNA BIFRIEU R
R B A 53 7 1 50 Y W 2%

ICC 45 %ok, #4R41i+ K19 #1 PCNA ¥ f
ANFEREFE R, o K19 M3IA F AL 1 B AL Ty
¥, M PCNA W FEAMBZTREEI. K4,

MEIER AR RE . K19 JL AR TR M T
A, HEXEMXED: M PCNA {XAERAR
oA Rk, HERX BB, SRR
MR 2 o S B 50% AiAi. LRGSR BN, 4
Fu B A 4k BRI ShREVE R RS e 3 e . IXAE
2 ff 5 B o> A AE L AR BHIESE (B 5) . RE SR
BoR, #R4MEF G,-G, B4 & S E T 65%~
68%, S 11%~23%, G,-M /5 18%~21% .
2.3 MR RAMIRE R ER

FARG AT BRI 45 B R, 5. 10,
15, 20, 25 130 FRYta ik RAHR BB a5 H 5
WK 44~4T7, 45~47. 43~48. 43~46. 44~48 Fll
43~47, KEBIF A IER 5K, REERECH 46(1&
6). MASMERERY, ZARREAEDEN
46, ALY, ZAh 46, XX BRAHFEYE
PR KNEF RGNS, RGBT, %
S EAR GRS FF G PR, TR RN B R
B 40 B e e AR ARAL(B 7). [RIE, AT RLIA R 254X
B I 40 0 FR) 388 A% 22 R AE AR X AR E

3 it

AHIFFULE A 00455 1861 FH 44 9 RAR A 9T
Heml BTz RS EL, JERI R A AR
AR A T I — A A A, REARSE R AR
MR LM RNES, HEHBEEZARAATE
ZEI AR AR AN R ST . 45 Bk, FIEMEIA
I ZE (L RILE ) I K F H #L ) DMEM-F12(% 10%
N LTS ) A0 L 3 7 v mT LA S N R A £ L R
gl PN PR 5% N P g MWk S (S P
FRE bRz, el i FLAR S IR SR E A Al e AR K
AR R AN R KR HTE . 7 4h, fran st of
MR, AR R AL B ()t AR R R, RS
THALBY B AR AR B, — MR FH B 1) 1. b 1F % 40 g
BEIRm I B, IXFEA REtR MBS L Al gt
HRS T

TERSMEFRTE MRS, Fral RN EbEE
AR E G m, AR 1 43 BT RN e 2
MR R RMINE BRI, ALK KT 2K
FHESE B W7 ki — AN BULAMFAES-T . Bl b,
K19 R BT FERA RS HAZ0 MUK 70 AL RR A, g e ea
T A FIECH RS DU U8 B T 1 i 40 3 A% i
A E; PCNA 7L 40 i A 1 208 R4l i 4> 34 45
O DR G TR L vy S5 U R P S |






590

SR -

FIAZAG ] RE b5 BITIRCA IR L B A, LA B SE A R A
WA K. B, ARSI I AR SIG £ 1 B2 4
PR FE AT 5 B 2R A0 L ) 5K

WA AL B . S RIEEL K
GrACSRRR . HURE o Tabs . G VRN i S5 3 90 A
EJTIMISEA T, T BLA ARG F R A0 RIS
THEATAHXRE AN R, w DAREAOR B A 40
WA AR B, R R R 2
A AR R . e B AR AR S

L R

SZL#Ek (References)

[1] Kuo IC. Curr Opin Ophthalmol, 2004, 15: 311

[2] SEEEW. HHEYEL EREAR, it dbatE RN
TE BRI RR 2B At ARCRE, 1995, 52

[3] $ESCUESS, LHFIFWMAIL TG 4R, W8
VIR BOR R $E, 1994, 505

(41 XIWEE, ABROAGLF, ALt NP ERIREE, 1992,
201

{51 5B .
1995, 40

ARBF R T FHER, AEnt: JLatthi i,

ZRMMI LD AR TR 2 TR ? MR (4
& LREFEFLTICA AR ? 555 KEEiE

Tamai Y et al. J Cell Biol, 2000, 151: 563
Yew DT er al. Life Sci, 2001, 68: 2987

Establishment and Biological Characteristic Analysis of Corneal
Epithelial Cell Line from a Human Embryo

Yi-Jun Zeng*, Jun Yan, Tian Yang
( Department of Cell Biology, Basic Medical College, The Third Military Medical University, Chongqing 400038, China )

Abstract In order to construct the stable supporter and work platform for corneal basic research, corneal
epithelial cells were isolated and cultured from a human embryo acquired by legal way. After human embryo corneal
epithelial cell line was established through many cell generations, its biological character was researched. The results
showed that cultured cells had typical character of epithelial cells. The cells grew fast and its maximal subculture
frequency to go down to the future generation was 2 days. The expressions of K19 and PCNA could be found in
embryo corneal epithelial cells in every generation. The K19 expression located in cytoplasm while PCNA expression
located in nucleus. The proportion of cells in S phase of cell cycle was approximately 11%—-23%. The chromosome
karyotype analysis manifested that the number and morphous of chromosomes were similar in every generation
cells. Thus, the human embryo corneal epithelial cells was fit for establishing a relative stable cell line. The cultured
cells had early stage character in differentiation and reproductive activity with strong and stable character. The good
condition existed in the course of cell growth. Furthermore, the genetic character of this cell line showed relative
stable.

Key words human embryo; corneal epithelial cell line; biological character
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