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i ESTTLEEEmRATERAITRASEE BHAFEREREF &4, FRTHNREE, R
A, AR 25~ 28T, #i% JE 250 mmol/kg, RPMI — 1640 + 10% 1 s i 3# R AL CO, 5 &
BT AEBF 20 RBEE HERAEK, BEHAFREAY. SR80 1~ RAEEH 4~6 K
HREAM T RHFBE, %o NmmP o Aut o LR EhARBE, FREARA,

KA, PR RER b lE; AL R
HE 422 .5966.5;Q813.1

LR, R EHFEERER(TSVDY IR
ZRAHARERALGE RO T EREZ —, #51E
R EHB/REEDN, PERERBHTRR
AR, A X e B ik 5 £ RARE, B
e e A B 3R R, I B AT L 4UAE R
M AEER, A AR P EEREROEM R
FHZRMB B,

1 HEIEE

1.1 REEERS

1.1.1 $MMRIEIRM 40 KRR & RPMI - 1640,
TC199, MEM(Sigma 7= d& ) &% 8 7 B BCH, &+ 3]
RIS mol/L NaCl ¥ HBEEZ 230
mmol/kg. 250 mmol/kg. 270 mmol/kg, 3 4 Fl i
110 [U/ml PG, 110 pg/ml STR, A 7. 5% NaHC(O,
WY pHE7.0~7.2,0.22 pm BALRBRE, 4C
“EEH,

1.1.2 ﬂﬂﬂ?&ti&iﬁ £ | X Hank’ s 5 R EC
BN HES YT NaCIIREN T RETHREARE
R 250 mmol/kg.

WRARE. 1999 - 06 - 19
{E& BT, RBE1965 - ), B, IIIRAE A, WM KA E R #
W, 8, MNEERFEMTR.

MRARIATE. A

1.1.3 ALHLE FEEBAH 0.25% Trypsin
(B /=43 1:250)fE AL, BCH 0. 1%
Trypsin fEH MARIE AL, BT pH £ 7.2~ 7. 4,
0.22 umid BERREE, 4%, - 20T BEFEA.
1.2 XTWRHMHES

B ¥ 2N (ERBE) B, HER. BT
30T $24LEE Bk, & HE T 4 Akl i’
fh1sdm, HEEEFTRE. HEHER(BHEER
) MR PE D R AR .
1.3 $EEREFENERARERKORM

R CO, itE. K% A R4 % I,
FHGES, THBGLEERR, Rl 3 K, &%,
4 FE R, FERTER 1 mm’® EAEHABRE A 5~
10 A EBRAH LU AL, 28°C 4L 30 min, BEHBER 3
W, IF A B RIT A BEESL, BT 3 MIE R &
B3 AR RN 9 fhab Al fu ks R, B AL
B|E 3, it 27 OB RS R R DS 0% 8
A ), HAREE A 1 < 10%ml 1, BT 28T
BHA P HEES BREREE(REERAEE
W), MRS ERER.
1.4 IFREERRRARE KA

MERARBHEEEEEKRNBERD 250
mmol/ kg RPMT ~ 1640 35 35 3 75 J 4 i A itk % 3¢
B mAASmMERESHNN2.5%.5%.7.5% .
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10%.15%.20% , HFALFEE 3 45, it 18 i, W
HRAE KR,
1.5 HRAMmMES

FRBEKER 250 mmol/kg, RPMI — 1640 + 10 %
AF AR AR, B KB AR OFEAM M, 3%
12 MR OISR, R E A0, R 3. 6.9 fRHA B4
K%k,
1.6 feRUIfafEsA RS

TECEZE 6 /4 FrHEA: kIR, A
0.8 pe/m] BOKALGE, BEIFEFR 6 h 7, BREEFE,
AN B 3~ 5 min, S BN MIE, s
B SR LB 4L 10 min, 1 500 r/min B L 10
min, B BET &, Yoo IR 4R B S0 19 % S 40 B 2
AR AT,

2 HB

2.1 BEEMEFEXRAQHMREORN
O Fhabd v, HEFEEBE (28C), MW E
(10% ) BEFRBE(72 b)) —F, 58 EHE 1,

1 SEENBFENROAREKIER
Table 1  Effects of osmolarity and media on growth of prima-

ry cells

BEES EUMHRE BEE/(mmol-kg ) HIRBE/%
Tesr No. Media Ostmolarity Culture density

1 RPMI - 1640 230 135
2 RPM] - 1640 250 100
3 RPMI -~ 1640 270 20
4 TC199 230 10
5 TC199 250 83
6 TC189 270 15
7 MEM 230 &

8 MEM 250 70
9 MEM 270 5

1 RY, PERERERFEARERNEFRE TS
EEGUR, S EFEREFF 4R, £ CO,
REF, EEHIF. HF, Bl 250 mmol/kg NERiE
BEE, U RPMI - 1640 N RIEIEFHE,

2.2 MFRENRREARERKNR W

MFE T HREHERERKBRBETH 250
mmol/kg RPMT — 1640 fEAIER IR, 450
A2.5%.5%.7.5%.10% .15% .20 % HO /N4 3,
HERFREHFATEBERBMMEE S, H00 g e st
B . B A 43 St ) L B 0k B 2 B R A, 43
MRS, SR AE 2,

2 MERENEREREKHER

Table 2 Effecis of serum concentration on growth of primary

cells
M AR ki#knz
2 =
HET MERE/% Cpn mageEs B
Test Serum -
Adhesien Fusion Monolayer
No.  concentration
tifne fime ume
KE B3 ¥ N:3 4
1 2.5 4--6 R . .
No fission No growth
2 TREME TREERE
5 4--5
Less fission Nu covering
3 7.5 34 1416 G0 - 96
4 n 23 6--8 6Hd - 68
5 15 2--3 6--8 G468
) 20 23 1214 T2--74

#2 RW, MM ERE T s BT EASKE
HRERY, EEREK M 7.5%, BHEKENE,;
10% 3 15% B MA f< B AT 20 % B 1 T 0 & Wk AE
UEEWAMA K, KFE 1,2 HikBESEE 250
mmol/kg, RPMI — 1640 + 10 % /M4 i 1% 75 4 B (R
FRRE5 #r L E AT IR BG TR A0 I F £ 1 4 B 5
2.3 HpariEs

MR H AR BETE, 3% 3 0GB
B AN HREFER s GHAKERRSR
fH;64~68 h GHRKHER, FEARBHERER
ARre, FRERAKLEI.

- -

e i Mgl
s TR
L’H‘}g; 8 o ol
Sy - e k ,-'h-;f -2
2 - - ‘*‘.\.
s K

E L 3 _'.';
- g _+_.‘
.._'-cﬁ..‘.-' g - 1

1 E{REARBE{ < 300)

Fig.1 Primary culture cells

2.4 RIS

2~ 3 UG MM, 2 -3 h FFIRANEE.8 h M
REA AN 60~64 h FHRERAER K
HOREREERPL, R 4~6 NG, @REA
RERERH, 1.5~2 h FREATERE 6 h G A BH S
M, 50~56 h KIBEE, HERELEFLHE, 5
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FE KR 7%

REZHRAE 2, £#E7~9 )5, LBEHEHEE
BE, 4R R HE gL ;9 U5, 96 b AR
BB RZ, 5 10 R RA/DRAMILEE, Khg
KRR, o 4ERILE 3.

3.6.9 4B K2k I 4,

2 s {EMEBER{ x 120}

Fig.2 Fifth generation culture cetls

3 9 fREAMBE( x120)

Fig.3 Nineth generation culture cells
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Fig.4 The cells growth curves im 3rd, 6th and 9th generations

2.5 fefCHRR B ARG

XS D 64 Yo & BB B I B MR, 1T
BIEH 58 TR 66 AR ek M, & 90% LA E,
HemghTHAE XRDEEZEIT N 58.59.
62.64, KAl LB E B kB R 66 &, SPEE
AR B, A AR TS, R
FHRL, Rl 2B ILE S,
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Fig.5 The chromosome of Gth generation culture cells
3 g

A AR BB LT, A RAREHR T
HERBRECLTEZREARATFR, P EKSE
BERRESEREREERE EMEKT EBHE
PR T RN RH R, W ATERE
BaEm ML, ST HERENPA ROEBAER, Bt
EXRAVFEREENMARERRE FEEE
PR E LR L.

HEil, 5 AR A EPC (84 E R EAKR
ORISR bR E(TSY), HZ RSB AL A
REME, TREAEL THAEE . EPC RBURH
e, AR GRS, EPC A
SNEHE, E G REFETERMO AR, 2 EPC ¥
RIS NFE, MARALTHE, BESZH
B REF b PR IS S MR I R
%, W SEAR bk EE, k-2 T A MR A R AR

BE CO, BH, WHEERFABEBIRFAEE9
£, 3R, PR S AT B/ RN L
B&EM, XASEAABEEREHHRETRERE
®h. BT IRAMRS, BaiMRIEL CO, BRS
CO, H 3R BIAR, X TR FEAGT.
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Embryo cell cultures in vitro from Trionyx sinensis

WU Kang, XUE Ming — qiang, NI Jian — guo, SONG Xue — hong, GONG Cheng — liang
{ Aquaculture College, Suzhou University, Suzhou 215151, China)

Abstract: The optimum medium, osmolarity and culiure temperature for the embryo cells from Trionyr sinensis
cultured in vitro and the growth behaviors of primarily cultured and subcultured embryo cells were studied. RP-
MI - 1640 medium with 10% calf bovine serum was found 10 provide the best results. The optimum csmolarity
for embrye cells culture in RPMI — 1640 medium were approximate 250 mmol/kg, an optimum temperature
range of 25~28T and incubation in a normal atmosphere. Under the above conditions, monolayers of primarily
cultured embryo cells were routinely obtained with 100% confluence within 72 h and the primarily cultured cells
can also be successfully subcultured under the same condition. The cell kinetic assay indicates that there are an
adaptable growth period in lst—~3 rd generations, a fast growth period in 4 th~6 th generations and a degenerar-
ing pericd in 7 th~9 th generations. Kary type analysis indicates that 6th generation of the cells are depleids in
the chromosemes without transformation.

Key words: Trionyr sinensis; embryo cells; cell culture
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