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Comparison of the methods for isolating goat ovarian interstitial cells
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LIU Jun,ZHANG Yong
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Abstract: [Objective] Different methods for isolating goat ovarian interstitial cells (OICs) were com-
pared in order to obtain adequate cells for in vitro culture in this study. [Method) The effect of isolation
was investigated in different temperature(dissociation at 37 C and at 4 'C respectively) ; methods of isola-
ting goat OICs were compared by a single enzyme digestion treatment (collagenase type | , [V, X| and
trypsinase + EDTA,at 37 'C) and two-step enzymatic digestion treatment. [Result] The results showed
that dissociation at 37 C could obtain adequate cells and save an amount of time than at 4 C,but remained
low cell viability rates;as a single enzyme digestion treatment,1 g/l collagenase type XI was most suitable
for culture in vitro;as a two-step enzymatic treatment, Group [[ (trypsinase 15 min first, then collagenase
type XI 15 min) could obtain adequate cells with high viability rates, the digestion time and the time of first
exchange of the total volume medium were shortened, and also suitable for culture in vitro. [Conclusion])
The two methods of isolating goat OICs were satisfactory for experimental use by 1 g/L collagenase type
XI digestion treatment and two-step enzymatic treatment (trypsinase 15 min first,then collagenase type X|
15 min) at 37 C.
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R HIERIEE AR SN o) B B 3 0 SR Ji 5T 40 X sk —
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.1 FEHRSEEH

DMEM/F-12 ¥ 32 Wl (R B 1+ 1), Gibeo
BRL /A # 7§ s D-Hank's 3 1G85 4% PBS 2% th i »
YA FHULRAFC ) L DEBR A . T 4 CUKFEORAE . &5 s
AR (1 (1 ¢ 250) . EDTA. 7 4 2F Il % (NBS),
Gibco BRL 24wl 7 il s 15 %5 3 MO R B 5 3% Iy K 1€
25 BT 7= . AR B A R R U W 45 Sigma
(7 it
1.2 WL 5PE AR

INFEOIER A THLH =R ILFEER
J& 30 min PIECH IR ELE T 20~38 CHIEAER T .
Fe6hWNEmELEE, WHEAFR I SATHR.
R R KB AR K
1.3 BEAZELSERMAMSE
1.3.1 e g KHIWEETHEA D-Hank's
W(EHRZR 100 pg/mL, 88 R 100 pg/mL) 5
PR 23 20~ 30 min; SR J5 B A JC A - LI R &
1Y 5 [ 114 &5 2 21 20 R A7 e L 9 I A2 ke s R A
VR B O TR B B T K A5 5 4 11 1) 55 2H 2L 8T 1

1.3.2 Spgmgibesm amied s (DR

. #1301 AT N LA 2R AR AT Ak

WS mL g0, BT 4 ClkFhiH AN

Heilh G A8 SE ki g v a) 2 = 25 R g i i
» B W R 1 e 1 G A 0 R

(OB, B 1.3, 1 b BRGE i 3 43 R 51
WA ARG HAAED 5 mL .08, 5T 37 C
AL B 3~5 min #8230 1 R, W45 4 2111
N GAREETT I A SRS R 8 1590 B 4
3% (NBS) 1§ DMEM/F-12 £ 4 11k . K5
HiE 2~3 min, WS 5 B2 WA CR 2R S
B i) . #mw DMEM/F-12 85 35 W, B 24 4%
Bl F WA AT S o BAL 2 B, IR BT R L
f,1 000 r/min B> 10 min, I A DMEM/F-12 $%
FEW B A P AT o T R PR PO (SRR B BRI
2~3 W, WEEH A )Z = 5 R 40 MR B iR
Yoy K A AN S R

()T ek . B 1 AE A 1.3, 1
rh b ST BR S 2H AT IE AR .

(D2 B HEIH AL, ¥ 1.3, 1 b 347 1 3 43
GRS F AR —FIH ALY 5 mL B0,
249 15 min J5 W AR 09 B3 W 2> & DMEM/F-
12 53R W O s PS5 5 0 — PP IH AL I fk 15
min J5,1 000 r/min B.0> 10 min, B0 2~3 K. Ik
S aE = 5 R I THEC & M 22 Yk A g
LT 28, B ST FH B % WA R R A vk B & 5 < 10°
em WIS 4 40 A R W R T i A DMEM/F-12
B AR 3G FR L rh B TR R WA TH A RBOR .

1.4 RIWigit

L4.1 K1 HS5 g AhFIFMONEAL ] 2.5
g/L B Mg +0.2 ¢/L EDTA JHALWA 1 g/L XI
T Ji Jir it » 4 )4 L3R 5 VR AT PO AL AN T A Y
2% B 4] 21 He 1 R B SR I 30 S5 R 4 T AL B T, X6
JIT A5 4 A T v A R SR, B AR L VR A A 2
1.4.2 X3 2 WS g kb3 AFR BN S 4120, 5 5 H
2.5 g/LREEAR+0.2 g/L EDTA JHfb# .1 g/L
I Bt 1 g/ L IV BRI A0 1 g/ L XTI BL R It
Ji R AT $TH Ak L 2 B A e i S R R, 0 5t
8T AR T X BT A5 4 AV A 4 B R B
WE A Y G A 4 L

1.4.3 X¥ 3 W5 g bR EALUR 2 4
FEiHALEE . 2 P HE Sy LA 2 A, |
oA 1 g/ L X1 B Jig J5t il 38 A MG L 29 15
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ROET A 55 ¢ 1l 5 B 5 ) 5T 40 M0 43 15 5 1 B4 b 15

min J5 W IE A W b & DMEM/F-12 85
FEW .1 000 r/min B0 10 min; A ZHE 2.5 g/L
BREFEE 0.2 g/L EDTA JHAL W HIH AL 15 min
J& .1 000 r/min .0 10 min, & 2~3 K, INEE
DY, A mA 2.5 ¢/L BE AR +O0. 2
g/L EDTA WAL PIH AL R A 1 g/ L XT R
J BT A s [R) b3 T vk e AT R Ak . Mg b a2
GRS B £ W R R T A A A M 3
1.5 DREERMAMAIEF

W A TR) 8 A T v A 3 %) &40 J ) 355 3% VB ) 8 37%
NP B R 5 X107 em P K B RS A 4F 1Y
DMEM/F-12 ¥ F 5 8 TG T LR
T 37 C ARBUE S5 CO, B ARG B 21 F 85
I ML H A RAF O, A6 50 T8 AL O .
L6 tiistR57mE

MERE L 10 pL/mL & AREL 0. 1% & B
VIR IRA ). 88 10 min T & B e 40 i it
115 B = e 0 I S 1 51155 S 1 0 R e S N N T R 7
WCHO . W HOR A W O LA T BB . 3 min
PIE AR N UL TR . LT e R T AN 6
T A0 ML Gl (5 S AR A0 L. TH & 1 000 >4 3
ARG . AN S S/ Yo = CRLEF rb s 41 A/
LT Hh 40 i 80 X100 %%,

2 AR5

2.1 A[E)IH 4L & 14 Xt O &L 8 J5R 48 B 43 8 B 2 T
2.1.1 AdteEfdiax mRIATUEDR. S

T AL 0T A 35 X B S 18] T 200 0 #9916 2808 A
Al g 1 g/LXI R s gk 2 ) 2.5 /L ik
HABEH0. 2 g/L EDTA, #4394 1k 12: 15 5] (9 48 Jfs %4

16,1 @mmita™ A SR T msan m AR £ I A0 T SR A K. Tk
JiioNiioRg a8 2 AR AT DL A5 0 T A R 00 AR (H AR I £
1.6.2 gmpeiEfaym 2 4 40 M ROR RS
R1 AELEMAENLENPEERARS BN
Table 1 Results of cold digestion and heating digestion
THAL R L 2 14/ -
Concentration and type M}j % I ] /min (X105 mLL™1) éﬁi)}ﬂ(ﬁ}pi/%
. MR ethod . Cell viability
of digestive juice Cell count
IERER AZS n 4e s
L5 /L B S 0.2 /L EDTA Cold chemstion 480 2.21+0.48 B 60.00£5. 50 a
2.5 g/L Trypsinase 0.2 g/L EDTA  dififeak 30 2.4340.37 A 45.3146.32 a
Heating digestion
IR AZS - . Coon
1 /L XU s O Cold digestion 720 1.954+0.53 B 95.2542.74 b
1 &/L Collagenase type XI M LIk 60 2.10+0.41 B 90.7743.12 b

Heating digestion

R SVEAE A F/NG PR RoR 225 B (P<0.05) M AR KE FHEE FoR 2 F W E# (P<0.0D . FER.

Note: Values with different small letters within the same line have significant difference (P<C0. 05),values with different capital letters

within the same line have extremely significant difference (P<C0. 01). The same as below.

2.1.2 P —BEiEiiE B — B ALk vk B EL A] R
x2
Table 2

> BRI R ISR 2.

B — g H K 7% Xt DD R 18] R 48 R 43 S B R T

OICs digestion results of single enzyme digestion

TH AW
Concentration and type
of digestive juice

Y Ak B} 8] / min

Time of heating digestion

A H VS =R/ V0
Cell viability

A%/ (X108 mL—1)

Cell count

2.5 g/L JHE M +0.2 g/L EDTA
2.5 g/L Trypsinase + 0.2 g/L. EDTA
1 g/L 1 % i It iy

30

1 g/L Collagenase type [ 45
1 g/L IV 78z Ji it 60
1 g/L Collagenase type [V

1 g/L XI % Jig Ji il 60

1 g/L Collagenase type XI

2.434£0.37 A 45.31%+6.32 ¢
1.5140.23 C 70.324+4.75 b
1.34£0.12 C 86.74+3.71 a
2.104+0.41 B 90.77%+3.12 a

2 ar g, sk, 2.5 g/L R A
fiti +0. 2 g/L EDTA 75 10 15 1 41 i 4k it 38 2
{H 41 B % 2535k 45. 31 % KT 60 %, H 4H jfs %6 B
K OHREMA, RN HHEH THRAEFRH 1 g/L

T 7052 D I 9 A P A5 A0 B 9% R Dl 70. 3200, 52 B A
J K H B> A A B TR AN SR T 1 g/ L
IV 7Y Ji J5t il O A P A5 40 B B AR IR 05 R
86. 7400 AT 90 20 AT K IR » B YR IV 8] AT A < 2



16 P AL AR AMRA 2222 4R CA SRR 2 MO

537 &

48 hi [l 1 g/L XIZYJ Wi AL P 5 0 i B i e =
20 MLIE 225 90, 77 6 A TSNS IR L R
W R 24 ho AT 1 /L IV B RO JE . n]
PA T g/ L XTI Dt il 2 B 58 [ o 4 R 00 R A £

0 I R I B R L HLaT AR AT L A S8 B AR A X T
P — Bl T P 1 R IR A P S e D il T 2 1 TRl A4
T YRR N ) 5 SE K 2 48 b T A JBR AR 1 R R
it 20 F X RN 18] O 24 b RO

2.1.3 2 ¥ EEwAE RH 2 DEHGOH LT
R 3 2HMHENEINNERFRAMS EHR I
Table 3 OICs digestions results of two step digestion
2 LA I AL I B] /min 4314/ (<105 mL 1) A0 % =R/ V6
Two-step enzymatic digestion Time of heating digestion Cell count Cell viability

14 Group [ 30 2.0040.35 A 86.3543.75 a

I 41 Group Il 30 1.83+0.23 B 90.12+3.43 a
2.2 MEBRMAMAEMERATLSEESHLE U

ANTRI T 35 73 5 1 0 SR ) 5 240 M6 11 . Gl O 56 45 2R

FL OGN AN R J7 vk 43 2 10 DI S5 8] 57 40 T 285 19 i 0L ¢
AR DU BE 47 1 5[] 5T 240 i (< 100) 5 B. WG BE (39 B 55 ] BT 4010 (> 100) 5 C. a8 AR F AR £k, L 5X10° em ™ 240 i
W BEHAP T 72 b BE 1% 51 S ) BT A0 (< 200) 5 DL XA JRURGIH AL L 5 X 10° em ™ * 40 I 85 B2 RN S 72 b N RE [y B L8] BT 40 /L (XX 200) 5
E. 2 A5 0 Ak v (5l X120 e J5E it 0 1B 4 1 D T 6 » LA 52X 10° em ™3 4125 B B2 b 5 72 b IR ol 1 WUt B B0 5 (1] 5 400 Jf € X 200) 5
F. 2 B Ak vk e A 5 XTER RS T 4k . L 55X 107 em 3 4 g 5% B 32 Ah 5 72 b T i B4 0% B B S5 18] 5 48 i ( < 200)
Fig. 1
A. Unattached OICs( X 100) ;B. Attached OICs( X 100) ;C. Attached OICs at light microscopic level, cultured at the density of 5X10° em™*?,

Microscopic observation on morphology of OICs isolated by different methods at light microscopic level

72 h after digestion by trypsinase( X 200) ;D. Attached OICs at light microscopic level, cultured at the density of 5X10° cm™ 3,

72 h after digestion by collagenase type X] (X 200);E. Attached OICs at light microscopic level,cultured at the density of 5X10° cm™?,

72 h after two-step enzymatic digestion by collagenase type X| 15 min first,then trypsinase 15 min( X200);

F. Attached OICs at light microscopic level,cultured at the density of 5X10° cm™*,

72 h after two-step enzymatic digestion by trypsinase 15 min first,then collagenase type XI 15 min(X200)

BRBEE  WE R T DMEM/F-12 55 37 ik R
Ut B ) B B ) J5 40 Il 1-A) 52 0 [RJE L BRC7E B
BRI MG 18~24 h FFAR I REE, 48 h YR &4
Wi BE (I 1-B) L AE KRR RT 7~8 do RSP 3R Y
N 2 T 5 1) i 4 S AN MR DU SR 0 A% T L A
AN A B B2 (E 1-C) . &% A ST,
A AR B SRR 40 i 2 18] SRR A AT 1-

D) ARG BE A, 2R 3~4 MR A
M Z (8 1-ED s A I 2R IE (B 1-F) , 28 41 il F
AN B A0 A% A R 1 A0 M 2 R LT A A R
TE R — I T (5X10° em ™ ) R EFE 72 h )5,
H 2 25 B A G 2R g S5 XTSRS ) a3k
fi R B 14 56 R A0 L T A 3 B 20 I A e T AL
2 XT A e D e 9 A v A 2 2B T Al i (O XTSI
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ROET A 55 ¢ 1l 5 B 5 ) 5T 40 M0 43 15 5 1 B4 b 17

it . J e 2 1 ) A5 20 00 40 A 00 BE AR RS B0 BE AL
B E 1-E,F),

3 bhiE e

AR Z B, R 1 g/L XI BRI B A 2.5 g/L
JBEEE A + 0.2 g/L EDTA JHALT HI#GH ki 15
) A 41 M B0 3R T AR TE 2 (B AN TE SRR R ig
o T AT A S T Ak 1 SR D XT R0 g i il 0 b ¥, 9
CIRVR X PS iR i R AR =N ) 0F = B (SR = K 4
IRFEN 2 HPAGH A 23 25 20 A B % 1R g i 0 B
I T 40 35 T AR ARG T 43 5 B Tn) 5 40
MU L ASBEAR . 55 Ah AR e B, H AL T AR v, B
B 3~5 min $£3h 1 UIH AL B0 48 X E o i 5 1)
011 fifk 5 O R D 200 M 5 4 IS8 A 4 e Ak B T HE
HE,

TEAN A A3 B A AR s R ) 3 A R {4
it ) S5 A B IR 2 K K A . DT O 40 B s
i 2 1 R K i AR IR 1R T R Ok
1R 2 LT 1 1) Rt » 5% 2 240 e e Rl 2 1 SOf B 11 L 5
N 200 J 6 4, AT e 0 4 s AR B v A
HALE M 2.5 g/L BRE IS + 0.2 g/L EDTA H
0T FT 15 400 M 4 5 22, (HL 40 S R AT 60%, B
o0k R K, 5 5 RAE A, R g B TR A RS
F% X 0] BB HH T 40 MR I A R S L M N A R
Ot HJE DNA 24, S 8odn g & A R aE
Casslen %5 7£ 3 b it & 7 fin A 0. 15 g/L DNA
il » AT A0S 3% 200 Ji % 325 BH R HR 4 o, il BT 22 14 4 i
WA, ARB P H 1 g/L X B A/ 37 C i
Ak 60 min 2247 W] 1l 53 5 B S R] 5T 40 X6F 41
(8 105 /0N 5 T 3R A5 A T 5% 35 1) B0 55 100 5 40 . L 1%
FRIPIERES . 2.5 g/L BRE F M +0. 2 g/L ED-
TA 51 g/L XIRREBREEA HE 25 4 40 ik T, i %
BB R A TET 5 i R ORISR A i AV N W TR AR S
B, R A T AL S5 A Al iR s H 2 (06 ) 2.
PRT i Jit it 11 A 1) 2 200 B 1) S5 AS 4 Ji 2 1 i X 4 i
(4375 7 5% M K o 53R A 1Y) 4 RO R

HAANMLoBs b B AR e — A R R
THALRE BE A AR XESRAS 2 & 20 M ] T 425 T Ak ik
JEE D) 4 L ) 35 P A A B I A A B R R L
PR B i 57 25 P B R RO KT . T L BR T
TR v 5% U0 5% 20 2N A 30 S % T R ST AN L 1 N AF
i1 4 s BUBSTRA BeF BHR L R T OB BT LS T A Ak
B IR AR AN R al it B . A E R R B
Fehl 1L BRI T ORI 2 A EEI AR R R

Jev X128 8 Ji ) A A 1 25 A T 6 L = B9 S 18] Joit 240 it
BEATVRON I B 58 1 20 T IR R P 0 Al 4 S 4 O
AR R IR 3 19 B OR 1 ) ) B o 45 L LB v
JE SRR 355 2 25 R e S i B X T A
B2 I I A AR A T A B L S B B AN . R
T2 25 il 3 A U5 T 15 200 T 3 R e o R AR AT R
F1% 52 B 2 M T L AFDGF T B — Al O Al AR i (AT
30 min) , e A e XT 2 e i JBR A 0 4 K T
B 6] SiE 1 28 48 b, 42 75 [ 2 1 i B2 T 4 N A D0 BE
A T Sl 1B A F I e XT 28t 2 1 O 4R
812 24 b R B AT A D AN 56 1 de A AR 7

E

WP £ 8] 5T F 22 40 120 B L A [R] 6% A BB L
S BT 0B A VA SR ) B8 SN R R B AR KA 5
JE P . O [ 5 A0 6 AN 3 25 SR 4y S ) 2% () J5 4
Jifg (PIC) | i 8] J5% 240 g ( TICS) | ¥k 2% [ J5 48 Jifd (SICS)
T B S 18] 40 i (HICS) 4 260710 R [ A 2 By B
Ay K AN R SR ) Ay B el Ak O R T — 2
5%

ARBFFELE TR R —E PG Ak, DL T g/L
X280 e A g 43 25 0 S (0] Jo A4 %) 358 R e A 318 A 1A
AR R 5 2 A5 I Ak DL S IR B 1 I R B 2 oy
5L 2 RS T G W RE D 3 S AR AP BE R
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