2-—Db

L5 A=)

IEBBEATRERNEERNEORELEELT £
BOZRE - FERNBBEAHDEEZBRU T 303, Bl
L HBRD TRRNBRECOBERTH 5. BE
LizBOBRIIEREEB 5 03, SHRVAVAL08R
POORBBLBETHSHPEALE in vitro TDR
FRoE LE B & U CINBROBA SRR T
BEBRRE 21T - To

HRBE

% 3" medium & L Tmodified Krebs — Ringer bi-
carbonate buffer (m—KRB) #Hu07z (K 1)

wicFEER (A 2) Rdin Thb, Huoikk
+ 503 A BB O IIIAD A7 & ¢ A H ic BRIE Tl
L7-IRB ORHIER X D needle puncture IEDET .
5 LTE LN BRI EMAsNE L LD
IREET40~ 40.5 B CO, incubator KL THEE L,
germinal vesicle breakdown (GVB) ZHif¥ L7z,
i, BFERERECHLHEEBERELIDELNL
¥k A ZiRIT T0~30ARKE L TEE L BARRE S
%, 2~3mlOm— KRB %#MZ30¢ 103FHEL
L, ETHEIA £ LERAMIEER OB, Z0%k
EBBABD FERED medium 2 M A 300 g 103N
T3 &0 D BB RIEE 2 BT VRENICTEEE 2nf
Dm— KRB HiZ suspend L72o TDFEER L D20~
WU EPY, HohLd7 7 4 vA4VHIEAL
72 0.4mf@DOm ~-KRBIKHFEAL, C1%ECO;, incu -
bator PIT 3 BfElAT55#E U T capacitate S ¥/, T
ot FAROEERAMZ1I0SREICEE, aceto
lacmoid EEEITEVEFEAORELHEL /.

HARER

#1i3E MIOBRARBKETIERTHD. AR
Ao 1 ~1288 ¥ TEaE, 13~1608% &8k
BpfA, 16~37THE T CTEHEBFHLEL, ZThZTRIA,
6 A NMADEBALOEEIL 7co IRIZE 4550, 29
fd, 60O 144 BB LN, Z L TL~405 B
s 12RO KB DR SN B INIR VT, Th

v RBRENZRESRMG CH T 5 ARG

ERERNEEFREMRARZHE
# £ E-BR T X E

¥ HE Al FE R

Zh22M, 18, 40D ELErBEERL, TOD
BECOEHRIID /S — v M3 65.9% Th-T. %
DHDIID S B T DI TV L 2D OIS LAk
EA#~/. Metaphase [l & T L T 7D iLIRTH
T 9@ 3 ME, HEIRHICIR 3 M 1@, BEHTRE
4 @2 @0t 16MH 6 H (37.5%) Th-fo £D
GV, ZEHIR, Metaphase [ ZRDBEY TH 5,
£.2 i3t FIROEASZHEICET AR TH D, E
BRICZIEEER (B U F- BRI Snfao4fE, HEORHA 8 M
EHRII6HADESMATH B, ZD D BEFOEADR
BoNDIREgL 68, 6@, 7HEOH19EB9.6%)
THD, 70D bEER I OBERIEER LB
Hzhzhso @, 4/, 5EOF4E (29.2%) T
Bote TOLICARAMICL DZERICENDY,
URRAHT (25%) A (43.8%) LHERHER (75%)
OB TFEARICHALHRBERENAD b,

EBLEYN

COfEREm— KRB ISHAENE LERREL
THESCTHHHam — F10, ZOMMD medium ZHV
HWERHARTBE ELELRVERLVAS. Ll
ORI SREORE RERICRESBHEZLDT
B0, SO OEAZREESORBOZN
EHATES > TENTWAT LML, 361K
Z4EIaD7id L GVBD i AEE {45720
iEE L OMEPEIh TS, T it b
HETEIE LD I mediom bSOBBEMERE
BEO&MIDH 2 EEZ ONBEETHTH S,
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Stock sol.l (500 mi) :
NaCl ..................... 3319 mg
KC[ ........................ 216
CaCly» 2HyOreeeeeee 150
I(H2 :PO4 ............... 97
Mg SOy + THy O-evveeeee 174
1% phenol red - 0.1ml

K. 1
Preparatio

Mixture . Stock sol. I, 83.35nl

n of the medium
Stock sol.1l (200 ml) :
NaHCOq 2600 mg

1% phenol red:-- 0.04 ml
(iassed with CO; for 15 min )

Note :

Glucose

....................................

St rept myCin ..............................

Penicillin
Na—pyruvate
Na—lactate

100 mg

+ BSA 4mg.ml ( Just before use)

The final solution (mixture) should be sterilized

filter sterilizer.

. 2

PROCEDURES OF FERTILIZATION
IN VITRO OF HUMAN EGGS

Collection of eags
from large follicles
(needle puncture)

l

Culture in ¢ CO, incubator

40-~40.5h

i i ' egas in medium

i

» Insemination

[ 10h

Fixing and staining

-261-

Capacitation of sperm

/\soerm in medium

3h (5% €0, 1n air)

through a



Table 1. Maturation in cul ture of human oocytes in a chemically defined medium

No. of oocytes

No. of immature

oocytes at the
Menstrual Showing cytoplasmic Matured stage of: No. of
cycle No. of degeneration after to M11 oocytes

insem -,

(days) patients Cultured cul ture (07 ) Examined* (o) GV . Deg. MI jnated *

1-12 11 55 22( 40.0) 9 3(33.3) 3 3 24
13—15 6 29 18( 64.3) 3 1(33.3) 1 1 8
16 — 37 11 60 40( 66.7) 4 2(50.00 1 1 16

5 5 48

Total 28 144 80( 55.9) 16 6 (37.5)

GV. Deg. germinal vesicle or degenerating; M1, M1l. metaphase of the first and second meiotic
divisions,
a"'Oocytes showing cytoplasmic degeneration under a dissecting microscope 40 hafter cul ture were

not used tor examination of maturity or for insemination.

Table 2. .Conditions of penetrated amd unpenetrated oocytes 10 h.after insemination

No. of oocytes penetrated

No. of unpenetrated oocytes

With enlarged at the stage of:
Mens trual Noof sperm head withmale
cycle oocytes Total but without and female Mi1l

(days) inseminated (97 ) vpolar bodiesT promucteil GV,Deg. M1 (with PB1)

1-12 24 6 (25.0)% 1 58 10 6 2
13—-15 8 6(75.0)% 2 2 0
16 —37 16 7(43.8) 2 5 5 3 1
Total 48 19(39.6) 5 14 15 11 3

GV.Deg. germinal vesicle or degenerating; M1. M1i. metephase of first and second meiotic
divisions: PB1. first polar body.

#*Significantly different (P < 0.02:X?% test J.

T With the exception of one oocyte which had indistinet female chromatin.all the other oocytes
were at metaphase of first mciotic division, .

I First and second polar bodies, and penetrating sperm tail(s) were clearly recognized in these
oocytes.

§ One ococyte had 2 male pronuclei and their corresponding sperm tails.
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