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BE hCG BrEx 5T HFRicis\WTIMAEET o cathepsin B, 2SI @ € BECEHEBN L5 —v R
RLooBbT 52 b ¥ MELEERCHS VT, HFBROIRBU~0ABROERN BEErALrCSH
Teit, AE 3 ABRESREBB T 5 prostaglandins (PGs) oS> ¥REF L. THAbLLRAKR
B, £EAEKCEMB L hCG 100iu #E#HIR L v 5L, BRCR U EHSH L v BRBERCHERL L
AV F A4y v60mg HBEE L. F0%6~208McEsMcBBEc X »IIR¥HHL 0.1% Triton X-100
MBEERAR B T Tk 2 A4 X#£3,0008, 104 ME O L A Lo cathepsin B, &% BANA #EH L L
TRELE. FOoKER, BE6HEMAD IHKEoMIZ hCC o ks HBHE R W THEI L EAROMRE
MERERRD AL, IRMUBTINBRTAOLAHRNoARLERETIRD LT, BERITHE
KESE CIENMBRSHELERL . XERFC LHMEAD LA hok. HEofER PGs 0PI
BA~DBL 2 cathepsin B, EHc X525 — ¥ Y ABRERAEXALTW2 b0 LBRsAS. b, REcs
WCHESBE i 3513 5 cathepsin B, Btk oBEIE LAY RE L L RWoBETH 5 MM 2 X, ABR
EHRB T 5 PGs o5 2 RIRWOBRETH 5.

Synopsis Sixty mg of indomethacin in phosphate buffer solution was administered concomitantly with
100 iu of hCG to mature virgin Japanese domestic female rabbits in order to examine liow prostaglandins
(PGs) take part in the enzymatic process in ovulation.

Animals were sacrificed at several time points after injection and ovaries were dissected and homogenized
in phosphate buffer pH 5.6 containing 0.1%, Triton X-100. Supernatant of 3,000 g, 10 min centrifugation
was assayed of cathepsin B, activity using BANA as the substrate.

The enzymatic activity was increased rapidly during the time period of 6 to 9 hour after the injection showing
the similar change to that observed in the previously reported control group treated by 100 iu of hCG only.

However, in the subsequent time period, the preovulatory drop of the enzymatic activity which had been
observed in the control animals was missing in the indomethacin-treated animals.

These data supports the idea that PGs have an essential role on ovulation suggesting. that they take part
in the ovulatory mechanism through activating the cathepsin B, to digest the collagen substances in the follicular
wall.
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V= X IR O Xk X DA IS\ T
Wi BB DY, SRR BB R S LT
BT R L TIMREBRCE 2 L\ 5 —HED
DRV SR COHEIA 71 = R K IC Do\ TIIVF 72
BHINDEREE D ELBERTCWBBER TH
5.
PEORBLG BB W IRIE 12 30 B B H RS
FDB5% 7R L7 Rondel®, Espey® o 53514
¥, KEBIOe VB kT 325 —% v
BERIEIECBET 5 Bx OME Y% 0, SHEER
R OFHMPHALIID ODOh 5. Bt 4
IRREEERIRaA R O lysosome 104 ¥ b RRHEE R
BlfRFESE ThH % cathepsin B, {E#En KEIRM G
THEINC A TR A B e < & — v R R L
DOBMEL, AREER PR 2 A B
BELTwBE LRBECHELLEY. —F, PG &
BEHER|TH % indomethacin HE5 % 5 T KRE

T hCG B EHOBEIRRIE Xhsz Lvx?, %
7z hCG ﬁ{%—fﬁ@%‘(’%gﬁﬂ@ﬁ* PG 2 EEIRBIG
FH BAE LT pattern R L OOFEIT5 &\

SEE VI ED D PG OBIFBS A DB S 138 <
NEINBEZHATHD. 2 THAIL hCG #

5.4 indomethacin ¥¥5 % T\ BEIRA &I U1 5%

FOIRHE cathepsin B, {E#:OEE) % RefEAY iz
BRI L, PG o [HIPEER] B~ Do
BEtemz Thi. ’
R RS L UHE

D KRB X ORAIR S Jiik i b O Ekt
DEIR : BABHRA S X WA L fhE 3kg
HIROBBALRELA, FHIRL v ABAE
K 1ml w g L7c hCG 100874 B L, 3l
- WTRHE U 9 0.1M BiFsE @ (pH 7.6) 1ml
B L 7o Y P2 v 50mg % BEAREL

o, #5#%6, 9, 10, 11, 12, 13, 15, 176 X

O20MFR Hic &k v 7 & — R T i B L A5 5P
BafiH L.

2) FBERFERHEOTER @ FHIPRIZ I bz 4
ACTEBMARCFEFCE 2L, ¥ovE
BEEAEBICH, B 0¥ 2 BREHNER
ELBEEYXRAE L. FEXROL-IIEEMKT

AEMME3E2 5

30mg/ml DE|AT0.1% Triton X-100510. IM#EE
MiEE®R (PH 5.6) AT 57 r vikeo o4
-2 IhreLHFM1 XL, 3,000g 12 TI04R]
HHREROLLIC FEBRE L LCERA L.

3) EERIEME © WE : AREE a-v-benzoyl-
pL-arginine 2-naphthylamide HCI (BANA) %3
B L L RIGAERY T 5 2-naphthylamine % Fast
Garnet GBC | fk4 X Je4: U7 MATf% N-bu-
tanol \ZTHiH L520nm 1= 3513 2 BHE L BIET
% Barrettd 730 % —EUEIE L TR 238R45 L
TeAEY X DPE L. BITERER DO RE
FIORERIMICRLLBY THD. FHHR
ZED 5 H BANA 2 Sigma #: kb p-CMB ¥ L Ot
Fast Garnet GBC bi%ﬂ%ﬁ\ﬂgﬁ‘l DALY D,
¥ 7o cysteamine | XBFILR TEM A A L.

X1 Cathepsin B, & 0 HIE#EFIH
BIOHRAESR

: (ml)
0.1M phosphate buffer pH 5.6 ¢ 1mM EDTA 0.45

0.6M cysteamine ) 0.002
ENZYME 0.05
Water 0.10

(preincubation 5 min)

49/ BANA-HCI in DMSO (substrate) 0.015

(incubation 5-15 min, 37°C)

coupling reagent 0.6
10mM pCMB in EDTA-PBS
6% Fast Garnet GBC in 4% Brij 35

(10 min at room temperature)

butanol . 1.2

(centrifugation)

spectrophotometry OD 520

BANA.HCl: @-N-benzoil-DL-arginine-2-naphtylamide-HCl
DMSO - : Dimethylsulphoxide
pCMB : parachloromercuribenzoate

4) Ei#l pH OfE : 0.25M FERERWKR I T
RECFAL XL 3,000, 100EEL LI FE A
Akt L L, assay mixture hfE&K D pH ¥
2T, Thefd SBREEOEILYRI L.

KRR ‘ '
D REOMEBFHATR : hCC DL #5 %
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5 e R BTSRRI CHEIR & R348,
SEIDERIC BT hCG FHEBEBKRA v F 24
v vEE% 51315 EI1L hCG Fr 5 208ERT e
7o > THRMBANT b & 7oA S PEIRGILER
Hbhinholz. '

2) E# pH:HBREERS LU BREERY
FRALPH4.0X Y pH7.5xZE B/ pH I L 5
AEREEOEILIIN 2R T&Y T, pH 5.6

M2 FREWE+AECX—FFo ’Cathépsianl 5
Yo pH wX 555
le— acetate buffer —» 1e— phosphate buffer ——af

100}

SOF

relative activity (%)

A1 fo

" . :
4.0 4.4 © 80 54 56 58 60 6.5 7.0 7.5
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R TR B EELE LR,

3) JRH+h cathepsin B, {HtEDEL : hCGH A1
VY N2y EHEO JiEd cathepsin B, i
DRFEEBNIR 1 R L@ ) ThHo. F
MBS SRR ¥ coRRM LR Lo
FIIHHINEE Img QBER) 240 100 HOBE
L LW RARLUBEREELRL, HRIEL
bOFHER X OBEBRE L LR AERYRL
TWw3. R3R3EI®757ERLELDT,

®1 hCG-1 v F A+ vABKERRE
PR B ch cathepsin B, ?ﬁ{?ﬁ@ﬂ%ﬁﬂﬂ‘]%ﬁiﬂ

hrs. ODs30/10min/mg tissue mean+t S.E.M.

; (x107%) (N) .

6 1.7 1.4 3.8 6.7 3.41t1.2 (4)

9 8.5 10.0 16.2 17.3 | 13.0+2.2 (4)

10 17.7 18.7 18.7 25.9 | 20.3%£1.9 (4)

1 13.3 13.8 19.3 20.7. | 18.2+2.1 (5)"
24.0

12 13.3 18.7 21.4 26.7 | 20.0t2.8 (4)

13 11.6 13.3 16.7 27.1 | 17.2£3.5 (4)

15 13.3 13.3 13.3 15.0 | 15.0+1.0 (6)
155 9.4

17 13.3 23.3 23.7 26.7 | 21.8+2.9 (4)

20 14.5 23.1 24.0 24.3 | 27.9*+4.4 (6)
39.3 42.3 :

X 3 Mn-4/bxvxxﬂﬁ&$%%W%¢cmmmmBIE&@ﬁﬁmxﬁ(%ﬁ)
(BB 7 7 7132 hCG DAEEXTFoLMBRC KT 2B L RT)
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M2 % O bt BRIC R LcRBEE, &
Isirh hCG DR LR OB P AFERIEEDE
Br s T TRRLL. NpRED S5 7
whbh?d X5 BEREE L hCG - £ v Fx
v VRIREE S5, 6 FREfE ¥ TRTIREE & FRRIESE
ZARL, DBEBCEEOEMERL. L25
NE DHBIIRBEC I THRE X BRI T
DEWRAZRT Z L7, 10BEEBI TS F b
—ZEL, URISKEHEIES ¥ CrIEREO v
~U R ERR U 72 BR 17 B DA B S IR &2 7
L.
2 =B

BEDPBIG b 5 —E O IR O L 2 B
R H s &, IRfaopRc f - JifasEph i« &b
5 fibroblast rhiz lysosome 23HIMLKE @
multivesicular body ORBH® L AIZE S X 51T ix
5. ThEBHT L ORI BT T 5
25— VERHE R & 7o b R INfaTERR O
BZNPE Shp?Y, FABER o m, <
D—FDZE(LIFEL lysosomal enzyme T H5
cathepsin B, {HiE2 IR E R SBET 5
5T LERED, BN S Il 7 — 5 v
DIRNDOABER OEERLBS 2 RE LIch, &
D=V PG HGEBEEFICTH B A v F 2 v viE
XD BEIRAR A L IC R BRI B\ TR OXIRE
BRI\ TAR bR X 5 g cathepsin By D 4%#H
EIEEETIRZED bhisholk., ZOfRRE2L =
S — 7 v REER D IR ABF TR T O
Hx RT7cdiciy PGs RNABERCYSE fnz &2
mInT.

Lysosome =% 3% PGs OfER iT2oWTIiL,
rat i, BE, B, BRI OEMED lysosome 1THt
L PGF,, 2% in vitro TZ 1 % labilize 3% =
EDRREINT 5., —J hCG {EHRDRR
PRfarb > PGs OZEENT Yang et al. (1974)'0 1
I ¥, PGE, PGF 3tz hCG #45 1= X b HEp
BRI Tkl PGF (3 BEIRE SISk
PTD. FRBIICESRW IR CTLH
IR BT EOESLUTE £5 2
EPBEIRTHS. ThbDZ EnbELTAH

HEMEIE2 &

3 EAEDOERBCE NTIEA Y F A v VIR X
% PGF ofg#pflc X b, hCGC HEHKKET
PifasEd lysosome miz #hn L C X% cathepsin
B, 1% release Shaz Lt ERL, ToHKE
ELTIRE RS T, R3ERDOY I 71X
b s X 5P cathepsin B, JEM: S E D BH
THERBOREMBTHENTES., 2TID
# % e xf, hCG Dm o5 % [Toi Bt
OXBEE (B BEIIEE) & UL TIX X3 DER
D75 7oM< hCG R X b JifgRE lysosome
Fr & cathepsin B, % 6 B B LI EE &
TAHH, ZIFRRRIC Bink k3 PGF X5
labilization % 513 C BE O =2 5 — ¥ v ONR T
HEIN, TORBEIBEREEOET Lk >TH
XN LB I NS . TS IR E O S
CEWTA V KAy VEAREER OB REEN
RBECHELAERCE LW ORI, rat OfF
FIIEMRGI 3\~ C PGE 2[EIE I IPRaRE D
BE5ET2LIND75 A VERILYWEOERY
RAET B LT 5 HREY X E#E T, PGF
cathepsin B, DERBECIERH LT 5Z L %/R
LTWwbEdEx2LbhB. Z® PGE » lysosomal
enzyme FH{EEFEMX, PGE it k) v + FEIH
TOMBHELBIINT B L SHED 205 LRBE
NBLZATHS.
w B

4 BIOEBRIER D O RBIT BT 5 I fantsneE
12id cathepsin B, 2'PEIpEESR & LC RS LTW
5o LRBEMAT bR, Tz ofEfREkE PGs

' DEST5 = LR BT I h.

X ®

L & ¥, BGEE, AF 15, FIE8: 5
ORI B IR R R > FEBE RIEYE. 4 . cathepsin
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3. RMMERE, MR B, FE -, HIHEL : 5
OERE 7 » b IREE o BRI cathe-
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