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THEHEIEE 30 mg/ml OFHEWRE L, 10KC BHFE T SHMABELTH - LibDORFE
HElG & L, LLEORRBHL, ThEnEARE T —25°C THREREL
REEHANE: BREL AL DI, EERBEESFERY 1ml 4o v BEEE& 3mg
Froklmg &L, ShiC02M %Y Y AHERF MY v 4 (LUF SDS: & #E3E) 2 FL, 30°C,
16 S R1C 530 mp W ki) 2 M &, ZRIBAKAE MR E UTHEL /oo BIEEH D 10 53 T
WEL, £0%HO b SMTRERIT) -,

BEREEREM & UL, FMURER L ml 2 AT 10 SR, hi 30°C EiE
KR TIBE L 7c 235 02m SDS % ik, S EE 06 mg SDS/mg BEE & LT 15 4R
L, BROSTET %% o TOCRKBHA LIz, BFELHEEE, 5x10 M » EDTA % & 0.005M
Y A=V A VEBIBEE TR Lie 7 > Ty 7 AG26 55 A EAL, FUEEERTL
B S.ml DEE THEMBEE T SDS #BREL K,

Mg {CKBik|: €7 » 7y 7 ABBEOFR R 15 ml) 28w, Thx 24850 T—h%
3~20 mM & MgCl, 2 & A 75 0005M . b ) A—-< L 1 v EEIEEK (pH 6.08) 500:ml iz % L T 4°C.
TC—ETENM L Tz, MW &L Tho—HF%, MgCL %#& %4, 5x107*M EDTA > & AR UE
TR s U CRBICENT LA,
BIEEOSBRICROHE Me?t % & T RIEER THEI L B CldR &%, 7o Mg?h
B A TRRE TN U RS\ T, BTRIc A U RER L 2 Rk CE D THED
LFERSERCEEE LSO, FhERB TG BT, FERME S iSSR0
Lo RBBR O MR ERIC oW T b Ake b o wi Ui, @%, BEEMRTE 200 mg &
HE, FVERS T 20 mg BEEOEMG 2R HEN 2nl 2 RBEC L b, BETRT
T 2~10mM @ Ca®* #7213 Mg? %z THE2ml L Licd 0% 30°C ERKECO727,
R 30°C O R 0.5M 2 ) o VIR (pH2.0), FEEAEEE (pH 3.0~45),. b V) A-< L
4 VIEBEER (pH55~68) #7113 b ) AR pH72~85) 1ml #i1%, & 3ml CKE
LR, RIGEBERLZ M2 CpHE2BEX 520 I > THEHDT, hrbIERKI 104
B SMEREE 02 ml s CRIG% &, 10,000xXg T 5 SRl THEa» 8w, hhb
BIRE DD 7 mrAna-x 2 =L ACTIEERY B L 72, EEMRSEOFRERC 0°C T
EHI 5M RS 0.2ml 2fn gz CEU Il S MR HH L B BB - T s Ui,
BIEERCEOEOER: ELFECTHMELEE I 20 CREL 0D it THML
R EETNEUBREERYREEL 1o, EABERONECIX Lowry OJFEED & fv, MiE
TAT I VvERIBELLTCEOEREETEL .
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b, BIRCEBMTRLIOR, 25 L THEL BRI SRR Lo TEDLREBEL
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JREOEEBIFFCE»r o, T OMPSCIIBIEEIMBEELEFCECEETEEIART
WA ERRE IR, B, ZoFEMERERYBRASER CREICHEBEMAL L BEEE
CERR O, BROMBNOHEMEL RO r e, 3) KBRS I BERELE &
AERBNRT, L0085 » B0 MESBTBICONT, AA7 7 FFra ) vik
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H/ml, BEEENEERC KD O W E
(0.6 mg SDS/mg BHH) &M % (pH 6.08) iw#EHT L T H ALz R




WIRES MEE O & & Bl 13

$£2%& SDS THMBUCEEMBEREOMW®E &
Mg+ BE ORI

Mg?+ & ica 4 fig B [ R s, EWME
(mM) (%)
REMETHE — — f:1
SDS BREHE* — 100.0 1:1.1
3 41.3 —
Mg+ & X % F bl 5 82.5 1:0.92
15 87.2 1:0.95

* Ty Fy s AN X SDS BREERDOL O

bhichrofc. —7, SDS BREBORURKE Y, 3~15mM O Mg* #&A 7 kit 1% &K
(EDTA 2 & Fi0\) HENT 5 &, #130 5RICE H 23 U CRTER RPN RNER O Ik
FHEUK, BT Mg 2mM DT iR AEEU v, 15mM THRERCE I D
JEE D 85~90% H kil & L CENR & fc, LAaL, Mg? 20mM % Co#MmTE, Thilk
DEUULR BRI hs o Te, ¥ A TRIRBTO W p & Rl & Cln e, EmEE kAR Y, I
B CREABOERAEL L Ch5008Bb bR (82%F),

4 BREBORBRUBRLBOBRTHICSZIHE

MRREWRE® Elo&iciE+% 4, SDS#HRELIOLTLHEOEEIXLEOLD
Lo TED, S pH3 T LD 747 VIR BT AEEDETRNBL S Lo o,
L OREREML pH3 14 TR AL D pHA3 CIHL L Abhish o T,

—05, —EERL IR Mg R 8L BERCEN TS 2 L Lo THRBIELES
X, BBLLE ORI ORTpHA R BT B IEHOEANI L, b LR L
BB LICE EORBORMOMAE R L (IR, Zhb=F0RY SDS WEOME O
BEREES 100 L L URLEDOARE LR THD, CORRBRBNA X5, pH31»E 35

$3M EAMREBEOBEIREE L M2t BB ST 28R 0 pH
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FA4E BEMREREO SDS BMR O Mgt BiLlo
BREECS 2 5HE, TFEEIRCBT

58 Cik, BEARRO Mg? i X 2 BIER L bIEc K& ikinl, ThEfh
BRATORBI { 5T 85~80 BUF 90~80% BETH 51, pH401 Tk Mg i & 51
Tk 64% DOIFEEICH L CHBAR Tk 46%, FicpH 423 ik, FhEh57% BN 15% &
ZDOEI—BREL o T 5B, Fie Mg Db bt Ca¥* #HWcBAw b RO RER
Bohi, —F, Mg* 2 X 20 ¥ 7@t o sV 5 L C, SR E 0 O BR o OGRS
2 5 F AV B MEL T RERBRIL D 5 o Thobb, TR0 pHEIC I T Mg?
LU Ca?* 25 mM OFENTHTHRIBEEB LA, Th X BERE TR EN RS HER T
BH oz,

Iv. & =3

MR L T B BER & X OREN, PRI S O M o B OB L 5 L 5 ic
I H O, EFEBMBEACTIEROERRIEZTT CW3MALMDREENRS - T, LB
Lo TERNEVBRIPNBIDTHA S, BMEBEEROHEFOEMBL LT, L) pHoRELS
WILPEERI O LTI L HBROEEL D L O DE, 2) MHREEESEEOMCFEEADOH B b D
RO 3) BERROEBEOSMRTTEC X 5 BEMOBEENEL LIS,

Conway & Downey® 1. Xy, IFHERMAND pH 1%56~58Th5, LirL, Z
BRI B OB OV CHIE L i Tl 52~54 Th- 1o (RFEHEF — %), MilAAD
PH REEC Lo Th2F Th botcb T2 &, ZOMEOERIFRMED 0% LD
(1, 3IX), Z OfEXZRIBAKIFLE OB 2 RASRE & 1 R RZR L O btk 2 Bl
BOSBRE L Lo—Femt @E1LHER), 202 & filafo pH b & - TEZEOE
ARG INETEEOS L Z L 2nTdDEEbhb, —F, Conway & Downey® i
I e pH L, WEMBETH - cBHE L X OMOHETHM - el O L OREITIRD
higv, 2O ERELFNE, FBEOFERLCEECIMEN pH XEF /b O T 524
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i & E 2 bhfilarn pH ZLic X » TBEROBEENELT B &L OB v, BRIENE:
FHEDBEOFLEC DN, ML CRBERG Rl L EOBREE & k-
T D & & ROKBERS I BEREENR Bbhinw 2 &b, KEEHEHEOFEET
HAREMIELON LS, LL, KBEEI»OMESBICEL - EAEFI LBROWE
HIZAORTELT, RSB MELYERTLIOLELLR D,

BR, BREOGHERECREL L, £1RCALAZ X5, BRIFVETCEE - T
ED, MEACRCTOHEEL CHEET RSN, S0Z Lk, TOBRNBEIREL
PIBEEX MR L T2 EEAEO—BTH A THERETRTIO L Ebh b, SDS MK Mgt
X ABREEDOEMDOTRL I OEL ¥ AFT5 LR, WEMBEOLET L 5ERE
MREROBEL LIERT 5 L Bbh b,

<4277 XA<OMRKECIE, BEE2EE- TH5 ) REAERAEBEFHOMERC L - T
BRIEE L EAE TR TS 2 L8R T 5%, BBORMEMS CHEE > T3
W\ Th SDS UEDOMBREFRBEOZ LR EDEELDLIB, Thnb SDSRRESRL
L&, Mg™ O\ IREETIHE S R LB R T Lo BRI/ b :E2bRD, T pH3
MR CIRABRMEHOEE () L EREMEHOLESE (—Ho7 s VB oMCBE
SHEANET 20N LT, pHA X b 742 VAITRESEOME & ABMNHBL 705 7%
DITTELRE L TEBIIGT b5, —7F, Mg OfFETTRRNTRICRT LD,
pH 3 fHL Tk Mg?™ L ixEBIthiC BBV /R L & A a1 E 5, Larl, pH4 X 7
AHVEICE, RERVCEAEOMAER N Mg* OEBH XA L THEAT B2, HiH L
2EOAEMD EbH D % Mg? OIEEMNTHEHER MEORBLETOEMEERTT 5,
ZHOLT, MEESAHEE L EOEOMOBEEE L LTI L LinA S, BRMEREYR
TR IO L5 e AEE OB ROLO L Bbhb, SEOERIC T, BRL
TR FARE RO Mg?t i X B TR TR RIBRRC iz e Mgt 2NEHIC b % W B 522 &
RO pH 3 (A CI B Ui £ % OB & Mg® 12 X o TIIB L 7 BURH O FE 18 28 AR AT O S0k
WU THRAERUMEER L, 202 Lk Mgt BNERERE L BIREOREAHEILO b D

L P L P
Q
-Mg?* P ~@ "Pe @%
M gz+ DD ®
+Mg* -P@—- @ PQMof- or "88
pH 3 pH 4
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THD, ZOXSHERRENTBRNEEEZ R TOR I ED 2{fi» 57+ viZL B
bDLEZLRD,

—RCEE e MROK TIRBIEE s BEREOFB AL, HARBECKE/EGKEL, BE
FREFERERBREEF LRV EELOATHEY, —F, BEMBEOUBIC L - TID L5
TAEAVIE S h S &, RN 2flir s+ v RN L THEALET A L LT RI D,
CORRLLUTHEEORERLLND LO5RRBILIXEZLLRETHA Y,

V. % 3

BERFAIA 2 R U CGROS 8 5 &, pH A4 PR i KiE M % B o Bis B O fess R H%, Bl
BEEOBWREIVERSICEES,

BB R E L e b Ok, 79 ) LBREEF F Vv & (SDS) IT X » TEARDE
Weinh, —BHMLICLDRBEM D SDS #REL TLAREM L /s b7c w48, SDS kE
iz Mg? OFEETICHENT 2 L NEM O & 785,

BRRBOREI T, BIRESBEROERIZL & ORI bRTHBENCH L v, &
KiEMZ pH3 M L7 b, pHA X b 7 A Vi Cide{ElEEY 5 Licd, Mg OfFfETT
BB LU icb o Tk, FEREO LI bNTEEROEIET <L, pH4 fE ToFEE
o220 oodEofErrd,

RO pH EHMBORBIER L HBEE L OO OE It D EELZBR D
2%, MR HEERESEONE Y Lk &, TOBEROEENRLRL I ks, UED
IOMBBT I - T, BMELBEEOMCH S ET A LR I h TRV EH
zZbhs,

X ik
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Summary

Upon the disintegration and centrifugation of yeast cells, the phospholipid degrada-
tive enzyme which has its optimum activity near pH 4, was collected in the cytoplasmic
fraction, together with majority of phospholipids.

The cytoplasmic fraction was solubilized readily with sodium dodecyl sulfate. In all
cases removing of the detergent did not lead to the precipitation of solubilized materials.
But, More than 90% of the lipids and protein in the solution were precipitated in the
presence of Mg?". The ratio of protein to lipid in the precipitate was slightly lowere
than in the original materials.

In a solubilized form, the activity of the enzyme diminished especially in a region
from pH 3.5 to 5.5, thus the degradation velocity of phospholipids was about 85% at
pH 3.14, but it was only about 15% at pH 4.23 of the original materials. The activity
was partially recovered by Mg?* precipitation, however, it was 95% at pH 3.14 and 57%
at pH 4.23 of the original one.

The present results seem to indicate that the interaction which depends on the
electrostatic force or divalent cation bridges between enzyme and substrates is essential
for the activation of the enzyme. From the above results, it was conjectured that the
activation of the phospholipid degradative enzyme in frozen thawed yeast cell is due to
the new association between enzyme and substrates which was caused by the rupturing
of the membranous lipoprotein structure.



