& b Y% | 7-Pseudomonas sp. KF10 ® K1) — 3 — k& F O % K58 4
BEELARY) —3—eFaxsd sy BOMBEEONMEFOBE

MR REREE AAKE, ¥2EE ABL. WrhE, Al

[H&] PHB (K —3—b FOF M) WEIBME IS AFy 7 L TEHESA TWAYHT, BiES
COPHBTRAE NHBEE N FO BB ENHE EN TS, F/PHBOAL LFHBAR I FOF L 7L
BT A b (PHA) IZ2oWTHRARDFEN LR ENTWS, PHO (F) —3—be Fuxs+2 5 8 i3
Pseudomonas oleovorans YA NICE R T 2E MU RV ATV TH D, FL 13| KERAHME
DPHBZ7:} T i3 7% (PHOY 5% 3 2 /¥ Pseudomonas sp. KF10% H 8 | THIHa4 OPHB4 B % ~ PHO
TREREEMNL toMHEoOBRH EIT o7,

[J7#] Pseudomonas sp. KF100 8 — #0153 ) K B2 M X 0 JRIL 72 £ 18#95g % 10m1OKHE K IR
HL, TOLFEL RFERLE L TPHOO A X SUHEMIZTI — 1 0 O30 CICTHELA, RO Lib
£10°-10'01 B L CREE & LTPHON & % & UEREMICIZ 252 — 7 BMA ¥ % 2x— } L 72,
X =V =r R0 -2 ) BOMMAREHICT 1 HEEL, AML TPHOZ L — bioF &,
BREMICR VY V=R L2V IO - R hbETCIOHRELEEL T, HEEM L, ¥
MLIEECPHBO A% REFE L THEUCEREMICTREELAZLZA, AL X327/ E2ERL
folzdd, HAMEL7-HIIPHORMHEINS Ho. PHBAHHEIES # & BU& (20 C WS TIRIEL 720

AL SPHB 73 28 E DM B — KF10% PHBDO A % RER L + AR MBI KR E KR TF L L I/ — L &R
L T30-CICTHREL:, 2BETF N FIN—LEEIRLTHSAICEDT20%TY J — it
Ny 7 7—THELZZE, 4 0%/ —LE2GL/Ny 77 —THHL 7. &, BFOKTEAEL VD
—ARXF¥ =YL T004AMNCIDBELAMIZE » THIB L7z, SHiEHEL THEUBEL L,
AELSPHO 7 R OB — KF102 PHOO A % RFEIRL T 28T 2 OIS T #EL 2R EEED | iF
LM BN L CTTEAEE VD — AIF v — F L T0-0.5MNaCl DB WK L » THH L. BHEHELT
BREEL L/

FHEH O E—DFP, PMSF, DTTORE IZ0oWTHR A/,

¥ R) WMEMEIPHBSWME X, PHOSMMB R L L ICERRBMNICE -TH ), S FERERARI LY
TNENH46000. 37000DaThHh=-2(Fig.1ab)oF7-FE EpHIZiiEE#KE HIITIZBSTHo 7
Fig.2)o FIEHDOHEIZ D\ Tt Fig.31oRE L 720
e ) v D% F TH 5HDFP

(disopropylfluorophos phate }id PHBZ} % Fig.la Fig. 1b

BEE #0.02mM TIEIZ100%FHE L 72 4%

PHOZ B 12 1mM T b I PH40% 12 94000
L>»MHELEPo/e =70 i ey

77 — L OREH TH 5 PMSF( Phenyl- — 67000 o g
met hanes ulfon y1fl uoride) T {2 PHO 71 #%

BEEO 35 FPHBS MM R L ) bR % — g

S 7o ¥7-S-SHES% BHT ADIT 430000 PP
(VFAAVLA P =) REHEES

LG OREEL b IZIZE L 5V —__ 20000 - .

TR, TN DOERE ) mMgEFEL

A% THRSNTVAII»OPHBHE — 14000 "N

BELEILL, SSHEAE ) Y RE PHB depolymerase BHD depolymerse

M RERICHEES LTwa L Bl Eh 5,
Purification and Properties of Extracellular P oly-3-hydroxybutyrate Depolymerase and Poly-3-hydroxyoctanoic
acid depolymerase from Pseudomonas sp. KF10 isolated from the field of K anagawa University.

Mari Shiraki, Rie Sugaya, Takumi Yashima, Yuka Yamashita and Terumi Saito

Department of Biology, Faculty of Science, Kanagawa University, 2946 Tsuchiya, Hirats uka,

Kanagawa, 259-12

TEL 0463-59-4111 FAX 0463-59-2361



PURBUIGO R R Table 11273 L 720 S O#G R L D KFI0OPHB R 1 LU UAFEE THEE S h

* o == [T L o :tﬁf:})ﬁ")f:o
Pseudomonas sp. S29 PHBGM#RE K DHIA L B CRIET 2 o : 2 i) :
[£%] Pseudomonas sp. KF10(3PHB PHON G i 4 FIAIL THETE2 W TH Y | ﬁﬂﬁawmﬂ%%ﬁﬁ
LPHOSMEREMBL T1\5, WEROR ML LI UTh SHHER OBBI 1 Tk A<
Rlpho Tlo, MBENZO L) ISHAE SN TRRSATVZARILAWTHY | 4KORETHE,

Fig2 PHoptimum ( Pseudomonas  sp. KF 10) Fig.3a

DFP
——— Acelale
——— Phosphale —o— FPHB depolymerass
o] Tris-HCI 1001 —&—  PHO depolymerase
—u— Glycine ?
o B0
> B804 - Acelate °
L P o=+ Phosphate -t -
> 604 e TSl =
E ] e Glycine E 4o
- L]
g 404 <
20 4
20 —— PHB depalymerase : n-oL — - : — —-
+« PHO depolymerase R 0.0 0.2 0.4 0.6 0.8 1.0 1.2
T i
04.0 — 51.0 T sfo 'rto afo gfo 10.0 1.0 Dilsopropylfruorophosphate (mM)
PH
. Fig'3c DTT
Fig.3b PMSF
] J —o0—  PHB depolymsrasa
100
100 o PHB depolymerase —®—  PHO depolymerasa
~ ——#%—  PHO depolymerasa ‘a? 80 4
g -
= 60
> -
= >
= =
3 < 40
L4
20 4
a ™ T T T -v T Fe T v b
0 T T T — 0 2 4 6 8 10 12
v 2 4 8 Ls 10 12 Dithiothraltel  (mM)
Phenylmathylsulfonyifiuoride (mM)
Table 1. Crossreactivity
Antibody
P. sp. Al P. sp.Al P. sp. §2 A.faecalis
PHB depolymerase 3JHB oligomerhydrolase PHB depolymerase PHB depolymerase
Enzymes
P. sp. Al +H tH e +
3HB oligomer hydrolase
P. sp. §2 + + e ND
PHB depolymerase
A. faecalis + + ND +H
PHB depolymerase
P. sp. KF10 ND ND +HH ND

PHB depolymerase

ND: not determined



