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[H9] AEmiiciE s ) e adilfl (BT, GL) &7 U +na ) YIRE (BT,
GP) B’EHENTEY ., TNODOIRIEET AT VG ENKRGHEL, ) ke
LR IINEROWHTEG R HEN EICIELH L L HEESNTWA, GL &
GP OWFH VT 2WHFE L LT, BB HIERF AR Y 28— (LUF, PL) 2%
HFME SN TWD, LALAEYS, TOEM pH P EMIETH Y T
(pH 10-11 &£ F) 1B L T, £2C X DIR#HIPHO pH 35T GL &
GP IR IR DA ) — =V T % 4T 5 7oo T DFER, Streptomyces sanglieri
Al4 R HINBEE AN ERET A 2 L 2 R L2 AHTIR. AREEOH
WHIZOWTHRET B,

[F2Br75] Al4 RO¥EEE L SR E KA T L2 0<3 bF 57 4 =12
LR R 72 HREEE MO CGRIERIT 21T 572, 512, ¥/ A4
IRNT 3 X O LC-MS/MS JRFTIC & 0 . BEET2FE L2,

[0 L £22] A4 BRORE LG 720ml L), YHF 27 VI NVITINT )L
o —)b (LUF. DGDG) (2x§ % ILif{EDs 32.2 U mg-protein DEEFE % #4720 SDS-
PAGE ST D5 H, AREFIIH 29kDa TH 1)\ pH 10.5, 45CHIETHRANEZ
RU. GSMEMEA SN pH F CIEM AR L7z AREEIR>ARA T 7 F V08
Y (PR PS) I L TR EWiIEMEE/R L. DGDG AT % Kk 1X PS @
45% Th o7z KEEFIZ 264 7 I VPSR EORHIE Streptomyces
albidoflavus FARA AR Y 78—€ A & T1L1%OHFAMEZHFOZ L bh oz,

Characterization of phospolipase from Streptomyces sanglieri A14 and the
hydrolytic property for glycoglycerolipid
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To establish enzymatic synthesis of bioactive phosphatidylinositol (PI) from
phosphatidylcholine and myo-inositol, we previously obtained PI-synthesizing
enzymes by mutagenesis of inositol-accepting residues, W187, Y191 and Y385, of the
Streptomyces antibioticus phospholipase D (SaPLD). Since the isolated PLDs
generated PI as a mixture of positional isomers among which only 1-PI is the natural
one, the current study developed strictly 1-PI specific variants by mutagenesis of
another four inositol-accepting residues of the W187N/Y191Y/Y385R SaPLD (NYR)
yielding PI in the ratio of 1-/3-PI = 76/24. NYR-186T and NYR-186L emerged as the
most improved, achieving 1-/3-PI ratio of 93/7 and 87/13 respectively, at 37°C.
Structure model analyses pointed at G186T and G186L mutations to increase rigidity
of the accepting site, thus limiting the possible orientations of myo-inositol. Further
structure rigidification at low temperatures increased the specificity of both variants to
1-/3-P1 > 97/3 at 20°C, with no change in PI yield. The two variants show different
thermodynamic mechanisms of specificity increase and, very different thermodynamic
behavior compared to 3-PI specific PLDs.
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[# 3] Ethanolamine oxidase(BL T EAO)X, L% J — V7 I ¥ (LT EA)DEEL
BT I 2ALBUS % s 2R TH . AERE WS 2 & THEEMIZY ~
FE DR HEIC e %o ARWIFETIX. SRIRE S. racemosum HIR EAO DILE
FRRREEREIR I X OREREMAT 2 HIY & LT, EAO ORFMML 2 2630, LRI
PERER 7 & OV RN 24T o 720 X512, VRS T T OVIRITIC X D BE
ST 5T I MR R HEE LT,

[9282751:] EAO i#if5¥-® cDNA @ 3'FK¥i I His-tag 2100 L 725, FeBi~o
% — pET-24a(+)IZE A L, E. coli #fiE & LT EAO Z WARNIEHL S &7z, Ml
fa i K A © HisTrap 1 7 & % H W TR 2 EAO (LT rEAQ)DA# 2 17\
PEREMRNT 217 5 720 £ 72, EAO OVAFMEEAZ ML, BEAIT7T I v 4 F 25 —¥
(LT AOX) & ORI 2479 & & CHRERMICMET 27 3/ BREEIiE
L7z

[ & #82] BRI OME, EAORHFEKRT IV ENV D EALED
BRI 7 I Vo L CRWREREA /R L7z, 720 EAICKT % K,=0.847
mM. V,.=6.99 umol min"' mg-protein’ % P& L. <D MIEHIE drthrobactor
sp.HISE AOX DF 14 fmid o 720 X 512, EAO OV ARREE T 7V % BEA AOX
O & U 724G R IO IR 2 B R — e 2 oo
T I BRI ICHE LBV DL L b ol BFE, SN ORILICEL
TR RN ERIRH 72 &R DTV 5,

Heterologous expression and characterization of ethanolamine oxidase from
Syncephalastrum racemosum
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T 2H L VAHEEZIRETS00TH 5,

(RWFFEDO—ERIL. RMKIESE - £ PE ER A BT Fe s M2 CHME L 720)

Control of enzymatic degradation of biodegradable polymers by
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