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v LR (pH6. 0~8. 0), 200mM PIPES —NaOH (pH6. 5~7. 5), 200m
M RN — BRI (pH7. 5~9. 5) Z AV TNENDpHIZIW\ T, IREE37
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M MR — SRR (pH7. 5~9. 5) &V, T ENDOpHIZEWT, 30°CT3
0% FEIALBRL 72t . AR BIBER ORTFIG A RIE T2, Bl2iE, ZEpHOHPALL
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IROFFALL TA5~55COIL FHIMEE 20 T ORISR RENBITOND,
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Bz X, 200mM V> BRH) T LEEK (pH7. 0) 2V, T ENOREIZB
T30 ML 7242  ARUIBF R OBRAFTEMEZRE 5, ZDLEIFELLIT90%
LU EDIEWDEFEL CWDGE . EDIREICBWTERIIZE THOLF D, i
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BEO—FILLT, 4T ER90, 000 (F L Ailik) DAZRABERZ2ENET D,

7B, ERO—FBICHETERITIT N\UAI®R w7~ HUT 7199, 7NV
FItAR vFAHRX NBRC 0668K% T NUAIER Nit=A Tsukuba 42(
FERM BP—10603), W TNZ, LD ZHF BICRTF BRIy T8 75
7% Noda 162BENENEETIHOT, YEHKTHIL, TNHOEEND
BRATRHETHIENTEDL, BBk a— N1 28 6 T5270—= 71U T, KIEW
RBERE DM DO FE THEZ BB TR T ZLHTES,

FNYAIEA NE=A Tsukuba 42 (FERM BP—10603) R Uy T
4% 75754 Noda 162 (FERM BP—10602)1%, ARIHE SR IEIRA
B OTERANO LRIV ZN oL CE-E-RTHY ., 2006454 10 H A
T, MSIATBUE N PEZE BN G ZEET FratEm it 7 —12, frar Tkt Lo
A DT FEDERRPIAGBIZE T 57 F AN E DT FFEI N, ThEh.,
ZH/SFERM BP—10603, XU, FERM BP—1060243}5-&h T3,

RVT IV AFVF —BIZiE, FADXIISEABER L2000 MbN TERY, K
[REIZSNRNA, FADZMBFR LU TR 2RV T I A F L4 —EREELN
o ZNHDORITIVAF U H —EIL, BE TR RIZ > TGS b OB Vv
BHTEDTED,

[RUTIAFZ—BORE-DIA E]

AFEHIZBWC, RV TI AR F —EBORENE N _ EXR570 1 FESED
Tva— L& HEiL, eRudi vk (OH) 2B T 5EILAMTHY, ZDLH73
HREEZE THEAY THNIR Y EE AT LAY TOATIHIT A
BHIENTED, FAIRWIBEIRALAKHED VE X IIEBE DA R T2 a2k
TEBLEABIEEWIE. ATRES THHIZENLIFELLHV LIS, L EARR
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[0033]

[0034]

[0035]

[0036]

WZIE, BIZIE AR )=, =F )= 1 =T aR =)L 2= )—)b =FL
7Va— Nk OT YV ea— VEORRIRT Va—v, Wk xa—Z F3 U h—
M A=A R N Na—REOFEENZET N5, KRB TL, BTV
a—/UULEWIE, TN TN M THREFAGDETH AWV DILN TES,

RVTIFAF U F —BEIFIRDHIRT Va2 — LA O T OREEIZDOU
TIE, RITIUAF L F — B DR ECR R P FIES I, D OBER LA L IEE Y
#O ETCAREA ORWETAN THIUZRARESIL T, HLEIT OV THEEIR
RENDRBBOONDRE THRIMNTHILNTED, FELLIFO0. 5~20%. £V
FELIE1~10% (LA, FEZE02 2V ERY | TRFE % 1 2R $5) O E TRV
bivd,

AR NT, RY T I AR F —BOREWNZIN L0 FERD
FL—hRELIT, BBATNENLF L — MBI E 52X DI LA W THY,
ZDISBRERER T HEH THIUX L EER AT DIIR LA W TH AR
WCHWBZERTES,

Bz iE, =F L P TIAEE (Ethylenediamine—N, N, N’, N’ —tetraacet
ic acid, (L FTEDTAJE#9°%)). 1, 2—Diaminopropane—N, N, N’, N’ —t
etraacetic acid (BL FIMe—EDTA]&#79%) . N— (2—Hydroxymethyl) ethy
lenediamine—N, N, N’, N’ —tetraacetic acid (S FTEDTA —OH | :#9°5)
. trans—1, 2—Diaminocyclohexane—N, N, N’, N’ —tetraacetic acid (LA
TICyDTAJE#%5) . 1, 3—Diamino—2—hydroxypropane—N, N, N’, N’
—tetraacetic acid (LA FIDTPA—OHJ&#79°2) . O, O’ —Bis (2—aminoethy
1) ethyleneglycol —N, N, N’, N’ —tetraacetic acid (A FIEGTAJEF73) .
Triethylenetetramine—N, N, N’, N’’, N’’’, N’’’ —hexaacetic acid (LA'F
[TTHAEBRT2) i E ORI T ANVRURRDF L — RS, 72018, VoA
B2, AV T IREDFF T ANR R DOF L —NEERE TN D, LitFL
—FRIKITAANL T DHEOF I, FESLEUC W TS RESNAH DO TR
BIZIE TR LS LAV B,

EREFL—FREIT, TN ENHM THEEFEA A DR TOAWDIENTES, £
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[0037]

[0038]

[0039]

[0040]

[0041]

7o, Btk —MREKICL > TREMS DRI TIVAF T F —BEL T, #lZIX.
BRI LT AR TIVAFUE —BRFETF LN, SHICEMRINCIT, T304
JRR NS, FAVFIER T, FAUFIERTIER, XYL T AL S
FTTIFERRKDTT BEFNANNIFFHTH—E RONFEBS Letters|, (J&H
), 20004E, 476%, p. 150— 154 HDF ¥ TAX - RAT A=A HRDON' —
THFNANNIV ATV —BERE TN,

RIT I AT —BEHFS R DRTFEF L — MRE DT T OIREIZDOWTIE
ARIT A F LV E =B OR R FEES I, D> OBER T G LR TR
ETHRERA DROEIAN THIZRHIRESIRVA, 4FELLIZ0. 01~50mM
IVEFFELLIZI~10mMOBE CHWHID,

EBIZ, BIRL T Vva— LA LT —  REE T 5282k, RYT7Iv
FHH —BELEMSEDHILNTED, it 7 Va— bW Lniesl —rR
X, TN T M CHHEERL A DE THOAWVAZENTES,

ZDLE, MBI, TOMDOBEIEPLFEL THTHIV, B, 7 ra—bg
PR/ XigF L —bREK, R TIV A F —8 R O ORIEE S TSz H
R RE LT ENLORKEEN TR EREG T LIV EHFEFHIENT
EXAN

AFEHOLREAFEIHOONDRITIVAF T F —EOREIL., FRTHIRI
RO, Bl 20T, W DYA . 0. 05~1000 U,/ ml, FF£L<Li30. 2~100 U, ml
Thd, ZOBREKIZIL. FAD, NAD, NADP, NADH, NADPHZ DO ffiE##
NVFFUE =B AT T TV T )V N—ZF ) —N—RLFRS
ot /L —m— LAY (TOOS) , 10— (WNVARF T AFNAVTI ) AINER=)V) —3, 7
—ER(CAFNT )72 )F TV F MY LE (DA—67) EOMmER KRB R
I, 1 —Methoxy PMSRWST—8 (RN~ ¥ R3K) LB TR AR
W HFT—VEORER, VT BT NVASAIVEOERER)TIVEOWT 1D
U EZEFIRDHIELTED,

—RRICEERIT, RIFREOPHIZED O ZEMD REHEELZIT D0 ZERD
HIROFE 4 OFEEHR A [FIRHC VD ZEBFEL, AR OBEROLZELIZIBW
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[0042]

[0043]

[0044]

[0045]

THWONOEE RO R O DORE, pHIZFHZRES DL D TITRWA, F
ZiZ. pH6~ 10D THREEREL A L., > OB 43 B e 2 DI B IR ES
NTCWBZEREEL, ZORRBEREL T, Fl2IE, AR ARERCY
PRI R 2T B L TEBL., B, 7 k. ¥ =V O A B REEIK. M
ES, BES, HEPES, TES, 'Y, NIV VEDT YRy 77— 7Y —NaOH
7B DTSRRI, RUEREE WL, Bis—Tris propanefB ik, 1I4 >/ —/L
BER R LB T 5280 TED,

B 38 BARTE T D BEDRBE IR DI FE I DWW TIIRHT R ES IRV, FELLIT5
~500mM, EHIZHFELLIZ20~100mM THD, AFHDT )La— A& kO
/ XiTF L — MR R EIR BN T 25618, BRI 55, Xid, #lZid. p
H6~10, FFELLIIpH6~BITHHE L 1= b DK KEZ BT T I\, 7=
— LGB R/ XTF L —MREEL RN 2281280, pHAS B &3 58>
DANDHEEIT, FIZIE, BER, B2, KB T N UL KEL VD L, TrE=T
KEDOFNMZLVpH B O FANICBEEAINHE T D0 M i Th D,

IHIT, TOMDEIELL T, MEIZEY, FIZIX., HALTNID A HEBIT L T
AT N LEOR IR, T X AN EOLRER, vV ILIET VTV (BSA
) ZVea—v T, FEIEEA SLAEME. ST RO L FRIER S
HFEIETHEW, ZNODORIKIL, HOUDRBERIZHIRIML TRV THIVY,

LEMEDFHEIL, BTV DBER ORIFSRM: Mk L OME S LI
L7 % DT, RIT A7 —VERE, EL T BRNICZEDOE
LERRE$TDZEITEVITROIDN, —HRIZ, BN CTEMlAATO 721, @&, N
WREBSHWOND, FIZIE, —EDOER TIZRITILVAFF —EL2RIREL T,
BRI Z DELERIE T2 HIERENZETOND,

[ EALESNIZRY T A% 5 — B HIH ]

ZORRIZLT, Tha— b5k O/ it — MR L LFES LT L1280,
RITIV ARV —L RO T EFNARNI G H U F — BRI TDHIEN
T&ED, ZOREAFTEZANT, Tla— Ak T,/ iiFL —hN_A#EKE, R
VT AF VT =B EEHTHREISNIRITIAF U F — L RIH Z BLES
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[0046]

[0047]

[0048]

[0049]

[0050]

BHTEDTED,

BT, Tha— e mE1~10%, KT/ XidF L —hdEE% 1~50mM D
RETEA TS, pH6~10DFBE K UL . ZOBERITRY T I AFF —
BEREDN0. 05~1000U,/ ml&72DINTHRMT B, KIZ, FADZRE DFfiBE R %
0. 01~10mME&ERDIIITHML THEW, EHIT, MEIZED, BRI, ~vFF
& —+£%10~1000U, ml, TOOS%0. 05~5mM, 4— T/ T FEV%0. 1
~20mMERDIDITMZTHE, ZOREGREHIRL, RV T AF ¥ —ER
Az BE+ a2 LN TES,

ST, BBIZEY | ZOWR OB E Bk RO B HRL THIW, 20X
L THBRLNERY TV AT 4 —BRANL, fERkDF R LGS - BIAN
NTELKLZEMSNTEY, AR DOFIEIZLY, @R G ETH ORI, ZE
IEENIZRY T I A%y 7 — P RIFIZ BIE T B L8 TES,

[RVT7 A% F—BORER ]

T, ZORENFHEEFAOT, BRLERY TV AF X — B2 52808
TED, R ORENELL TiT, BE OBMBERICAVWoN D FIEPERTE, iz
12, FRZCHAT R, BHEIREEIE R, A4 R a~ 5Tk, AR a< s
ST BKIaw T 57k WA av 5T, BRIKEESEZEEHAAD
FETTODBMFEL, FIZIT, TNHOREMTROWT 1 TRELITERD
TRIZBWT, Tha—UbEH RO/ Xi3F L — LN, IFESEDT LI
Fo TR T AR F — B LR ELUIDRB CHBBERIT A2 L8 T& 5, Zhic
FOBEREE O EIR CREE T2 LT REL R D,

EBIZBMRBIZIZ, PCT, /JP2006,310648IZiEH DT T HF VA LI A%
UHE—BIE, A=V R DR IR, BREEE . BT A RH T bm
NI TGT 40—, BRI T A~ T T 4— FNAAHBREEM SR ORER
B, ZHD TROWT N TRELIIHEEO TRIZBWTT va—es
YR/ XdF L —hNREEZ RN, EESEDIZLIVVT BT VAN ATV
S —BEZENMUREB CHEER T 22203 C& 5,

EHIT, ZOREIFEEZFANVT, N = T EFARRNIVU R IEET 5T
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[0051]

[0052]

[0053]

[0054]

EWRTED, FlZIE, PCT,/JP2006,/310648IZF#HDO LT, VT EF VAL
VTR TOT B F N ANV AF U E =B EAS B LIZE), N =T EF L
ANV ERGHIENTEDD | ZOLEISRIZT Va— L& R/ Xk
FL—FREERN, £FESVDZ LTI TOTEFNANAIVFF T —ERL
EALENDTeD | T BDOBER TROGEATIZ LN FIRBERY ., ¥ LA TH D,

ERROIGIE, BERER T TITON, REIDEC, hFTF—EEOMmE LA HE
HEBRLT VT N U LEOBERZ RN ThEW, FEEKEL Tid, pH5~1
OD & DREEIK CHIUTFHTRES A2V, BT, AR N AR RO
PRI R 2T B L TEBL., B, 7 k. ¥ =V O A B REEIK. M
ES, BES, HEPES, TES, 'Y, NIV VEDT YRy 77— 7Y —NaOH
7B DTSRRI, RUEREE WL, Bis—Tris propanefB ik, 1I4 >/ —/L
BEREERTDZETED, SUSRERIIIV D2 DI TH I A3, 1R B3 H
[, AR ELIESREEAH2 H IR EE TROGEAZ LS DD MFELYY,
[RYTIAHF—B O R B O% R ]

AFEHIZBWTC, R TIVAF U F —BORERREOWR | Lk, RV T7I4
FUE—=BDIOTEFNANAIATK D RISHE | DT ZDRMDRY T IAATHK ¢
BEOGHE N5, bbb, [T F VALK T B ROGMH:/Z Ofth
DRYVT KT DU &) ESE2TEEV), 22TV T ZDMMORY TIV )
Lid, Hl2E, N =T EFARNAIL | N = TEFARNRNAIVY N =T EF L
ARNIY VARV AN DU EE T,

FP R AL OFAM X, BERTEMEOBE I A WA SRR T A EE OfEHE
B2 TREREHEAREL, OT7 B F N ALK B RS Z DM DRY 7
AT D OMEZ BT 52 LI 0T, 22TV T2 DD R T7I ik, Fi
ZIE, N' =7 EFAARNI N =T EFAARNIVY N =T HEF LR
DU AR ANARVURERE T D HIERERRITHND, E5 R %
TO72DIT, T B FNRY T IR T DL 1T DZ DM DRI T I (B2
i3, N = TR F VANV KT B ROGHEE L TRl 522 h TE S,

AFPNTIBNT, RYTIL AR 7 — B0 RE R Bl 2 I B4 57D 95
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[0055]

[0056]

[0057]

[0058]

[0059]

SETE PRI LI, BIA R LBIMEE (B E) LRSI TRY., AT kD%
952 S AR TSR BIEME R THE THY ., 2O L5 LA B ThhiZnia sk,
B THHNDIENTED, —RIT, BUKEDOEEIZ Lo TREEMAIL, 7=
A G R (RBA A R G R . 52 St HEA] (514 5 i s Al
) FEAA UM EIEHA (O =A FRETErER) . mrE R E MR ORI S HS
FANQAYR

T =A L S TE A (B A A SR iE Al LI, K CEREL TR AL
RN THY, FIZIE, FREfEHER D5 T-HOBmEEZRETHE, RCOONa, R
SO Na, Rso4Na7‘oe<‘:“7bS‘3%>>:>o

T T FETEPER (BB A A FETE PR LIk, A CREMEL CEHER AL
B5bDTHY, FIZITRETEER O T HOBMEELR, e T U EXETHE R
—NH X, [R'R'RR'NIX (4T E=0 28) , (C_H —N)RX (7 /VF1EY
VU L) BREDRBHD,

HAT PR ETEMER] (= FEiE A ik, BUOKERHAA DL DT
HY BKEEL TIAVDENEHDLEL T, FIRIE, AF T L H (—CH CH
O—)  YNEEY  vafEDxZ AT TV FHERDE /7Y RINRED DY, Hi
ZAE, FETEHERI O T OBMEERETHE, RO(CH CH O) —H, RCOO(
CHZCHZO)n—Hfic‘f?b§3?J5o

S EIE R LI, 2 TR T =3 e F AL O FEHbEb->Tn5
HDOTHD,

FRRFEIEHEA O T TH . KT HA A AL IR & WP R SRR Y 7
R AF U~ OB B R B ST ICEVFELL AV DD, EbICE
BT, FHEAF AR ETEMA LU T, #1213, Triton X—100 [Polyoxyethy
lene (10) Octylphenyl Ether], Triton X—405 [p—tertiary Octylphenox
y—Polyethoxy Ethanols], Tween 20 [Polyoxyethylene (20) Sorbitan Mo
nolaurate]. Tween 40 [Polyoxyethylene (20) Sorbitan Monopalmitate], T
ween 80 [Polyoxyethylene (20) Sorbitan Monooleate], Tween 85 [Polyo

xyethylene (20) Sorbitan Trioleate]. Brij 35 [Polyoxyethylene (23) Lauryl
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[0060]
[0061]

[0062]

[0063]

Ether], Brij 58 [Polyoxyethylene (20) Cetyl Ether], Brij 78 [Polyoxyeth
ylene (20) Stearyl Ether], =</L%.7913 (Nonyl Phenol Ethoxylate)
BREMBZET O, TR EEHEREL T, #1203, 3°— [(3—Cholamidopropyl) di
methyl—ammonio] —2—hydroxypropane —sulfonic acid (CHAPSO)72&
BETF BB,

EREAEEMAIT, 2R E R COEBR AR R T AVWSZEN TED,

RYT A F U — B LR R ETE A R — ORERNICHL1UDIRAL. 3
T THWDIENTED, HLLiL, RITIVAF U —BIZ LD S ET
T HLEICHIFRSEIEHERIBFEEL TOIUEEWO T, FlZIE, RUTIAFTF
—BEEH TOREALAR A EIEEAE S H T 5RIEBL TR,
INOEBEEIREAL T, ARt R EERIFE T TR 7 A% ¥ — B Utz it
TEFHILELTED, R TIAF L —BLfET 5L E ORI E G A O #
JEIZOWTIRAHITBRESIT, FLAIIT OV CEYIZR T R Bt B2 R 33
DOIVDIRE TIHRMTHIENTED, FELLIT0. 001~20%., LVEFELLIT0. O
1~5%DRETHOHND,

AF IO EIEPEANC L2 B R B OWE I B W TRV ARER O
BOVEDOREE, pHITEHTRESNAL DO TIFRWAS, #121E, pH5~ 10D THE
EREEZ A L. D O UEFSRBEERE R OREICRESN TODIEREELWN,
ORZMBEBIREL T, BIZIE, A7 N AR OV IR BRI A 2T 528 T
E5L. BER, 7= TR, oV REOHHESREE K. MES, BES, HEPES, TE
S\ BV NV EDT RNy T 57— 7Y —NaOHRE DT I/ FE R ARE K.
RUBERARMENK, Bis—Tris propaneff ik, (34 — ViRl eE 2 H AT 52L
HCED, BEROBEIZOWTIL, FIZIE, FELLIEE5~500mM, SHIZAHFELL
1220~100mM TH 5,

Fe RYT I ARV E —BOEB R R LW R T 2729, pH7. SR THEHR
FISEITIHFEL R T DD, JVFFELVpHEMAEL T, FlxiE, 6. OLL L7, 5
AT oD, ARINZBNTL, FRRICRIT I A F 7 —EORE itz
BT 2R ELND LA EEERZ FS DT LL TED,
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[0064]

[0065]

[0066]

[0067]

[0068]

RVTILAFF —BiL, pH7. SR, JVAFELIIpH6. OLL L7, 5RH DR
ENIZHOL LD ERINDETHWAIENTES, XL, RITIVAFTF—8
(CEDPISBEATTHEEXITpHT. 5N, JVHFELITpHG6. 0LLE7. 5RMEITR
STWIUEEWD T, Fl2E, 2B EORE (WT BRI T AF 7 —E%
B TE) EENTNIEFRL . o2 M EREAL T, pH7. 5K, L0FELL
(XpH6. 0LL L7, 5RMDGML2D I TRYTIVAF U — B RS E TS
¥HIELTED,

AR O LD FEIGHERIFETE T RO XidpH7. 5RMICTERSEITIZ
LICE AR R OW BRI ODNERY T IV A XL F — Y ORI, FRHTHIR
ENeVas, Bz, WS4, 0. 05~1000 U,/ml, #FFL<i30. 2~100 U
/' mlThHD, ZOBEREKIZIZ, FAD, NAD, NADP, NADH, NADPHZ D4
R, ~NAXUH - 4—TTFEY, T/ —)b, TOOS, DA—67%40D
WA R, 1 —Methoxy PMSRWST—8 (/L R3K) Lk
fLIRITGRFE ORI, WFT—BEDORER, T EF NV A NI EDOZERIT I
HOWT N1 2L EBFELTOTHILY,

EBIZ, FOMORIELL T, BICHRBLIZIOR LA THET Va— L EY
KO/ i3 — MRERZ DM ORIEL IFSETHNDIEL TED, £, &4
T2 EY, FlZX, BTN YA, EEAVT A T T N Y DO R TR
FRANTVEOSFEH, VVIET ATV (BSA) . ZVea—v, T, Hik
WL, FV T RIE DAL R S A RS THh I,

61T, ERROFREEMAFEE T KT/ XidpH7. SR THRISEITOZE
BB B OB R FIEE VT, N =72 F VAN I B3R I BE
THIENTED, #l21F, PCT,/JP2006,310648IZF#D LI, VT BF LA
AN INTHL T T FNA NI FH L — B EASE A ICEY, N =7
TFNANNIV U E/HIENTEDLD, ZOLERUSRITEE Fe 23 m ELT
WA BRI THDEN — 7B F N ARNIDU RELRE TS N v o~ DL %
ZATIZLLARY, B L3578, E¥ EFAAITHD,

[T EFNRIVT I ORIEF K]
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[0069]

[0070]

SHITAFEINT, RVTU A X — B2 50 TOREERBHMERASE T, U7
BFNRITIVERET 2HEb ST, BEBMBIIRHICRES RNV, 20X,
R, LIE, BiRPZOMIERFTOND, HERETIZEENIVTEF AR
U7 OREIZOVTHRHCRES RV, I, ImME T3 FbhaL
RRTEERARTHIENTED, AVDRITIVAF U —EORIT, FHCHlRE
MR, B 2R, KPR 230. 05~1000 U,/ ml, HFELLiF0. 2~100 U, ml
ERBIDITHIMTIIEIN, MRS EDpHIZRAZIRESN DB D TIZRWA, #i 2
(X, pH5~10, FELLIIpH6~9, FHIAFELLIZpH6. OLL 7. BARTE ThHD, p
HOFFEIEL, BTBRESIT, #1203, WABRN ABER) R E iR L 2
FHZELTEDL, B, 718, V= UEOF M REE K. MES, BES, H
EPES, TES, vt v, NIV SBD Sy RNy 77— UL —NaOHRED T Ik
SRR, RV IRER A, Bis—Tris propanef& i, (5> — Uik B2 %
BT HIENTED, ZOBE, RITIVAFTF—VORENHTHDIT Va—
AR L —NRIE, BB RMEY BRI T R A EEFEL T T
T, 1EHIRFE]IE, B 20E, 30F~12045 ., i ELLIT1~3045H TH S, 1EMIR
BV, BlZIE, 20~45CTHY ., @ OBFR UMW O AR E LB BRI T2
EBTED,

REBHIBRMN T BRI T IV AF L F —BEIKIZIE, MR, VR, B, 7= 1,
v avfg, MES, BES, HEPES, TES, B>V, Ny, 7V, WU, Bis—Tr
is propane, A3% Y —VEDEEH], FADZOMEER, RUTIVAF L F—+F
DEELFI THDT NVa— LB exL — R, RVTAF 54 —EB0RE
Kr ALY B A THD R ETE RIS TMEII TOTH R, Fio, B2, kT
RIT A, LAYV 5 TALTFT N D AEOS R, T X AN EOL 8. B
SA., ZVeua—) TS EIFESE T IV, ZOWRAR ORI 2 B i -ong
FHHRLTHE,

RIT I ARV E —BORINZEDEBINE, WHed FIRIZIDREL Th L
o BIZIZ, R T DBBLAFIT, AT —F RO SRR ARK, R
K FVDEERIHIE L, BHLIIBEREmE VS BERNFIESE THIET22L
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[0071]

[0072]

[0073]

[0074]

WCED, e, AT AT NV TERET VT ERAF LA —ERT VT R TR RS
T —BLE YRR ORELHAESOETETLIELTED, Hl2IL, BERE AW
BRSSO RIITIT, N, VB, B, 7= 1, =7, MES, BE
S, HEPES, TES, Y, Nvv, U RUEE, Bis—Tris propane, /34
V' — VEDREEA], FAD, NAD, NADP, NADH, NADPHZO#EER, ~vA
XU —E, 4—TIU)TUFEY Y, 7 /)—)b, TOOS, DA—6TEDBIBL AR
BHFIE, 1—Methoxy PMSRWST—8 (/b <H¥ L RIK) S0 TR %z
BRIR, WET—BEOBEROWT 1O LR EFSEDIENTES, ZThiT,
RIT I AFVE—EBORENFTHDT Va—bE&hex L — 3K, EFs
Bt BFICTHOR EEEAEZEERNL ChIW, $2, LEICEY, FHEFRY
B HBACAYD A TG N LEOR IR, 7 X AN EDLHEH, BSA
VIV RE— L TUBEE EFSETHR, ZOWRK ORI SRR RO
B THEN,

RIT I FHE =B S DERIDRNELITORR, RIT I AHF —EB UG
L DA ORI FIRFIZATOZE G FIRE T D, B 0D SR DO HH 3K
2, RV T7IAF T —F%0. 05~1000 U, ml, FFLL1Z0. 2~100 U, ml&
BRDIDITHMT DT ENGFEL Y, ZOWIR DRI 2 BRRE HRPE FHRL ThE
W,

TTERFNVRITIORETHODRAED &, EFLOAFHIEOTRME, HRIZ
DVWTIFHZIRES R,

[T EFNVRIT I OREREK]

EHIIAFEYTIL, ERREF RSN T EF AR 7 ORI ERIKE
BB, DT EF R T IV OREREIT_ EROARIEE RRDFHITT T
DLEUTREF T L, BRI, R ah . TR s OB WA U< UL B H2 Rt
ELTIRMETED, HDVE, Tha— AR T/ XidFL —MR3E, KT X
IR EEHRIERV T I AR F — B EH TOMEREELFRTHZLLARET
BB
[ /7 BF VR T 28G5 1]
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[0075]

[0076]

[0077]

[0078]

BT, ZNETHRBUIZRI T IV AF L F —BOREN T, B/ IRV T
WAFVE —BOEF R RMEDOK R FTEEZNNT, T B FNARITIA~RITI
VARV E —BERERESETE/ T EFARI T I A AET B2 LN RETH D,

LIF . BB R CVERHNC LY AFRAESHITEARINTHRI 15, AFHOH
WHIEHRIL, 2D BN IV IRES R,

Fhaf] 1

(RVT7 AT —EDOIEHERIE L)

0. 2M Tris —HCIEE K (pH7. 5)0. 9ml, 7. OmM RIT Bz, 7
YFNASN)EER 0. 1ml, 15mM TOOS# 0. 04ml, 150U,/ ml~v
FFUH ¥ (Fya—<ALR) A 0. 04ml, 1. 76% (w,/v) 4—T3)T7F
VUK 0. 02mlDBA WA 37T C TR IA L Fa— 7o, BERITAIIKAL
ImMOEDTAR 0. 2% (w,/v) DUV ILIET AT (BSA, V7 <4L8) 24
A+ 550mMY LRI YT LEEEK (pH7. 0) 1ELIIFFIEB1mMOEDTAK
W5% (v/ V) DF )— N EH T 550mMY LR A Y o AEEH#E (pH7. 0) 12T
HEANUZ, BRI 70 0. 05ml% GHKIZHMN, IBA LTz, £%1. 15ml%
37 CT3HBI UGS E . PUSBRAED D3 D, PUSEHKD555nmIZRiT 2Ok
BEOEE, BIOEHEAWTRIELL, U7 BFAANAIFFHIH —ED
BE1IUR., ERAESRETIZBWTC, VT EF VAN Z BT LTHLE2145
[Hdp7201 u mol DB K RE AT DMER B LT, 2B, ARMIZHITHIVE
A TR SR 1. 57cm’/ umoldLiz, 723, AREH I —HlERLIZbD
THY, IEHERE ORZEOFELRE , pHIZ OWTIIIBHIR T 55D Tidauy,
Bil21Z., Tris —HCHEEIK OO R BN S E VA EL TED,

(RVT A F T Z—B DL EMRER)

RNIT I AF U H —BOREMRERIT, FERIEL ML IZ50mM YUYy
LAEEH (PH7. 0) TEER Y N2 IR S0 CIHRIFITLDNMIHRERE DIRAFTE
P& LI T T o T2, MERBREAT o7t OMEER IR OBRTFIL L | B R
KB ZR1T AR AL A 100% L LTz EDFER & (%) ELTH LT,

(BT Va— LA OR BB R DR
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5% LLIT10% DEET NVa— L EWEEH §550mMOY - FRAEE K (pH
7. 0)EENTENFEL 2, b DX AL EH T OB EIKEZ AT, PCT /]
P2006,310648IZ7e#liDT VA IR\ =A Tsukubad2(FERM BP
—10603) HRV T EF VAN AF U —BEEIKO. 1U,/ mlzEheh sl
Uiz, 723, L L T, Tva— L& maE a5 A LRV 50mMOY TR E i (p
H7. 0) T, LReBRK0. 1U,/ mlzfiRiL7, FEERBWHKIZOVT30TC, 6
B ONHRERZITV, ZORERERUTR U, ZOIEET Va— A LE8Iic
DWTLREILDREPRO LT, KB -5 —211869ZFMDO LT, =& ) — L&
DEEBEEOTMITEERZ RIGSERTWVEEZDD0OB— KB TH L, £, =
B )= AR )= 1= =) 2—7 1 ) — )DL RS L A B

23

DLEELANEL TR RETHHI LD /RENTZ,

[0079] [Z1]

YR E-d BE BRFEMH (%)
AR /=)L 5% (v/v) 75
AR/ —)L 10% (v/v) 74
IR/—I) 5% (v/v) 78
IR/—)L 10% (v/v) 92
IFLUP)a—IL 5% (v/v) 69
IFLT)a—IL  10% (v/v) 83
1-ZasR/—iL 5% (v/v) 83
1-70/s8/—L 10% (v/v) 69
2-70s8/—) 5% (v/v) 74
2-Zas/— 10% (v/v) 88
/B —XR 5% (w/v) 66
(N PZAY=E § 10% (w/v) 71
e ) |2 5% (w/v) 58
F UL 10% (w/v) 62
| 51

PCT/JP2007/052732
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Fhat] 2

[0080]  (HHEFL —FAFED L EB ROMERS)

ImME L5 mMOEFEF L — MRIEE 5 H T 550mMOY - BRREE K (pH7.
0) TN ETNFE LTz, ZhoD B FERAIELEH T EIKEZ VT, PCT,/JP2
006,/310648\ZfE#H DT NUAI AN\ E=A( Tsukubad2(FERM BP—1
0603) HRTTE¥FNANAILAFF — B, F¥>TAX 75754 Nod
al62(FERM BP—10602) HXRYTHEFNASNAILFF L F—BEik ., O
FEBS Letters), (XE), 20004, 4764, p. 150 — 154 #H DT X TAX
RAT 4=4 NBRC 10574HKRIT7IAFL ¥ —EBWEKE0. 1U,//mléL T
FThENRBL T,

[0081] 7233, HLEBFIEL T, FL—FRIELEHLRV50mM DY - FRFEET# (pH7. 0) T
. ERAARERERIEKO. 1U,/ mIx BRI 72, A BRI DV T30°C, 12RH D
IERBREAITV, EORERER2ITR LT, ZOIIICA R —MRIEIZOWT, 3
T R COBRICHT2RENDRBPBDLNT, 723, EDTAOTRIMREE R 1m
MK OSmMIFMDEEIL, ZEMIRITIETEREF ThH o7z,

[0082] [F2]
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[0083]

[0084]

L BB (%)
RIER M) FAutsER  FvoFe FUTH
Not—AHE TS5T59HE HRATs=4/4Hk
EDTA 1 52 86 76
EDTA 5 53 88 77
Me-EDTA 5 57 90 79
EDTA-OH 5 52 89 79
CyDTA 5 59 89 77
DTPA-OH 5 60 89 80
EGTA 5 53 88 78
TTHA 5 59 o1 80
M 32 76 58
FEHip 3

(Tha—n b el —NRERDO T E)

TNa— G THH10% (v./ v) =& ) — K/ XidF L — bR THH5
mM EDTAZEH 5, 50mMOY BEREE K (pH7. 0) 2Ll =
NHOXFERIELE EF T D/ E AV C, PCT,/JP2006,310648ZFC# D
FNYFIBAR N E=A Tsukubad2 (FERM BP—10603) HRI T EF /LR
NN AFUH - B0, 1U/ mlz T F Rz, 7ok, gkpllL <, &
KEEHLRNS0mMOY U FRIEET (pH7. 0) T, LiEEERAWKO. 1U,/ ml%H
BT, BEERISWKITDOVT30C, 6IRFRHIDNIHFEREAT\ N, M FER % DR R
TEPEZRIE LT, MERBRRTOBESRIE ML LR L C, MEERBR S O E P2 5L
EDREREK LRz, TVa— M EE ThHHTE ) — )b R UFL—hREET
HIOEDTAZHIFIH DI LTIV T EF NANNILAFUH —BRIHITKEIZ
REFSNLTZ,

FhE sl 4

(REALSNTZRY T I 4%y 7 — B o flk)
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[0085]

[0086]

10% (v./v) =#/)—nNRO1mM EDTA%EHT50. 2M U RREE K (pH
7.0) 9ml, 15mM TOOS¥# 0. 4ml, 150U,/ ml ~AF ¥ —F (Fv=a
—v oADK 0. 4ml, 1. 76% (w,/v) 4—TI)TUFEUEHK 0. 2ml,
0. 5U/ml VT7TEFNARAIFFIE —EB[FTNUAF IR N Tsuk
uba42 (FERM BP—10603) B3k, PCT,/JP2006,3106487#H DLV ]0.
SmIZIRAL. LHERL T, RUTIUAF & —VRIH (AH) 2RE U, xR
LU T, BEALFIZBRN R T A% o & — B RIFIZ R U7z, AR RHI L
RFRELANIZ DWW, 30°C, 24K D ERMRBREZITV., TOMRE K 2ITR LT, Xt
FRBUANT, BERTEIEANIEE AL KD TWBDIZHL T, ARIHRFNT, Beimit
PR ERIFS I TV,
£y

(RSN T 'FNANNI A FVF =R NDE ) T EF AR TIV
DELE)

10% (v/v)=&/—)', ImM EDTA, 0. 5U/ml H%#5—1¥ (Sigmattil) K&
C7TmM D7 BF VAV 25 (150me) 25 H §260mld20mM. Vo
PRAEETK (pHT. DI, T EF N AN IFFHIH =B [FAAUAIBR N
=A Tsukubad42(FERM BP—10603)H ¥, PCT JP2006,310648!Z7C
#HOLEBY]E1U,/ mlEeb IO BN, 30°CT2H A% =2~_—kL, TLCT
N' =72 FNALNIVL DAERRAHZR U (F0ud v v AZ ) — v T E=T K
K=2:4:1:1, =RV FMA),

TN F Ly 710 (T I3 48 2 AWVTKRTEIT L, B 75 RELE,
BATI A A A 2kt iE [DOWEX 50W—X4 (H') 1754 (1em X 10cm)
(SEL SUSEERAESET, K THEEZ, IM 7TUoE5=T7 CHINSE, B
HEZ LR L2, 7aadi/Vb: A¥ ) —)L=1: 1O AR ST, 2 U
FNAZEHT5(2cmX 15cm) IZRAESE T2, BRRBILLL Craadil b A ) —
N(1:1~0: 1) ZAVTEHEIHEE, N' — 7B F A RN IV B B H RS T
M7= BIE AL . 82mgdDN' — 7B F N AN IV 2R 2157 (INR76
%) o
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[0087]

[0088]

FHD82mgDN' — T ¥ FNANNIV L 2R & = & ) — )L CRASEEL, 52m
gDON' = THF N AL 2 Wb 2157 (INRAT%) . BlEEH,°C—NMR
DOPEMEITSCERBEENOME (TActa Chemica Scandinavical, (Fr<—2), 19
894E, 43%, p. 990—994) t—HK L7z, »<XL T, PCT /JP2006, 31064877
HON' — TR FNARNID L ORI FETII2U,/ mldY T 2 F VAN
FLE—BE ATV, 5Bl ZEAIZ MWD LTI, o OWEE & TH
BON' — T EFNARNIVL 2RI A DT LA TET,

FEhatl 6

(B HE L TG A 0 BB R A RN R D iR

0. 3%DEBRETEREEHET50. 2M VIR (pH7. 5) 2 F 2
PR, oA R EIE A 5 T 2B @KL IV, BIEtoRY 7IvF
XU H —BOIEMERIEEIZ T, PCT,/JP2006,/310648IZFE# DT NUA IR
Not=A Tsukubad2(FERM BP—10603) BRI TEF VAAILI AH
B —PHE R OF Y TAZ 75754 Nodal62(FERM BP—10602) HXky
TERFNARNILFFLE—BIZONWT, DT EFALARNIL RN — T EF
WAV IV AR DEERTEPEZTNE |, LTz, ZORERERIITR Uz, ZDOX
INTH RS ETEMER . R HA T AR TSR S R s R 2 B 4528
CRY, HERREEOUENRSRBOON,

[0089] [Z3]
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N'—AcSpdlzT B REH (%)%
(DASpmMIZH T HRIGHEZF100%ET 3)

FEEEH
TNYFERHE FroTo45HE
#Hm 29.7 49. 5
Triton X-100 (FEAA 1%, MM T E41 ) 13. 2
Triton X-405 (JEAA &, THIATRIE) 11. 1
Tween 20 (FEA/A 4. ML BiZET 3 H) 7.4
Tween 40 (FEAA 2t FIEMFET R4 H) 11.0
Tween 80 (FEAA 1%, FISCMZET 1 H) 11.8
Tween 85 (FEA/A 1%, M HpiZE T 118 11.9
Brij 35 (JEAA 1%, FNSHIZET 41 8) 38.6
Brij 58 (JEAA 1k, ST <4 ED 4.4
Brij 78 (JEAA 1%, T 23 E) 7.3
ITIT913 (A A AE TEE4TE) 12.9
CHAPSO (ljfE. BZ L2 &) 17.0

M¥N!'—AcSpd : N'—FTEFALAULI D

DASpm: PTEFLALI

FRYUAIBRARK: FTARYFIER "= A Tsukubad2 (F
ERM BP—10603) HRIT7TEFALRAAI L FHFF—F

XY T4 FEK . FY T4 HTTF7T75% Nodalb62 (FERM B
P—10602) HECTEFARRNI LV FFIHF—F

Fhat] 7

[0090] (pHEADIEE e Bttt R R DOHERE)

pH6. 5~7. 500. 2M UV BEEEIRAZ I ENRRLT, ZhbDBEEIRE A

W, BTREDORY T I AF L F —BOREHERIEEIC T, PCT,JP2006,,310648
IZFEHE DT NVAIER N2, Tsukubad2(FERM BP—10603) HET7T
TEFNARNIVAF VT —BER R R X T 45 75755 Nodal62(FER
M BP—10602) R TEFNANNIFFLE —BIZONT, FRRYTIV
W BRIV R R E ., LTz, FORREERAUTR U, ZOLOIpHET. 5
KDLy, FE R MO YER R BB BN,

[0091] [F4]
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N'—AcSpdizx T BRIEHE (%) %
F H
BROBX P (DASPpmIZX$ B RIGHE100£T )

. 7.5 29. 7

INJAZRER N\t =Aa 7.0 19. 9
Tsukuba 42 ; )

.5 11. 9

e e .5 49. 5

FooT48 T5TS4 7 0 34 8
Noda 162 ’ )

.5 21. 3

MKN'—AcSpd : N'=TEFARULI DV
DASpm: T7TEFALARNLI

Ehi i 8
[0092]

(SR ORI EpHE A A ML A B 7o B R AL S RN R OfeRR)

0. 3% D TritonX— 1002 &H 9 50. 2M VI EREEEIK (pH6. 5~7. 5) 25!
L. HIREDRY T I A F & —BOEMREEIZT, PCT,/JP2006,310648IZ
FEOT NYAI RN\ E=A Tsukubad2(FERM BP—10603) HEI 7%
FNANAILAF L H — BRI OV T, SRR T I BRI R E
 BEBUT, 2O REESITRLZ, 2O XS TritonX — 1002 ML, 2> OpH%E
7. bATE T DT LITRY, LRI E R MO YEH R BB O, 2B, VT

NDOFRFIZBNTH T Ny I PUG LR DTz,

[0093] [Z5]
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BER)T7IVICHTIRGHEX
0. 3% (DASpmIZH T HRIGHEE100LT5)

PH " Triton X—100 o - e

DASpd AcSpm AcSpd AcSpd Spm Spd
7.5 3 ) 51.0 36.7 29.7 3.5 0 0
7.0 )| 38.5 19.5 19.9 1.4 0 0
7.0 ) 18. 6 7.8 7.8 1.0 0 0
6.5 Pyl 25.8 9.4 11.9 0.6 0 0
6.5 #hn 15. 2 6. 1 7.0 0.5 0 0

¥DASPmM: VT EFARNNLIV, DASpd : VT EFARNLI VL,
N!'—AcSpm:N!—F7EFLAULI, N!'—AcSpd:N!—7&F
NWARNVIV, N8e—=AcSpd :N3.—T7TEFALARNLITY, Spm: A
NI, Spd P ANV I UV

BB, WThORFIZEBWTHT MLy VARG LiehoTz,

Fhitsl 9
[0094] (RUTILAFXIF—EEEHETIRELHAND, OTEFARITIVORES
% )
13k

ME S (pH7. 0) 50mM

DA—67 0. 05mM
TritonX—100 0. 04%
TIAETFT R T A 0. 09%

Ho3ks
MES#&E# (pH7. 0) 50mM

T RFNAANIF XV —B (FAAUAIERAEK) 24U,/ mL
~NVA XV —B (BEEVYEHENK)  15U,/mL
[0095] AEFEAEA CHIGRRLIZD T BF AL AL EEH125nM~500nM) 410
p LIZE 13R3K80 u LARAIL . 37°CTHARINMRL T, HV T 2HIE30 u LETR
MU, 553 B GER =% D658nmIZ BT WG EEZHEL . ZOfE REKI3ITR
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L7z DXL T, T EFNANNIFFIUE —BEAWERKTCOTBF LA~V
VBRI ED RN EICRE BN TEAHIEN DI -T,

Ehas 10
[0096] (RVTILFFLH—EBEEHHTIHRELHND, RBEFTOTTEFNRITIV
DOHRE T, )
M‘lé B3

TESKEMEK (pH7. 7) 50mM

TOOS 1mM

TritonX— 100 1. 5%

KCl 70mM

HET—E 300U ,/mL

TRAANE AT H—E 3U,/mL
5 o3ks

TES#&&E# (pH7. 7) 50mM

TritonX— 100 1. 5%

KCl 70mM

A—T )T FEY 4AmM

DT EFNANNILFFIE —F (F)AIEAHRK) 24U,/ mL
ANV FFHF—F (EEVIEHENR) 15U,/ /mL
TIALF NI A 0. 09%

[0097] RERKIZY T EF L AAYLIL (32nM~500nM) Z ML TFHEEL 72306510
wLIZ, H17AIE80 u LEEFIL, 37°CTHHMMIAL I, FEVTH2RAIK30 4 LE
54 &7 D550nmIZ BT BBOCEA R EL . 20k RAKAT AL,
PUT, VT EF VAN A% H =R RETRRBTOVT £ F
NASRNIVERET HIENMTERIERDI-TZ,
PEZE L ORI mTaEME
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[0098] ARHOLZENFEEZFHWT, Tra— U bEMmk Y,/ itk — MAFKERY
TIVARVE —BEEGHTHIRENNEINIERIT I AF U F —BRH % | 52
TFECH ORI BLE T 5N TED, Fio, AFEPADLE R OB R F k%
FIWT, RETEMRIERY T I AL ¥ — a8 T2 RE R BN RSN R
VTV AF A — BRI BRI E T ORGICRIET 528 TED, EBIC
L OTRFARY T I PIE ARSI A AR TR T DR BLE T 52 LN TES

o
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0-1 = PCT/RO/134 (SAFE)
COFRESNIMER LT DDA
HEHZBT 587 (PCTHAIBD2)L,
0-1-1  |[BRIChoTEREE, JPO-PAS. .
0340
0-2 E RS
0-3 HBEAXIRBAOSET S PCT- AB07069
1 TEEORRILZER mﬁﬁmiﬁﬁﬁ% SRR
ST EY T BHC L TS
1-1 oﬁﬁ%@%% 0030
1-3 FREOFTF
151 | BREMEOATE IPOD (M)E%ﬁﬂ‘r#’ BUIRN BFrEYSHitto 4
- (IPOD)
1-8-2 | HEEHBIOH TH HA&E 'r305—8566 FIWEDSIEHE1TH 1Fih 1
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SN AN ui@gg%ﬁ @#ﬂﬁﬁéhhﬂ‘) TRAARVT—BRR VB LE
G s BN ‘%:krﬁafvmb\fmw REROME 715,

HRYTFIL A ~ﬂf75:pH7 55!&7%11@)% é)@é;&%ﬁf@#@(&ﬁ“a FERTE6~8
DTN ERIROW E 5 5,
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Documentation searched other than minimum documentation to the extent that such documents are included in the fields searched

PubMed, JSTPlus (JDream?2)

Electronic data base consulted during the international search (name of data base and, where practicable, search terms used)

C. DOCUMENTS CONSIDERED TO BE RELEVANT

Category* Citation of document, with indication, where appropriate, of the relevant passages Relevant to claim No.

X SHUKLA O.P., et al., Polyamine oxidase from 1,2,7,9-12,
Acanthamoeba culbertsoni specific for 14,16-20
N8-acetylspermidine., Mol.Biochem.Parasitol.,
1992, Vol. 51, No. 1, p. 91-98, abstract; page
94, left column, line 7 to right column, line
15; table 2

A JP 7-194378 A (Fuji Seito Kabushiki Kaisha), 1,2,7,9-12,
01 August, 1995 (01.08.95), 14,16-20
(Family: none)

A JP 2003-116539 A (Kikkoman Corp.), 1,2,7,9-12,
22 April, 2003 (22.04.03), 14,16-20
(Family: none)

Further documents are listed in the continuation of Box C.

|:| See patent family annex.

* Special categories of cited documents:

document defining the general state of the art which is not considered to

be of particular relevance

“E”  earlier application or patent but published on or after the international filing
date

“L”  document which may throw doubts on priority claim(s) or which is
cited to establish the publication date of another citation or other
special reason (as specified)

“O”  document referring to an oral disclosure, use, exhibition or other means

“P”  document published prior to the international filing date but later than the
priority date claimed

“T”  later document published after the international filing date or priority
date and not in conflict with the application but cited to understand
the principle or theory underlying the invention

document of particular relevance; the claimed invention cannot be
considered novel or cannot be considered to involve an inventive
step when the document is taken alone

document of particular relevance; the claimed invention cannot be
considered to involve an inventive step when the document is
combined with one or more other such documents, such combination
being obvious to a person skilled in the art

document member of the same patent family

Date of the actual completion of the international search

Date of mailing of the international search report

07 May, 2007 (07.05.07) 22 May, 2007 (22.05.07)
Name and mailing address of the ISA/ Authorized officer

Japanese Patent Office
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C (Continuation).

DOCUMENTS CONSIDERED TO BE RELEVANT

Category* Citation of document, with indication, where appropriate, of the relevant passages Relevant to claim No.
A JP 43-24452 B1 (Ono Pharmaceutical Co., Ltd.), 1,2,7,9-12,
22 October, 1968 (22.10.68), 14,16-20
(Family: none)
A JP 32-1848 Bl (Rmerican Home Products Corp.), 1,2,7,9-12,

20 March, 1957 (20.03.57),
(Family: none)

14,16-20
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Box No. IT Observations where certain claims were found unsearchable (Continuation of item 2 of first sheet)

This international search report has not been established in respect of certain claims under Article 17(2)(a) for the following reasons:

L. |:| Claims Nos.:
because they relate to subject matter not required to be searched by this Authority, namely:

2. |:| Claims Nos.:
because they relate to parts of the international application that do not comply with the prescribed requirements to such an
extent that no meaningful international search can be carried out, specifically:

3. |:| Claims Nos.:
because they are dependent claims and are not drafted in accordance with the second and third sentences of Rule 6.4(a).

Box No. IIT Observations where unity of invention is lacking (Continuation of item 3 of first sheet)

This International Searching Authority found multiple inventions in this international application, as follows:
See extra sheet

1. |:| As all required additional search fees were timely paid by the applicant, this international search report covers all searchable
claims.

2. |:| As all searchable claims could be searched without effort justifying an additional fee, this Authority did not invite payment of
any additional fee.

3. |:| As only some of the required additional search fees were timely paid by the applicant, this international search report covers
only those claims for which fees were paid, specifically claims Nos.:

4. No required additional search fees were timely paid by the applicant. Consequently, this international search report is

restricted to the invention first mentioned in the claims; it is covered by claims Nos.:
Claims 1, 2, 7, 9-12, 14, 16-20

Remark on Protest |:| The additional search fees were accompanied by the applicant’s protest and, where applicable,
the payment of a protest fee..

|:| The additional search fees were accompanied by the applicant’s protest but the applicable protest
fee was not paid within the time limit specified in the invitation.

|:| No protest accompanied the payment of additional search fees.
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Continuation of Box No.III of continuation of first sheet (2)

The inventions according to claims 1-20 include 3 invention groups
described below.

1. The inventions according to claims 1, 2, 7, 11, 12, 14, 19 and
20 and a part of the inventions according to claims 9, 10, 16-18 relate
toamethod for stabilizing polyamine oxidase, characterizedbyallowing
an alcohol compound and/or a chelating reagent to coexist with polyamine
oxidase.

2. The inventions according to claims 3-5, 8 and 15 and a part of
the inventions according to claims 9, 10, 16-18 relate to a method for
improving substrate specificity of polyamine oxidase, characterized
by allowing polyamine oxidase to act on in the presence of a surfactant.

3. The invention according to claim 6 and a part of the inventions
according to claims 9 and 10, and invention according to claim 13 and
a part of the invention according to claim 16 relate to measurement
of diacetyl polyamine containing polyamine oxidase.

The common matter of invention groups 1, 2 and 3 is polyamine oxidase.
However, polyamine oxidase is a known enzyme as described in the document
1 below, therefore, this common matter is not a technical feature that
defines a contribution which each invention makes over the prior art,
therefore, it is not a “special technical feature”. Thus, there is
no technical relevancy among these 3 invention groups involving one
ormoreof the same or correspondingspecial technical feature, therefore,
they are not so linked as to form a single general inventive concept.

Document 1: SHUKLA O. P., et al., Polyamine oxidase from Acanthamoeba
culbertsoni specific for N8-acetylspermidine., Mol. Biochem.
Parasitol., 1992, Vol. 51, No. 1, pp-. 91-98, Abstract, left column line
7 to right column line 15, Page 94, Table 2

Form PCT/ISA/210 (extra sheet) (April 2005)
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