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200410017121. 3 W f E k B H1/357
1. —FRKBL/RBIFEFEEE (Penicilliummarneffei) W5y BE LR

HEARMEDREFEEHAMEBERMPUR [I NERERF, TRZRTR

H

a) SHISEH SEQ ID NO. 2 MEERFFIINZ MK Z R ERA £/ 710% [

N

B2 ZER,
bh) mi%&F 5 SEQ ID NO. 2 FIEEMR FFI 2 /b 710% BRI EE R 75 1
ZIHZZER,

) H5a) #b) MEKTFRINNEZER, UK

d) &H a b) o) WEEFRFINZED 15 MEEWMENZZHR.

2. WALRIE SR 1 iR —f SN ERER, IREET, st
FRmi—% ik, ZZRKAE SEQ ID NO. 2 BrsiIFsl.
SMﬂﬂﬁklﬁfm MOBHZRER, HEMEET, ARANSKE
H
(i) @1 SEQ ID NO. 1 PR 48-680 M L HER 71, EX
(i) fERdfEZEEfAFRENAENT (D FIKELS—1FF, 5
(ii1) HEATF (1) 2 (11 FIWFIIRZTH 2 D—FF], Tk

m}

g

Hh,

(iv) (1) IR a LR,

4. GIRFIESR 3 TR —FOBEHNEZBRER, HEFEET, Il S&E
MEH SEQ ID NO. 1 FAXH IR 48-680 AL I EHER 7.

5. —FrBEHIZEK, HAMET, PridZkAH S SEQ ID NO.2 FinsEE
BRF5I2 > 70 % FYEHERFFI B A ER .
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6. WAL FIESK 5 BT —Fr 3 ESRIE K, HAFIEAET, FridZ &% SEQ
ID NO. 2 Fi R s BB 75 2 k.

7. —FEAE, HARETET, FRBGEFRFIER 1 IR ENE28E
.

8. —Fhigf TG AR, HSMEET, e THR2AMFER 7
REAE AR EAA.

9. —F AL REFEEFMAMEREIUR 11 L IRITE, HAEET
ZHEBEW N PR

(D ERBIREHFEEFARBEREIR 1T NERNEEFRTIIA#E
HiEF RIEBEFT, ERIURREEE, FRNEERFS SEQ 1D NO. 1
MWK FF R 48-680 AL ML EFBR PP /0 70 % [RIVR %

ID¥BSB D) PHREEEREAE AR, EREREFRTEHAREER
HEHUR 1T ELLM;

(IIDAEEAREGRBHFEFEFARBREIUR 11 ZROFMHT, HFiF
BB (1) F R = A

(I BHELREFEEAAREBERTIUR 11 FIZ K.

10. WALRIESR 9 ik —#= A S REFEEHARBREAIER 11 E
TRM A, HAEFEAE T, PR E®F510y SEQ ID NO. 1 - WX H R 48-680 £z

HIZER T
11 =Mk, HAFEZE T, BFrdfiiF2ae SPURZK 5 8k 6 BTk i 2 ks
SIS ERITUE,

12. —FpEt 437, HARIEZE T, FridmBme o FEaBRHER 1 ridiI %
ZEBT 8-100 MESHIZLE R
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13 BURIEE sk 5 5% 6 {955 BRZEBI & 1697 #4 BR B IEH BB 5 | R BRI 25
R B A

14. B RFER 5 5 6 LK AEY.

15. BHRAER 5 ;6 WL IKINEHA LY.

16. AUFIEK 5 2K 6 B IME R L WHRAFFE N e D /R BRE BRI
BB R A

17. —F AT WRGT 5 DR R BB RS RN ERORIE, BT
TET

Frd R A A S RFESR 1~4 PR ERTRFFISEESE A B, BF

Pt EF GRS RRESR 5 3 6 MEREEL B, &

ik R A B E R ER 11 Bk,

18. — P Fr, HAFEAET

Bk R0 A b A BRI EESK 1 ~4 i E—Fh 2 TR R B B L 4
FrEE, B

Bk R A A T AURIEESK 5 B 6 S IRE IS A B, BiE

BT it A B R A RURIEESR 11 B934E.
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—MHN S REEFTEREAREREIUR 11, Hmig/Fo) =N

TR,
KRB RGTREY. 7 T7EYFE. EVEEFNERTESOE, A

i, AR R —FDRREEBE (Penicillium marneffei) HINiaE KT
FURLI R E GRS FH . AR BEIREE T %40 Mo B R H R 1T R HAZ R 751 i 1l
H AR A
EREBA

HEERAMRGET ZHHETFR, BN TEReERANF AR
BBREEELE (Saccharomyces cerevisiae, Goffeau et al.1996) . 7EidZHY
JLAEHE, FGI(Fungal Genome Initiative) ZRAASMIS0L AMERE R, HET
ISANEEZR TR AE EEMENDR T T ERAAFNHR. 200346
A, FGI%E%%?@MM\%W Hph@ET S REFFTER.

O/RBHEEBEE (Penicillium marneffei, PM) ZCapponiZ5 5T 1956
SO R P ETRFES B R —MEE, UWHEIRAEE
Marneffei )& F s . HHEHEEFIERANIFEER. 19735 Disalvore R H
MEERERIN BRBELIFES, BFREAIGEREURATITMEHR L.

1964 FXBE FAE H— HARRE FRIME, 24K 2t RAE AR It
HRIRS, S AEAEBEALREE. I9IEXNEFREENEHIRST T
SRREFTER.

MI984E 19874, | FAERIRZERERMERN 192 T B ARG+, H4
BIRINE SERESMERER, WRERE, Bk, SREMEREASR, SLE
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(REMAPMEE]) , TB (F1%) . 19994, MWEFZEFHLRMTEHANE—FHE
FHAIDSHIEE . IEJLFEEAFTRIEHEFI T, GIHFAIDSHEEB ML . RE
F 19984 2 1300451 & FHAIDSH) B & . IEFERKEINT0-80%HIAIDSH) B # J5 Bk
O RBEEEE.

OREEEEREZELMHEURE, 25CRELRER, HESHE: 37CE
BEEA, ABRE. 2 METEURER. ERUNFEHNREZER RS,
WIRANKRERS, FAFEHNRETE. BT ERSHBIVRBIAEA, LA
AR =Y, BRSEH, FAERERN, SN, REMENRZE. HES
PR I 6 A MLV ER, SBUMUIEE . #EA KRR 78— %2 VIR I8 B 7 ik

ORBHEFERE 300 RMEERETME—XEZEIRE (Borneman AR, et
al. 20000 . fEE AIDS AEMAREHNEE, L/REFEFEREIIEHNIHRS
MR BEERA SRR, BRI RELRBRIBENS SR E
(Ungpakorn R.2000) . B/RBIEFERBIEXEK, HANIIEST, LR
Zik 91.3% (Sirisanthana R, et al. 1998) . M REFEEHLH, BHREH
VT T IIR BB S (Sirisanthana R, et al. 1998) . {EEHIGKEINE I
HEEERt, ReERE. BB REBETFERLCH T EKESBERR
ALRBEERE. B0 EEFRENK, HERK, BH5RERBHEESR.
ALUERRES RIS ESEARS SH A EEME, BN 5EREHA
KRR EBR R ARRE. B ERAREALITIEEE DL /REEFTER
t (Arrese E J, et al. 1992) , BURMERAR, M H KR FERT K . Desakorn 55 (1999)
H & FEFRICHUEFH R ELISA TiERTS/RBIEFTE, BEktts, HETE
ZrwlEbE, SR XN, BErE A LM /R EF EURRE.
MRS, RS A,
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RMNEHRRIT —MHFN S REBHFEFEFAREXRTRR 11, HixPUR
S35 /D BRI HE A% T X K B L RE SR, LTSRS R TR FHE . ERD
EZRE TR, RN ZEIIXGUESRL ELISA ERTIFUR, N TGRS
HIZW H/RBFEFTEM
RPAE

AERFWEMETRE-MFN D REESTEFABERTMNRIL. HfR
AR5 B %4 R B R TR Y A

KRR EA H R EIS I T EOR T SR

EARBH—AFE, RET —FKBLREEFTER (Penicillium
marneffei) W+ BMEZHRER, HEBRUL/REFEFEHMMEBREIR 11
MZZERTS, RZEERIER:

a) 595 EH SEQ ID NO. 2 WEERFIINZ IR ZZERE £/ 10%[H
EHERZ%ER,

b) 4wkSE 7 5 SEQ ID NO. 2 FRERIFF) 2 /D> 70 % RIVEVER S ER 72
LR Z R HR,

) Ha) &b MERFRIAMMEEER, LR

d) &F a) b) Hc) HERERFIINED 15 MELHENZHEFR.

B, IRNZBRERRIL—ZIK, EZEZIWEH SEQ ID NO.2 FiRiIfF
Fl

REREN, TRNEREREE

(1> 40 SEQ ID NO. 1 FiZ TR 48-680 fLHIZ EHERFF, B

(11) FEEEFRFEIFEENENT (D FIANZEL—ANF5H, B

(iii) HEAMF (1) 3 (1D FIRFIIRZHZD—NFE, itk

7
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Hh,
(iv) (i) PPHINEERE X REE,
BN, FTRMIZSHEEER S SEQ ID NO. 1 AT 48-680 {7 I H M 5

EARRPW 7 —FTH, RET —MoEBHZ K, ik £ ARH 5 SEQ IDNO. 2
PR E BBR T 52/ 70% RVEME R FFIEC R B . BN, BTk Z K2 4% SEQ
ID NO. 2 i B ERF I Z K.

EAR\KE—TTEH, RET —MEBE, REEE LR 8 HNEZ
.

EXRRANE -7, BET —MBETEE AR, FREFAREH
R EAREE AL RTE A

KR\ T M LREEFTEFERBERTMIUR 11 MEK0
%, BAERREN T AR

(D¥miZ L REHRFEHMMBERTIR 11 HNERNEERTH AT #1E
HWETREAEFH, BEIURREBE, P FRIFF5 SEQ ID NO. 1
ML E R 48-680 AL KIRLEBRFFIH £ /b 70 % FIVEHE

(ID¥FRT (D P RERBEENE EHMM, BREREFTEFRMRESR
HHUR 1T EHMM;

(IIDEEEREZL/REEEEHARBELIDIUR 11 SHREHT, 855
AR (ID) PR EZH 4 s

IV rBHD/REFEERAREREIUR 11 1IZAK.

BAER, ERAEMSRBHETERAMEBEREYUR 1T B KE AEF, B
BEE RS9 SEQ ID NO. 1 F M H R 48-680 A7 AL EHER 51

8
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%

AR BAITIRMA T —FiPiE, FrdPiihEft S LIRS REFETERAMEX

HFUR 11 SR HEEE .

ER\EBE—FERE 2T, 2R TEESE SR EEFTEFAMEE
FKEPUR 11 R ERFIIH 8-100 4>, BAEM 15-50 MELZEFR . ZiREH 7
FHHTRMERTETFEmMIGD/REFEFERMREERTBUR 11 1R
Fo

AR BICER M T & PR A 2 IR B &L L A & SR AR A

KRERM T EZRER. S, IR RZEEER 2B MG
/R BT B R T RER R 2 SN & I A

KRAERME TEE RS HER. 2B ENTRIES: H #agR
& S A o

AR IR AL T MR I ELISA M BT HUR, R FfpREuE S B
HIREEFTER.

AR\EEBERMNLREEFTEFRARBEREIUR 11 MEERFIINDT
%, EEEHERRRE SHERHATHRT, RAERINEHZEERETEG. B
fEh, EFERE PR P HEEHM Y, H PR P IESINN T H/REEFTER
MMEERTPUR 11 KIWASFH), TIALT i mAEFFI R e a) . 519K E
BEh 20-50 MZFER

RIEAREAFNE/REFRFEFMBERMPURIT L ZENR, A LHE &
TR B, FHFA] A — B R BT IR B 5 KRR A IR EE S E M
8, R, B LUE R RERIS R B R 8 .

H sy X
KRR Z EERR A LLE DNA R B2 RNA FE. DNA B4 cDNA. %

!

9
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[KI4H DNA, BY A\ TAL%& A0 DNA. DNA A L2 B EEnd a2 XU . B EERY DNA
a] LA gm e B R D B

HEARPF, “HBER” ZREFBREE, UEBREFREFBSARPIRET
RFEBEMATF P o EHE, TR EREA B LS5 RIS T HBE
BREn s T, MECES5THRTABENEg RS IT.

ARPF, RiE “DRBFEBEFARBRENIR 1T BRETF]” BI5%H
MAAEL/REBHEFEFMAREBERTIUR I EHMN 2N ERFS), 0 SEQ ID
NO. 1 7 48-680 (UiZ H B /T 5| R HEH F7| & H 72, £2F SEQ IDNO. 1
FFHIRIgRASHE 48-680 M HER T, H— B N2 M T 1 gn A HE [R) =B T i)
HFELFHRBAEENTS . BTESTRREFE, Bl SEQ ID NO.1
48-680 SIAZHER T 5 FIVR IR 249 70 % Ry fal H PP ZI L BE4m 65 i SEQ ID NO. 2 B
BREFEF. SZARIELAEERECELMGT, EAMITSE™ELM T, 5 SEQ
ID NO. 1 MR 48-680 fIMIZ H R PR AT E R TS HAh, ZARE
A5 S SEQ ID NO. 1 7 MBS 48-680 M HIZF B F I REEZ D 70%,
B ZE L 80%, FAEHME D VUMK ERTFI.

ZABAEEERLAEES S RBETERARBERETUR 1T AHRIThEEK
E AR, SEQ ID NO. 1 I BMHEF IR BN . XETRREAAHE (BT
ABRF): HFA CEEAL 1-90 4, B 1-60 A, B4 1-20 4, miEM
1-10 4> BHFBRIOER . H\AF/BIR, UKL S /803" msinEi GB
AL 60 ANLLA, Bkl 30 ANLLA, BEAEMCE 10 DRUR, HEMSH 5 AELAD

5

ot

78
ZEAKEDS, RiE “DREBHFEFTEHMAREBEREIIUR 11”7 2FEAFIR
FHFEFARELETR 11 EEEHK SEQ ID NO. 2 FAIKZ L. ZRELE

!

10
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WEAEEEL/REFETFERAMERTYUR 1T AHREIZIEER. SEQ ID NO. 2 FFIRY
THRER. XETREACE (EREF): HF GEFH 1-50 4, BiEH
1-30 4>, BEAEHDL 1-20 4, SfEH 1-10 4y FEBRMEHR. AR/ SEUL, L
KA C ARy /BN RImFsn— B GRE 2 20 DL, BfEHh 10 LI,
FHEM 5 LW BERKR. B, EASES, AT EER
BATEURES, BEASHEEARWIIRE. X, 76 C Kimfl/a N Kamdsin
P EHENEEREF U ASHEEATNIIGE. ZRAELEELREER
AN AR AR 1T M35 A RS AT A9

ZEZRMEREREE: REF. SAERE. RRRTEK, ESRF
. ARBENEELAETRES REETEHMMERTHUR 11 £ DNA 2%
AZH9 DNA FigmiB i E . AR AR /RS EFMMEREHR 11
BFREBHNEMEES. ARB\ERETHMZR, WEaED REFFEHAR
BERMPUR 1T L A BRNBEEE. BT LTF2RMZI, KRBT RAET
ORBHREFBEFAMBERAIUR II MAEERE. B%, ZHABRAFIRETE
FEEMAMEREIR 1T ZHFHNZEDY 10 MELEER, BEEDY 30
MELTER, REMEDL 50 MELRER, FiEME DL 80 MiELE
.

RATRE D REEFBEEMAMEBERTHUR 11 2804, XEHRUM5R
REFRBZERNFTLLRBERFF LRZESR, Wl LEAZmFHMEm e L
MER, AERMAEL. TEZHAHBERADBESHRELTRE FEERE
A LUB I S FEORE R, BN R TR = A LS, T

5 A ARER AR S M FEDFIEAR. EUYE T U EEAEE AR TR
IR L~ AR (I D-SE®R) M), U ERAFIERRFENSRE R

*\

lﬁnt

11
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EEE (N B . v EER) KIS NMEME, SKHIIZIRFART EIREIZER
RN Z K.

Bim CEEANE—REW) BAETE: AN Z IR E T E B
N ACERRE N . BRI EREREL, WAL 2 IR & BRI IN L Bt —
ST SR SATREEEmm NS XMHFemTUEEEEREET
BEATBERAL RO B (antey FLED YD RO PE AL BE ER S R AL BR) T 52 Al B UL AL
EEAMRURERAE MBIRBAR. MRAER. BRAER) BF7.
EEIERAE RIS R T HPUE BRI BRI T AR BERI 2 k.

EARRBF, ARG REFEE, i ErEiE.

EARAT, K& BB ERRRARMEZAN. &HRZIE
T AR AT E S F AR E %G A B S B R

H—77H, AEATERENLREEEEHAMBEREIR 1T BRI
WPiis, HHRBETENE. X8 “BRN BREVERES TS RERT
EAMEEREIUR 11 807 B BfEM, BHRLE S REFREERAMAERRT
JUR 11 B B S s EA R MEE & TR EFEXIUR 2 THIPUE. ARBATH
FEBERLERSESHAH L/ REFTERARBRIOIR II KD T, WERF
MEFARWREPUR 1T BEATIERNTUE. AR AERERSEIRERRE
B RREIUR 1T E55RPTE.

AR\AN BB BRI B ER S wEGE, THEEE B S EEEN
PR A B W Fab' B(Fab). B JUMRESE: FUiARSE BETRESUEN £
Fv 4+F (Ladner % A\, EEEH| NO. 4,946, 778); kA PUE, WAH RIUE
e EDRER B ANTUAR T HIPUE.

A5 B TR AT DL AU A B R BB & AR AR AT % . B,

%

12
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AR SR CETERAMBEREYUR (I SCEEEAMEER T E, A
TP ES LT EENTE. SZHUN, RES REFEEFARER
PR 11 siH BB PR B4 i v F SR sk A =Pk . AR HY
PAEB AT LR B PR . MR B AR m LUR A e A8 R sk il & (I
Kohler & A Nature  256:495, 1975;Kohler % A,

Eur. J. Immunol. 6:511, 1976:Kohler % A, Eur.]. Immunol. 6:292, 1976

Hammerling 2 A, In Monoclonal Antibodies and T Cell Hybridomas, Elsevier,
N.Y., 1981) . ARMHFUABEREN S/ REFEFEHRMARBERTNER 11 1
TAELL A A B DIGERTUE. XRANEEIETUNHES/REFETEEA
FEEREHUR 11 A RERER, BB ARRS, X BHFEX AL
FHAEHATEFRIZBEAMAZRE M ERNR. S5 T EEETFEFRABERTDIR
1T KRB G PR LR R AR (B0 £ Coli) AP~ ERE =%

SIS L SEEEBHERSSNIUE R Ea sz
B0 . AT B 40 A (1 an e B B LA L) 7 A O EE R P R S Bh T Bk

=i
Fo

A% B B AT LR TRET PR (BRFRES B 4%) BT 1 1 (RIFE R B 5 7R 97
B . XERHAERRERRSERER. REREZIK. EaSESR .
IR (R B RR) , BE S5 4% ErEZMEE " HE, X
LEZRBBEAFAF I ENRRZA YN NMEAE ERPENERASE. &
ENHESBEZRN. KRB KRS T, WEAR. 2. RIAR. RLE
R. KRERREY. RERLEY. IEFUREY QoS0 i) LR TESE
RIR s R KSR A G EERARN RPN . 55, XA
SERER CERD) M. 55, HURBGREER UMAENSTE (Wan. W

13
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R, EEL. W TIETESRRENEER) BE.

AFEREREHEYTENNEEAEY WA EERR, 4% FaEs
UL RERD , BESHEWRER, K, K, Hw, JEH. B, HEEY
B, GERE R ECELL ). pH B REFFE TR EAEF . o, AL
IR HSHENNEEASY A SEELY LA EZHETHIRR. ZIL.
EA. EEHRIER.

BAMAH, BFAEEEASYENNZE, BEARFAERIENRER
MEhk, UREBREEHAFHNAT . “RREFARE” HLULBEFBOELN—H 7
ST AR R B VR IT B R . BRI ATIRT MR B BRI A
BRI BTVEIT MR A (CndE A RKES) . MEGIE REE MPUIF I #E
AR IEAL . EE MBCH] . W87 B IR BE R vR AR . R TR R E
RME. T ZHBREENRENEEA, alEiE s ke .

BE, TEEEAS YR R R A A YR T, B R E
B L AT B VE ST R IE A B E W EGE . AR TRTE R E A 12
FIEAT B A H R G AT, 7E LA 2% bl B2 BRI FIRLER .

ERAERNGE S TEUR) gRBSFERE T REREAEY. &
FHREHHFROH T EFEOREGN. BRAFMEENEH. BT RE L2
BRI REENTE. BEAUSEHERERTH &% T.

TE R LVE B FUS BRI R B — MR, 7T LURA DNA JZ .

AR\ S/REBEFTEFRARERATIR I R EHRFIEKFFEE B
WAL PCR 487k, EAERA LA AIEIRE . XFF PCR ik, o]
REARBFAAFHEREZERTF], LHZFFBEAEAEFFIR 514, I
FITHEE R cDNA FEBRI% S50 57541 & 0 cDNA FEVE MR, ¥ T8 K71,

14
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—BRE\ THKWNFY, L HEA R R KM EMIEER XF5, X
HoR A AR, BN, AEESE TR T S A 4E 4
DEBIFRTFA . WA, ERHANT AR T IERERE RFT, THER
BREREN . B8, Bl teEmEsiNE, REBHTIEEMHEERF
TR A B .

NEERELEG, #-SERARE. VR, XS T U
A A & BA T A T IR BIA R BV . R 5 SEREf) b ok i B0 B AR A R SEB8 7
v, B E R E AW Sambrook A, - F il LI EFM (New York:
Cold Spring Harbor Laboratory Press, 1989) WATiRRI4cfE:, BigRE&I&E
P R L A

SLHH 1

SIRREFEFAMBERTYUR 11 ERATHE

1. K RNA 435 (Totle RNA isolation)

RKB/REFEBFER, £ 3TCH 25 CHEFRE, B3 LIEREME, MA TRIzol
Reagents ##RE S RNA (TRIzol Reagents, Gibco, NY, USA). FHFHEEARIH T
ALk %5 5E B RNA JlRE

2. mRNA 43 (mRNA isolation)

R 0ligo d(T) BIST4E = #4255 RNA *F [ mRNA (Invitrogen, Carlsbad,
CA), EE.

3. cDNA LERI#IEE (Construction of cDNA library)

UL mRNA 9#EAR, [R¥ERBEVER T A& RBUEE cDNA. AR B >500bp 1Y
FBL AIB-Sr iR, JEEUTIE, THE/KERE, B ZE pDONR™222 (Invitrogen,
Carlsbad, CA) # f&, UL CloneMiner™ cDNA Library Construction Kit

15
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(Invitrogen, Carlsbad, CA) AT E %K., M ¥, 18 £H LA DHIOB
(Invitrogen, Carlsbad, CA) ZRE. ¥RIRFIERME.

4. WFRHIEEET (Seqencing and Database Constructing)

Pk R EAMNE R BIEA NI, A MR (Qiagen, Germany),
T3 R TT /BN 3 mA B omBIBATIY, RAEZIEWIEHri (Big-Dye,
Perkin-Elmer, USA) B /7i%, 7E ABI 377 MIFAY (Perkin-Elmer, USA) L #4T EST
KIEEF . MFLERA FACTURA B4R EBREUE 7, f£%iE] SUN Ultra 450
Server LF#HT F— M. FIAKFIEE A/ 6CG BAFE (Wisconsin
group, USA) #1fJ BLAST I FASTA #{FH8 %R B MI%LHE % (Genebank+EMBL) , #%
7c [E VB B RR AR T 95% 0 77 7RI h B R B SR

5. ERK4LKFLHE (Cloning of Full-length cDNA)

AR EER A B FFIE BEA -, 31T cDNA 2K TekE, oW EBUHAT

(1) “HF3pE” (Electronic Cloning)

LI E B A BLFFIE B4 3 dbEST HiB ., B EEFF>500p, REH
7 98%LL IR IAFFIFRE (Expressed Sequence Tag, fRjFR “EST” ) FFAN
[A— 5% (consensus sequence), EXH{JFF AUTOASSEMBLER BU{FHEATHHE, &
4% EST AT LAIEAREET R %) . B STRIDER BAF#T#i 7o 2 5 AR TH
(¥ FF R 1S HE 42 (Open Reading Frame, ORF), F BLAST 4% 3 Genbank BY SwissProt
LIBEE Z PP R AEER AT L2285 MM E IR, LIFEBIAA
s MERSKEEEWT. Bl raEhE, BFURNS/REEE

EAfEERTE IR 11 ZEMEKT.

(2) cDNA I 4E Y 1 (Rapid Amplification of cDNA Ends, RACE)

R “HBFRE” HERBEIEERN cDNA 2K, WEEHFHFII S

16
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B 3 MRS Y, EE/REBIEFTER cDNA LEPHITKIEES PCR W, RE
%t PCR F=#y7cfE. W5 . FI AUTOASSEMBLER J% STRIDER {443 #r 4 1 K 14 7 57l
HLTEN ORF, ik, BEE LRAEREEZEREEK.

(3) RT-PCR

Xt 5 A 3 im ZAIHIFF, AR AP A M — B AR (gap) TTiE M EH BIA
FHIE S B 5 EIRERE, 7% EX A RT-PCR B 7k 7E/751 5 w1t 5147,
3 w7 | KA 0ligo—dT, TEL/RBFHEFE L RNA FEH#ATY 8. ARBEX =4
ITRRE. WF. REHEFRESK.

WHEFH Bk 3 M7k, B TIEREN S/ REFEFTER M MERTH
JR 1T K gmpd 2, B13k48 SEQ ID NO. 1 FrosmfFsl.

RIEF B2 cDNA PP MR BER T HUR 1T FEERFF, 3£ 210
NRER, HEERFFIF I SEQ ID NO. 2,

SEHER 2

LREETERAREREIUR [ ZRBFAIE RS RUENE 7

KRAFHIL/REEETEHMMEREIUR [ EFET2K cDNA & 901bp,
HH RS M SEQ ID NO. 1, HATFRGEMEAL T 48-680 AL H L . MRIE 41 cDNA
HRHLREFRFEFRAREREIUR [ HNEERTT, £ 210 MNEEBmRE.
A% 0L SEQ 1D NO. 2.

B REEETERAREREIR 12K DNA 7k HgmiEE AR A
BLAST #2 F 7 Non-redundant GenBank+EMBL+DDBJ+PDB #1 Non-redundant
GenBank CDS translations +PDB+ SwissProt+Superdate+PIR ¥{47 B HET#%
HBRMEBRREENR, SR BEERKF L, E55REEFEH
BEFEEA 1 (MPL, SwissProt Accession No. 042721) %5 1-196 A& E BT EAY
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A 36%HIAHEERN 54%rABMIE. B BT, BRBHFEFTERMAMERTDUR I
EF 5 W1 ZEAEFEEACE EEEERE, M meEiRiER.

ARBSREHFFEFEMARBEXREIUR IR T rIEN ZFE— R H T
—SHIHEEIR, CHATSHMAER —Er-4MeEn, HLinsaEsEr
—RrEEREER. W, ARANDRBEFTERAMEERE IR LR L
S5 FBENHAABAFTHER TR AR, U EHNES. Hlimg sk iEn
DRBHEEHARBRETNRIEAN NHKS WP1 EAK N mi#T25H, L
FEFNEEESRARTISENES.

S ARHLREEFTEFABEBEREDUR I FE, BT HEZFEN
HARR R, BE TR MR E B (s R A HARL A 51)

SERERY 3

LR IEE B E A B R EHUR 11 S5 M FITh BERF 71

¥R BT ERAMEERE PR L AR EERT 5 7E PROSITE 4 & (M 4k
#: http://expasy. hcuge. ch/sprot/scnpsitl. html) PR BEF (motif), 72
LT &R

ERERTIT, FEUTIEER:

(i) B&ZE A SEEREER L AT A& (Tyrosine kinase phosphorylation site) : 28-36

(ii) BEEREBESF 11 BEBRILAL A (Casein kinase IT phosphorylation

site): 20-23,58-61, 88-91, 149-152

(iii) N-EEEMLAL A (N-myristoylation site): 59-64, 190-195

(IV) N BEEAAL S (N-glycosylation site): 56—59, 92—095
T B 2R B B RR LT 5 . BREE IS 11 RS LA 7 N-E B AT SR N
FAAT 53 58 FEF 515 (post-translational modifications) 3%, If HiX

18
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Lo fir SEESMTT R FE PR AR, AIERNVEIT M D R B EE B E BN
BRI R EE .

S 4

SLIREEFEFARERTYUR [I ERNEKRKE REIE

R F Northern i . #% Ton C. 2 AHJ777% (Ton C et al., Biochem Biophys
Res Commun 1997 Dec 18; 241(2): 589-594; Hwang DM, et al., Circulation
1997 Dec 16; 96(12) : 4146-4203) , K H/REFFEFHAMEBERAHUR 1T cDNA
FFHIFE GCG BB+ B dbEST BB 8 BLAST iR, 7E/3 3|8 EST F*, M=
{E<10e-10. AFME>95%H) EST, WA AZEREAREKRKELREFIERE
EA, ARAHKRKEZERNKEKREE BB REEETEEALARALE
MrEch AR R EEEA.

LS 5

DRBEEERAREBEREHUR 11 15 & Mgl

XL, FeRKMNBREFFERAREXRAIUR 11 HmEFFISA
WM EARE ML ES R EREEHZ T, UREMRBAEAES.

(D REREZEEAENHE, DAELKBRE

RIFDREFFEREMBEREMILR 11 HEKMIZFFI(SEQ ID NO. 1),
W31 e B G A P R RE Y 5 ) (0 Al X R T 4w bR R 21 57 A 37 o 1944 20 4~ LA
FRER), FEERSIY LRSI AREIERNTEA S OXRIEEHRD
pDEST™17 AT E) , UMEMBEREZESE. ¥ I/REFEFERHMMEREHR
[1 3 [ 76 % 0 4 42 I 0 0 AT 8 T 920 55 pDEST™17 %% 4% (Invi trogen,
Carlsbad, CA ). % 5EWBIREEARAH BEFALTEE AN KBITE BL21, TF
U EBEEHE pDEST 17-4 B REH R 11 REAFHAK TREE BL21-
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pDEST™17-4H R BE R EPLIR 11,

(2) RIEGST-HEBXENR II EAEAN LRENSBLEE

PRE B VR Y BL21- pDEST™17-MBERMBLERE 11 THEET 3ml & 100
pg/ml EFEEEERENW LB BHREPREIEFIHR, % 1. 100 fOIRERIEIRR
FHH LB 875 (& 100 pg/ml K FXFER) TEFRL 3 P, £ 0Dwik 0.5
J&, M IPTG ZEIKAL 1 mmol/L #RET 37 ConliEsR 0, 1, 2, 3 /i, B
BRI AN AR Iml BB, TEANBEUTIEY) T NN REMRIR (2 X SDS _FFELE i
50 pl, ZETEK 45ul, TIRELEE 5ul), BEBHMEULIE, WHKEFE 5 548,
10000rpm B0 1 2%k, Ei&EMA 12%SDS-PAGE AR ek . St 5 M5 T
B R/NRIE B ERE IPTG 5 5 B 8] 58 00 70 38 50 00 BBk B o8 30E GST-4 f B 3R [ $11
Bl pAEERN TIER.

(3) GST-ZEfEE R bR 11 Bla B H IR Ak

HERFEESERE ST-ARERRME 11 MEREEAN TER
BL21-pDEST"17-ZfBE R AR 11. B EMAEE LI, %48 400ml HmM
A 20ml PBS BRI, BAHEARE. HETENEFBEEZEEA A 20 #
FHHIE N PBS 1BAIfY 50% 4 Bt AL Sepharose 4B, 37 C #RIELE A 30 H4h,
10000 rpm B/ 10 EHIVESE S T GST-EEERE IR 11 B MEIL
Sepharose 4B, ¥ _ &, HBEAEEWBITIEMA 100 pl PBS MEEHEH
W, MEEREZEFHEAERFEBITEMNA 10 pl EREMEAPEERERRK, EEE
10 43#h, 10000 rpm &0 10 778, HERIABEMIEMEED. EREHEMAIR.
Vel iy L& R T-80°C, FH#H/T SDS-PAGE sk, ®ill4ifb3R. 7 24kDa kb
WEERFA T A REFEFTEFRMREREIUR 11 HE.

L 6
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LREHEEERAMEREIUR 1T 8 T#HTEZRARERE

1. BRBHEEHAAREREMIURI IR EH G MR &L

RIES/REHFEFEFAREBREATUR 11 092 K4wIEB/F5 (SEQ 1D NO. 1),
WY 5 H e B R AL AR 5 1Y, HTEIE RS -2 515 | N BRI i 1B fir
AXAALERRBETE), DMEMEREEE. I REFEFEHMRER
HEHUER 1T B cDNA ZEARAE P AR S U AT4R N 5 & pYES2-DEST52 # fh
(Invitrogen, Carlsbad, CA) . 4% fF RUFRAH AR H B8 L 7 VR N2 41
M DB3. 1 i, MHEFHFERITIL L E52EH pYES2-DESTH2-4 i BE R I F1L R
11 FKiEBAFR TFEH DB3. 1- pYES2-DESTS2-4 B R HTJR 11.

2. RIEMMpERETIIR 11 EAEANTRERN > BLE

PRV B #Y DB3. 1- pYES2-DESTo2-4H Bt R FLIR 11 LFAEE T 3ml &
100 pg/ml EREERD LB BFETRESFIMR, % 1: 100 MREREES
FRR T BT YPD B55R % (5 100 pg/ml &R EER) THIFRZE ODewi& 0. 5. B 1ml
BB L, ZEBRUTIE M) P I NS (2 X SDS L FEZE il 50 pl, Z818IK 45ul,
T LEE 5ul), REBEMIUE, KB EFE 5 48, 10000rpm B0 1 44,
E¥EMIA 12%SDS-PAGE P K. G EMNETIRSFE K/ DMEEENEK
BINREL/REFEERAMBRAIIR I MEECON TERE.

LR B LB A FRLBEAT Western %558 o 4 B 1A 3LM8 /S HE/T SDS-PAGE Hijk, H
VK JE RIS T Pharmacia A Multiphor IT T REMA K E E LD RITHRET
WIE -, BIEMAEEE THARPEHE | D, METHI/REESERY
FBERTHUR 11 MPUAEI P E I 1 A, TBS MIREEYL 5 248tk 2 &k, M
EREETEDEFCHTIS/REEFTEFEAMEBREYUR 11 —HME ZHib
IR IRIE 1 /DI, TBS I8UE, MNASEFE - BEEREE 2 &) R Y 30 434F, TBS
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B2 K, MAFEHRESME AR EOMWEEE LT

B EmKE D REFFERMAMEREIUR 1T BTk

3. B/RBEFERAMEREIURITHIRIAL

LR AEFSREAMERTPUR 11 9 TFEHE DB3. 1- pYES2-DEST52-
MAPEEREPUR 1. WEREETIE, BAUIEMA PBS EREME, EABEE
&, B, WEPEJLIR, 34T SDS-PAGE FEIK, RrillZEfb R . 7 24kDa A HIE H
4RI SR BT ERMMEEREHUR 11,

LB 7

MS/REEFEFARBEREIUR 11 FLENH&

Y SERER] 5 MSERER 6 HIRBM L/ REFEFERAMEREYR 11 HEN
IEHAT B R4 R, WAl L SDS-PAGE BEAR Bk EHHAT 40 2, 4 Ik & M
RHFEIT, HFHFERKTES Freund s R L. B 6-8 A& Balb/C #ER,
F 50-100pg/0. 2ml FLWEWIEH, M/ ADREITHEEREANEN. 14 X5, AIExEE
Freund’ s #FIZLALBIRIFESURST /MR L 50-100ug/0. 2ml HYFIE NGRS g —
W, 3-5 RERTRE. REHEFEFAR, FHTHRME.

EAMRE 10-15 Rja, FRARTRE, —BERIEBRNRTHEEE
AR, BINH S REETERARERETIR 11 MyTAEENYIrmE, ©H
WITER : REROGRR. Ko %X RIA) « BEE: 7% iRk (ELISA) .
B MTUEEERILE, LZHITRERSE, o8Bk,

a5 8

SREFEEEREAREREIUR 1T EEHETHE LS

RS REFFERAREBREIIR 11 ERNZERITIW 59,
THREESKNEREFFERAMEBRETIR 1T ERNEZERNE S A8, A
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VEAED S A RORE IR

R 5Bl BioRobotics HEAUBEBCHEER A7 8X 12cm B M F, 5 —4F
AR AN, SRR DNA 220 10ng. PAMEXT R TS 4 AR B -actin
2, AMXEEES 4 KSR A BBE{E DNA.

EHLREFTEFEHBERETIUR [T EENSA THFRLD R BIES
BB IL W R 25 7 ik

LB 9

abiailbil

HERERNTRINEN S RRFEEEHARBERAIUR 11 EFEEAGS
REEM, MERENZHEEAKBRERERHE (RAED. EXBITFE
TRIEWS/REFEERARBRIIUR 11 LG58, K. 841, A
BREFGERAREXRTIR 11 ER. RN EPRENAREETHER
IT TEZEEAEIR, B,
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110> b NREREHRF L

<1200 —FHNSREFREERMMREBREIUR 11. KT K& IHRN A
<130> NP-1245

160> 2

<{170> Patentln version 3.2

210> 1

211> 901

<212> DNA
213> H/RBIEFBEHE (Penicillium marneffei)

220>
<221> CDS
222> (48).. (680)

<400> 1

caagtaactc cagtacttga taataaataa tatactcatt agtcaat atg aag ttc 56
Met Lys Phe
1

tta ccc acc ctt att atc ttt ggt ctt tce gee cag get ctt ggg age 104

Leu Pro Thr Leu Ile Ile Phe Gly Leu Ser Ala Gln Ala Leu Gly Ser

5 10 15

tca tat gtc gat tac cac gct act aaa gac cgg cgt gat att cat ata 152

Ser Tyr Val Asp Tyvr His Ala Thr Lys Asp Arg Arg Asp Ile His Tle

20 25 30 35

tac gag ctc gtt atc agt ggt att agg gat ctg ttg gac caa tta aat 200

Tyr Glu Leu Val Ile Ser Gly Ile Arg Asp Leu Leu Asp Gln Leu Asn

40 45 50
ttg gat att cat aat tat aca ggc ggt gat ccc tca tac ctt cte get 248
Leu Asp Ile His Asn Tyr Thr Gly Gly Asp Pro Ser Tyr Leu Leu Ala
55 60 65
gac ttt gag agg att atg cac act att aat caa ggg att ccg atc ata 296
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Asp Phe Glu Arg Ile Met His Thr Ile Asn Gln Gly Ile Pro Ile Ile
70 75 80

aga agt cag cct tce ctt gac gat aat gag acc ggt ctg ttt att cac 344
Arg Ser Gln Pro Ser Leu Asp Asp Asn Glu Thr Gly Leu Phe Ile His
85 90 95

tat gtt cag ata aag ttc gag gat ccg att cga tgg gect atc gag get 392
Tyr Val Gln Ile Lys Phe Glu Asp Pro Ile Arg Trp Ala Ile Glu Ala
100 105 110 115

ctt atc aag aaa agg gat tct ctt gtt act gee gge tit ggt tet cot 44()
Leu Ile Lys Lys Arg Asp Ser Leu Val Thr Ala Gly Phe Gly Ser Pro
120 125 130

att cta caa agt ctt cag cga ctg gag gta get ttt gaa gat ctc cgt 488
Ile Leu Gln Ser Leu Gln Arg Leu Glu Val Ala Phe Glu Asp Leu Arg
135 140 145
gac acg gtc tcc gag cag att gtc cga gaa aga atc aat ttt ttt aat 536
Asp Thr Val Ser Glu Gln Ile Val Arg Glu Arg Ile Asn Phe Phe Asn
150 155 160
gcg gte ttt aat gag gtg gtc atc ttg gtc ctt cag aga ggt atc act 284
Ala Val Phe Asn Glu Val Val Tle Leu Val Leu Gln Arg Gly Ile Thr
165 170 175

gce tte get gge cet att cct act age act ggt gte tce aca gee tet 632
Ala Phe Ala Gly Pro Ile Pro Thr Ser Thr Gly Val Ser Thr Ala Ser
180 185 190 195
acg act att gct ccc cct act ttt act ggt gect act agt att aac tag 680
Thr Thr Ile Ala Pro Pro Thr Phe Thr Gly Ala Thr Ser Ile Asn

200 205 210
gttagcggeg cggttagtet tgetgecagt cteecttgetg tecttgeett ttgaaatttyg 740
ctttaagaga aatggggttt tttgtttctg cttttagaaa tetgeggaag gtttgetetg 800

gaaagatttt atatatigtc aatgtgcatg taatagtcaa gatattgata gtcaagtatt 860

taagaagaaa aaaaaaaaaa aaaaaaaaaa aaaaaaaaaa C 901
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i

o %22/230

210> 2

211> 210
212> PRT
213> GR

<400>

Do

Met Lys Phe
1

Leu Glv Ser

Ile His Ile
35

Gln Leu Asn

Leu Leu Ala
65

Pro Ile Ile

Phe Ile His

Ile Glu Ala
115

Gly Ser Pro
130

Asp Leu Arg

JE3E

Leu

Ser

20

Leu

Asp

Arg

Tyr

100

Leu

Ile

Asp

FEH (Penicillium marneffei)

Pro Thr
5

Tyr Val
Glu Leu
Asp Ile
Phe Glu

70
Ser Gln
85
Val Gln
Ile Lys

Leu Gln

Thr Val

Leu
Asp
Val
i

30

Pro
Ile
Lys
Ser

135

Ser

Ile

Tyr

Ile

40

Asn

Ile

Ser

Lys

Arg

120

Leu

Glu

Ile

His

29

Ser

Tyr

Met

Leu

Phe

105

Asp

Gln

Gln

Phe

10

Ala

Gly

Thr

His

Asp

90

Glu

Ser

Arg

Ile

26

Gly

Thr

Ile

Gly

Thr

75

Asp

Asp

Leu

Leu

Val

Leu

Lys

Gly

60

Ile

Asn

Pro

Val

Glu

140

Arg

Ser

Asp

Asp

Asn

Glu

Ile

Thr

125

Val

Glu

Ala

Arg

30

Leu

Pro

Gln

Thr

Arg

110

Ala

Ala

Arg

Gln

15

Arg

Leu

Ser

Gly

Gly

95

Trp

Gly

Phe

Ile

Ala

Asp

Asp

Tyr

Ile

80

Leu

Ala

Phe

Glu

Asn
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145 150 155 160

Phe Phe Asn Ala Val Phe Asn Glu Val Val Ile Leu Val Leu Gln Arg
165 170 175

Gly Ile Thr Ala Phe Ala Gly Pro Ile Pro Thr Ser Thr Gly Val Ser
180 185 190

Thr Ala Ser Thr Thr Ile Ala Pro Pro Thr Phe Thr Glv Ala Thr Ser
195 200 205

Ile Asn
210
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HiFs CN200410017121.3 RiFH 2004-03-23

FRIRB(EFR)AE) LEBARERAHREF L
RF(EFR)AGE) EBARERAHFEAH
HARBE(ERPOAR) LBAXRERAHIRA L

[RIR A hE
anE
g
Bt
Pk
ET
a1 7
Rék
®E
R
3R
vy
P

RN N3
EE
R
B
s
FEF
BB
Rt
BE
7
HER
¥
A

IPCH S A61K38/16 A61K39/00 A61K48/00 A61P37/00 CO7K14/385 C07K16/28 C12N1/15 C12N15/11 C12N15
/31 C12N15/63 C12P1/02 C12P21/02 C12Q1/68 GO1N33/53 GO1N33/543

SNEBEEE Espacenet  SIPO

ESEE)

ARB\RMT —FEDREFEBE (Penicilium mameffe) EFARERREINWFTN S REFEEREARERERRIRAERBF

3, ARAERREM T ZARBRRANREORAKBRNFE T EZRENA, AZRRRRNERNEHE TN L TESE |
ZFABE THRAME. ZNISNSRERENE , BNBINAEROELISAERNAR , TNATIERIEZH D REFEE
B


https://share-analytics.zhihuiya.com/view/bf57f575-c463-4785-bbcb-04254b85bb78
https://worldwide.espacenet.com/patent/search/family/035046146/publication/CN1673372A?q=CN1673372A
http://epub.sipo.gov.cn/tdcdesc.action?strWhere=CN1673372




