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H1IE Hw

E.P.Odumik, 19535 0 FEH A ¥ 0 EM (Fundanentals of Ecology)] @
'FP’G‘\ HARRAR A0 EXHEUIPOSBRI WD ERRLE, Thbb, Hf
MRBOECERILEYRZRIBREDIDE., BRERHWESE»AMEHFEDIZ L
BDTELOREEY (REE) . REEDEARIBYPERAEYRTZOH
WMERRDLIAREY (HEE) . FRELCOFBRILAD O BB 2T S M
HYPHEE (BxE) 042 Td o, HFFHHEIZOoRTHE (ExH) 0% H
PEDLIEBEBECBELTED. Z0O%1,100/%16,000% (G.C. Ainsorth and G.
R.Bisby(197TI1) b BLESHEL B REYWTH S, T LHE, FCHEMKTIR,
AMOCEELDMBL CEBYL2ERBDECZTHRTI20vb 52EHERPES E1&
EDBVWIREEFEETHN, 2O0—FHT, MPLAELTEZOEF R SEE
bRELTWT, HRIPLBKRLOERROPTCHS TR AELBVLDTH -
o |

EC, " REHFHELEE-TCLE4MVEREEF - THY, EREHZEER
Lie 200 % (BEMROKEE) 2RCHEER TV, HOEHORE
PHATOIHEEEZ D OB, RBEEEMTIDbOR > TAMBERE., HE
TRERCEEBCHYSOR D, ThOBEEK. 2hPhkMH, A#HUHAO
BLDEPHIWE, BHoERPHEGOPEHFEETIMoMEDCRDEY HM
TERVLEAIR—ARY T2 VERECHMLTLEY, AHEAFEOh KR
¥4 R 7 (Lentinus edodes). v 5 % ¥ (Pleurotus ostreatus). » A 2 (Phol-
iota nameko) FEDHHEBHETFH (. 3) BEFhTwb, HEEEL DL DOHEIR,
WMADORE FE L CTHEM Mycorrhiza) 2 2 3 —HTEBEEMIEh TW 3,
BRI S AW (Symbiont) O WA REYMB O P ~BATEIHE LT, WEEK
EHEER, WHORMERONALEBERCHITILATVWE, FE2E<Y XY
(Tricholona matsutake) . #EBR BT 5O MM TS 5. HREEH
ADSBEREORBELL Y, RNCHEBAOMMERT O EIM % 1M &
T, MEWHLZEPHLTHYOMEZBVHTHEBE2f > T, Bko
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REREESETVD?,
Soi, WARE 2 THBEEGME, BT HOEBBERIE L 5 £ MEEL
HEsAfobEohD, MI-ICEFHOARRETRL k, BFHE—RCH
BT EE AL OFMAEEFCL o TERENELEE) Th Y,
FRARETFORE D —WHA WA EREARER BEMC L - THEET 3.
L OBBEBRCORCELCHBA LEEECN RS OTER S, 200K
BERGC YT L SR EA (B 0m) L L CRET B S A ORE AR
AR, EOBABEEEETC RS L SR ERASEL THE (EAMH)
EBML., LCmbTREREL B CAMEE CHAATOTER (% 2)
PR D, FREBAE, B0 TH (FETHE) b 5 %8I &5
CHBMIEREREN, ZCCHBTHME LEEZC) R, B R
WAL CHEFETERRT 5, COHTHIRATE BN RET S 2 &
CEoTHEE—~REAOREBBECEATH,, ZOBKCEHEHECBT 3R
BRI, FREBRDS C OEW L BER D B (20) O B B4 E D
THVREEHFRECRFFORER S 4R 5N 3,

BEBRREZLIE, HFHCRBFoORBRAEFoLOPHEB EOHE L W
SBUCEBREMAEEHOLORFEL, BCLoBERo kil FHME
DHEEHTH LI BHBIWENR TS, ChbOHTHBEORS %
HFUVRATCHBT S LD, —DCRITFRERN, EETFLEHEEO
BEBREECH DM, HPHBMOMENCH AR RO & D704
BORMS Yo, BEETZOMBCHbIRARERTWE, Ll ik
BB, k3PE~BENMD, RADbOLEDLTREZAL L ERE, HR
B FF S AR & R,

BMETHERERYT 5 b, ROEHERMEL B PRIER b &,

DEFEERET OB

2) AR T AR D K — 5

3)H T O ol b e 25 b B 52
ELbE, EFREFIUNOC N30 OFFC BT 5HARE, 8% b
Fied 3,

DoBETEBEFECODWTWR., ¥ 3 X ¥ (Coprinus cinereus) » & b 1) 7
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MY VEERBROBEGTFTRPI R, Az R r (Schizophyllun commune)
DOEZREARADOARTRIRYT 58T Scl?, Sci3, Sed> . Phanerochaete chrys
osporium (1R F V) DOV TV BEBRHOIIOBETF BN Eh £h BEE,
FEShTWwd, |
NOREFUARY 24— % WET HHCE, ROIOOBRADEL 4 3,
A) 18 {= F 5% 3 8 & BE b 5 DNAEC 71
B)EEERE LR RAGH A B b % DNAR I
OBRBEFEABERRT I DO —h—H#ET
HETFRAMBCEDSIINMENEL TR, TRE-F—RUVZ—3IF—2X
—RE2LhD, HYFEHRXODOREHES SR, REFCEEHTHEALRTF
OFEHER W DT, Skrzyniab Bk b3RX Iy by b7 VERBE (T
RPDRET MBS TRPIEGETF O BHCEb o Tw 5T LA HELTWI R Y
THBP, Hangb s ) a»BRLAVWEEATFE 2 o R % ¥ (Ustilago nay-
dis) DBV a v 72 2 v N7 & (hsp70-like) BHEFOTRE—F —1, KEH
(Streptomyces hygroscopicus)f ik N4 <4 ¥ VBY YEERES (hph)
REFEPEELESIAINEEBELC. 70R% Y (U naydis) O E R #
Bfio e TOWBRNATu~d Y UBMEOREERHENB SN, hsp70-
liked 71 E—R —REETDIIEVPHEREAhTVWET, Bej&Perlinkk, F
BWHO—HTHD Cochliobolus heterostrophus (MMHFH) O S E— X —
WhphiBEF2ERE L 277 AIFPERERELC, B0 ok * v (U violacea)
OFEREBREHRIEE, FEEOIE— S —RI/ R Vv CbEHNTSH S 2
EERLEY, |
BBC B SONARESI E U TH, T B CHAET B MM P A (orit origin
of replication) & &k B & %A % (ARS:Autonomously Replication Sequen-
ce) PAETH D, ARSI, HEHE TRV CEEGERANBIEhEHERS
(Saccharomyces cerevisiae) CZ hE CREHMAERENTFbh T T, ARSHE
ORI B IBEIIS - (/o) TTTAT (A/) TTT (A /2)-3"» Williamsond &
Ko TR/IBEIhTWDY, Ebw, HEBBRN TARSEL OO FEEO R
EEDNABT A28, TP T HLARSE U THMBET A L RWME T hTWBLIO
UL, —8OBEZHRO Tk, H2ERS CHEE T 5 ARSE F 2T OB © ARSEE %
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BOorBROLBWEITHEIY, ThETCOHFHETBY DARSE O FE L
LTk, Tsukudab B 27 m R % ¥ (U naydis) R EDNA A5 7 n Ry VRNT
HEEEL., PEGRYR2YTHELERA L S5ARSWARS) 2 B L 212, Ra-
ndall 5., P.chrysosporiunNCHEET 575 A I NpMED® & DNAK & P.chrys-
osporium T HEEH T SDNAMF 2 0B L 213 1Y, ¥k, RHEECEZFOLHN
VAR YBBILAVEY TAEEESRT S A3 FpLLEIZRA L, T OplL
Bl o HZFEE CTARSBERZ R D 1. 4kbDNABT R 2 BLEE L T, BT 21T > T %1%,
L2l ZOWABRETFEATARSE L TEHS2BDPEE> Ty,

Lt b A B b SDNAES L LT, rDNARPRERC S Y —FET 5DNA
DENBEHTHS, ChCBHELT, EELRAVARZIFDI bay FY 7DN
AL S HHEBEBANTREAFALZERTSINAA2EEL T, Z20BAFMLD
B EIT27219, ZolRE20wTh, ERHTFENTOFHRIKFTL T
T,

BEFEAREPERT 20— —HEEFELTR, SHRRLEHRS
HHT2BEFTHI7I ) BREGRERFENLSHBFEF I T LIATT,
ChoBEFRERZBERZ2TADSUERREEAKOACEYNT, $HIKRLE
BRCHATES b TRV, —H T, ERL khphitfs+1° P KIEE D Tn0
SRUTnbHR D7 IV Y ay RV YRREBER (& 4 APHI*2 APHII*® ) #ir
T, BA4PREWENA TV UBR GABEREHILLL, EHECmEL 5
Z5BEBBETFTHH. KEODEBKERIN NS TS Y VB GAIBCREZHTH
50T, B hphkETF P APHIAPHIDRET RS A Eh T 2T 5,

BRCHOHFHOREERFEOMBE D W Tk, 19835 7 1R % v 2D,
19854 & Rhodosporidium toruloides*® ., O2EEOREHFH COREGR
EHARESh, I9FREFHFECIDTCALrn X r22 k3 E KR
BB EN TR, 1987TEWC e b a X ¥ ((. cinereus)?% , 19894 P. chryso-
sporum®® 19904 & b 3 X 7 O BIHE (C. bilanatus)?® OB EHBRENRK 4 &
MFEEhi, 6K, 190FCHBEEHTCHO THY x X ¥ (Laccaria laccata)
PPTORABRENME I AL, 1992F R o T I 2 r2O RIS 7YX
7 (Hebeloma cylindrosporum)?® OB EEHRBENEEEhE, Jars i
FaZxy (Ccinereus) BV TR, ¥XTCT R TS5 A+ -PEG &HETHDH, %
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DHMBEBEC LI CEEXTETH - 30,

Li_l:\ FRhETOHRERAPLERZ2ERL, FWMETR, s FTHTHOHKR
FERHEBT I EZL, YL, ERLUEHFHEOEFEROF TCRICF
ZEEREVIBEILCKERAREF>TEY), ChCHEETIHVET S
rFMENIRETFEHREL L, |
 ChETOFEARACHETANREL LTE, BTOREREESRT VD,
ZFHSRE I X0 —REAFISHHRELE VIR TR VAR T OFRERME
WMEMEZDZERE>T, FREEREBRVBECTE, TOFHEYWERT?T I Vv
SRRV VM (AP TH I bR REEH R, EHK, BbAXT
OFREBEERBBICBCT, cAPEERTZI7TF=Vv - Yo 5 —-EERERDY
CAMPE HRT BAAB VLT I — Ol 2 & 4 WEL, FREREBRCE
MoT7F=V—bbV I 5—-CEERLBTDHIZEERERL 32, RKRKE, 4
MEZOBALEY A 2y OFRERERRMCHENCAPERESHAL, 7
FolU— b 25— CEERERTHAZEERLAENY, FRINEHE, A
b X rolEgERC 7 A (Penicilliun funiculosum) B AL 2 ET A,
CTHEEOEMBEAI LRy OFRERSHERLIAhDIIEEHEL Y,
ZFLT, PAXHIERATELRR T ZOL0hb A s YIRETH DL T
vﬁ%ﬁib\&vfmvNﬁXLtna&w%%ﬁﬁﬁ%%E?%:t%%
L3 RS, 73 AX XY (Favolus arcularius) O FEEE KHEIE
MERTHWE, 7V I VEERSEL 239,

CAMPBI L T, BB L HABETCHRARENTLIVY FAvEY Y ¥ —
ELTCTHESh, ThE2ARTHI7F=Vv—bv I 5 —FEeHEMBEANY T
NMNEBRBRD—D2 LT, BHINEHEIhTnwd, HCLHFER (S cerevi-
siae) BT, VI NVEEOIAYr—FRKERBPAERATVT, X1-2K
AL B rasBizFEDR 7TV — b0 55— (CYR]D) OREY T2y
FELTHBELTOWAZ ERF>T0wB3T, Mgt iE (Dictyostel iun
discoideum) Tk, 2O 7 =V — bV U7 5 — P {aTF (ACAL ACG) MWELBE X
hTwT3® | 202 O rastl B# 5 F (Ddras®® & DdrasG4® ) i3 &
BEHbo T, MEANCANPEO— ik FH AR, FEMEE L ol
CHRRKREEE NS Ddras(DEER2ME, RFCHtBECOBERERE C
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O W cal

M1-2 H3EEERE (S cerevisiae) DRAS-cAMPIZ L 5 ¥ 7 F WVARESR
g, Hh—&  ERIEY 8,1308-1317(1990) & h K



BARIET & h 3 0drasOBEE R BET 5 2 L MBWESh T B0,

22T, FEEERFAES X -V ERXRTE, ZhHE2REBRHMBELT
BHCABCAFTELYALA R ENBEE., VA4 X 7 EEHEINAL D cANPO &
BEOMNEEDR7PFoV—b VIS5 — Pl EFE rasiHABETFORBEZR A
oo FOMBE, 7F2Vv—b V59 —VPHEEFRESRALELOh R Mo 7‘::7’J$\
rastEEET £ LT L edodes ras(le. ras)EFHE b h, FBEC, rasH
BlE#zFEIa—=v 93 d07a—J L LTCHEAL TWizHarveyd 5 v
FMAEY 4 VA ras(v-Ha-ras) DR FEBWIICH D OH W MHEFE M 2 KD MHrask
RELZIFHHEOBEBETprilbBO L, FRIOEEHOBRETFOFESLKERK
BRECBTIEERHEELMITL k2, Le.rasBiFRERB K, prid{mFkT
EERERTHSRBCREL TR, BUSHREOBER LA X 7 O FHER
HRACRKRCLBCHEET ZnRNAC D WTER L 2cDNAS A 75 Y — L DB LE
BFpriBEOWTZO—RBEELHEL., ULk 3D0#EBTFEYOREEREIT 2
T2k,

WEHEBEL 2320 EFORMEEAR (FrE—2—-KRUFE2—3I 32 —X —%#
B) EHCBETFHEANI I - RET LI F R

Fk Ll 30 BEFORMEMEREEZLOAILERBROCTHRAZ 70— =
VILT, TOMBREEMFL k., ¥k, LRRCOVCR T OREFOE
BERBERESWLE, B llerasizdFO 7 nE— 2 — RO pridB=ETo R
— I X =R -G48 E D APHIB Iz F 2 T, Bz FEARS X —plLCl
-gen® HHE L b, BBCHEEL LI 2 —plCl-genk v, Y1 &7, &}
SRy, LS ErCORERRERS K,

FhABMOERTH DA, HHKCHETIINAEToBRFEELEL T, LELLY
125D 5 A3 FpLLEIH R OARSHI A1 RO e 5 & X MS-PO23E L DB 5 h
7277 23 FpLPOSHERDOARSHT 42 %, b ba 2 rOTRPIEEFR2ELRE
AN Y 2 —pCcl00IwMARAR, L PI AT DO trpl BOBHEERET>
o



%ZE A4 Ry DrastF#EAsF Le. ras® BBk L #E1{= @A

B1E W

rasfEFRBEALOEBENOHMTHECRFE L T 5ESS T RETPHE
EHZVAIEEI-FLTWS, ChOb0#EEGETORRERGFREIAEOM
MEEALT A ENTCERILLIREEFETLIIENTED, EHEERAH
CHOT, RasA Y AVEROMERERTELZOL €T 2 —EO@AIE>T
FHIWIALIPOV T FAEHMBEARRBOTEET S, Wby 3ESERRE
F (signal transducer) tLTﬁSﬁﬁET%&:%‘%%éhTh%fﬁ‘ FOYTFNR
ERORFRELHLDPE R > T WIT,

HZERE B 2T D rassti i F (RASL BASD M H D, Thd DrasBizsTEY
WcAMPE AT BV T FNEZEROHB T, cAMPR AR T HI7F=Vv—bb 0 5 —
EERH T2 LT, MaAHOHEHO—-HFELLTHTVWEZ & A
WMol Twd*®, =T, HBBWE (Schizosaccharomyces pombe) i, 1
MO raslt =T (rasD L2k, 20raskZFENE, EE7F=Vv— b
ba—ﬁmﬁﬁwm%bofﬁ%fﬂh L2702 YOV T I VR
HRCEESE L TWIEFRBREIATOVSAY, Fh, MEEBEBECBVTD HF
BB & A B W 258 38 O rasili{s F (Ddras, Ddras@) 3% 1) 3900 49 | DdrasGik 3 #
BRI OHMCRRRCEERER A, Ddrask H L ABTCOBERER
BB O THEXRCEERHAIh DI ZERHELITATWEIY, ZThd orasi
CFEDEHBAERECELETI2007 Fo V=Y 75— (ACA ACO) DR
HCRBESE LT3 | MENCAMPED -k ER M, DdrasGD%E
B x. BERKCIrasOEE 2 EET D eh s, HEBBLRIER ZER Te
AMPE HBIMER S D EEZ S hTWw 5, '

DA C S REBORALYE, HFEHY A 4 7 OFTEEE RIS B K cAMP
BRO77oVv—bPY I 59— CHEUEOEBHLBHL 23, Zhickbd &, cA
MPEB G FRGFEERENOEE (FAM) HHCABCHEAXLERERD,
T77FoV—bU I —CFERED ORI AL., FEERER R EKXE

_.7._



BEERLTWS, $RZhMFIKDL, FHELR I Xy tRERAERERZ
BTV B3

FrITCLOETE, YARATFDLFPFoLv—L U5 —CREBEFRR rasi
H#REFEPHEBEIICEEEF L, HEBBO7 =V — MY I 5 —E ((YRDE
ZF1 & Harvery@ F v AREY 4 VA 6/ O EBWBEFv-Ha-ras” %
FE—TE LT, ARy PHC2H DY s EDNA K U RAE Y Y T m oy b
2Tk, OB, CHRIZ7n—T R L EBACRI B -2V T OWEESE S
RBETHIBEOHBRNATIE A —=Varv T LrEBshixdros bR,
v-Ha-rask 7m—7 L LEVY ¥y T ay b CRIBEHEONS T XL ¥~ =
VAV EIEREBLEREDT, FORNDOVED(le.ras)®/m—=v L, #iET
BT & 4T > 2o



B2E MBE HE&
2-2-1 B

| TOETORBWEHERLEY A 27 (L. edodes) & KB (Escherichia.coli)®
Ei, BeFRER2-ICTRL &,

F2-1 HRAEKE
Strains : Genotype Referenée
L. edodes |
FMC2 : Wild Type 48)
E.coli |
JM109 F' traD36 proA* proB* lacl® lacZA M15/rechl 49)
endAl gyrd96 (Nal*) thi hsdR17 supE44 reldl
A (lac-prodB) mcri
600 thi-1 thr-1 leuB6 lacYl tond2l supE44 mcrA 50)
CBOOHf!  thi-1 thr-1 leuB6 lacYl tond2l supEdd mcrA 51)

hfIA150 chr::Tnl0(tet?)




2-2-2 75 AIFNRO 77 —VDNA

TOECORRBREFEALEXBE S SAINRO 7 7 —UDNARE2-2KER L
o

#%2-2 TS5 AIFROGT7 7»—TDNA

Vector Size(kb) Genetic Marker Source or Reference
Plasmid ,

pBS-9 4.8 Amp* J.C.R.B.?
(pBR322-v-Ha-ras)

YEp13- CYRI-11 15.9 LEUZ Amp* Tet* . 46)
pUC18 2.7 Anp* lacZ | 49)
pUCLY 2.7 Amp* lacZ 49)
Bacteriophage

Agtl0 ©43.3 cl . 52)
M13mp18 7.3 lacZ | 49)
M13mpl9 7.3 lacZ % 49)

¥:!Japanese Cancer Research Resource Bank
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2-2-3 &M
COBTORREFERALEEMOMERR T ZOFRATBERLTERL k.

1)Luria-Bertani (LB) %5 i
1% Bacto-tryptone(DIFCO)

0.5% Bacto-yeast extract(DIFCO)

- 0.5% NaCl , PH 7.0
FEREMCE, 1.55Ww/v) DFEX (FIXEME) 20z &,
HEXEH (top agar)iCik, 0. 75w/ V) DR Z M X 2,
MEWHE7 VEVY VIR DBERETIBEE, HRBEEROug/mlThk
5E3CHML
77y —VORBMAER, MgS0. R Claltose® A BE N A 4 10nM, 20272 5
XIo2WHmML %,

Z)SOBﬁ%ﬂﬁ
2% Bacto-tryptone(DIFCO)

0.5% Bacto-yeast extract (DIFCO)

0.05% NaCl

2.5mM . KCI

10mM MgCl, » PH 7.0
MgClalk A — b 7 L — T B %, 2M MegClo® 1/200B M2 25 2 L CHRBL /=,
RREHEE, LEAWV)OEXREMX &,
MEME7 EY) VX2 BRZ2TIHARE,. ERBER0ng/nlic i
HEIRHEML &,

3) SOCHS ith
SOBHh W A — b2 U — T HBE L 211 glucose® 1/50B M2 B2 & CHEL

o

_.11_



A

4) M98z b 5 Hh
M9 salts
0.6% NaHPO4
0.3% KH,PO4
0.05% NaCl
0.3% NH4CI
0.2% glucose
0.1mM CaCl,
2mM MgS0y
M9 salts,glucose,CaCl,, MgSO4 & B 4 A — 2 L—THEE., BEL &,
EXREHCE., LW VOEREMZ L, v
MEYE7YEVY VLD ERZ2TIHAE. RRBREN0ug/nlic i
&5 CHML k.
CASAMINO ACID(DIFCO)Z MM %2 Ak, BREBEMNILIKCE DI LSICL &,

5) SMY 5% 3
1% saccharose
1% FBFxx2 (BE)
0.4% BB x> 2 (HE) ., pH 5.6
RREH W, LW/ vVOEREME k.

6)PSA (PDA) 5% #a
BEULEHEEWMo LIy HAEE2NIcnATED, 20 v F 4 E200~30
Ogz 100035 DL A 4V K CIRBERA YL, 2~3KEROY - THBL.
20g D saccharose (PDAD B A W glucose) ® Mz, Mo 73“/7k’6‘10001ﬁ10¢‘3‘
P THhIEXREL6gMZ, F— M Vv —THEBEL X & &,

._IZ._



TYSRIE - KWESEH
FHREAYV2E5D20VTEDODTELT, HOREZIZH XD, 2O

BEXErPBZHELETIOHETEEL, SARRBIC RS ISl ¥
KEMEZ, C—W—CEDTE— 2 V—THEL .

2-2-4 BERERIS

FIRBEREEEE, E¥EN, v Ry Y —Y XD AL R, Bacterial alka
line phosphatase, T4 polynucleotide kinase, T4 DNA ligase,Klenow enzyne,
FcoRl methylaseB EEHER T v R U Y-V EDBEAL, ZThb0BEELHF
AT A AT EZE R > 2, DNasel & RNaseAlk, Signak DA L. RNa
seAlk 10mM Tris-HC1(pH 7.5) W 10ng/mlC %5 & 5 WML, 205 HEBH L <D
Nase® RIG X & %ML &, Proteinase KA FIRME LI DB AL =, HER
FERETDREHOFV—Yary 7523 FEMEHAEIE. Kilo-Sequence A De-
letion Kit () % AW I, |

2-2-5 DNAO 8

DRBEH» S 075 23 FDNAD T3 1

AKBE» 5075 23 FONAOBREI WL, F FClewllk Hellinskid H#53 %
Ao, 7723 FPREELZMEWHE ZHE I L 2M9-CASAMINO ACIDHE #h ¢ x5 3
FERIM E CHEEL, 100pug/mOoBBCRIEI > CREYEI NS L7220
—NEMEZ. TOAIVFNOHEE2T o, TOBEHLE L. Sanbrooks @ &
WhdHAlkaliBEEHWTT S5 A3 FONARBABIL 259, 20, Radloffd o
FHHBEXLBEEer YA CsCl)—F Yy AT N (EtBr) 0 B EHIEE
DEZROTHEML 259, LPEFK Y. Sanbrookd OB E D Rapid alkal i
b ERITo

_13_



DKBE» S D7 » — UDNAQ BB |
SAE 7y —VoOKREFHBE, Yananotod D HFEHEW LD 7o 258, F ik,

SAH T 77—V ODNAO M H . Sanbrook®d OB > TiTo 254, 4

B, Yananotob D HFEER R R LT >k, LBV —bERCERER LS
5= BV EDTONRAY -V ERy PCERERY, 200k 10 SH buffer[0.58
% NaCl,0.2% MgS04-7H,0,50mM Tris-HCL, 0.01% Gelatin;pH 7.5]K BB & =,
ZWRCTIHFBU LHER, EEE2 1000 0—KEEL LEEXBE N X3
TEISHMERE L. 20n QLB % M A MBEIEEL > B Lk, XBEAKE
LD Rs, 7R LbAEMLXTESBEEL TL5 000rpnTE5 EEDLL &,
LiE® B L DNasel,RNaseA® & #1lpug/mlE& b koCmz, 3TCTINHHRE
Lize Z D%, Sambrook®b O EW L 22> CDNAZHIHE L, HHRL &,

IMI3 T » — U — K FHDNAD 7 B

Znl O LB M, SOBREMEC —Wp 3 L A2 KIBWIMI00D B3k 250 100 %,
Chi7y—VU795—7 BB k., 3TCTHREIRE S HEL L%, BERL
ml %15, 000rpn 5N MEOL LEEXERL 2, ZOLEX2008 1020%5FY =
F Vv ZYa—v(PEG)6000/2.5M NaCl® hn %, =B 150 MK E#%15,000rpnT
I EEOLLTCEERRE, 221000 1OTE buffer[10nM Tris-HCI, 1mM ED
TAipH 7.5] BB L I, R0 gDTERMA Y = ) —AClEME L, 1/I0BED
MOBEEE > PYU U A(PES2)ZME R ) — A TEBEITo R, T0%2 X J — L
TPEE K, 204 1OTE buffer@ ¥ M L TONARREL & U %,

4)HFH O£ DNAD FH#
HFHOLDNADO B, Ausubel 5ORBL VBRI ER 2RO LEY O FEE

WEE —HBERL TT - 257, SMYHGEEMco~GEMIRE S BBELEHET

BHEY ARMEROFN—VYTHE L, BAAVYATHELEZ, RECTU—-Y) VXTI L
vﬁ—(ﬁﬂ%@@ﬁ)@ﬁvfwmmgﬁ%km\%@@t&%fogm%

_14_



ANTHERXE, TV VA —2EHECTHEBEIEMRRCRDIETHBLE &
OWHHE, S0nldFalcon20700 ¥ HS B WwETAK,  20nlod i HAEH®
[0.1M Tris-HCI,0. 1M EDTA, 0.25M NaCl,100x g/m! Proteinase K;pH 8.0]% i
FARAHECEEB L, SLEERBENIIC RS L3I YY) LVEHEEF MY 7 A
‘(SDS)%i’Di’.\ 55C CoRFMHME L. FwvT2ngdProteinase K% 2 T37C ¢,
—WRE L 2%, 10,000rpm, 4CCI6HEEL L, LECEFEOS VTR
— LV EMzZ Iz, ROBLEAAY—-LENwy b TCINAZEZM, 99.5%0x &
J=n e xR ) -V TCIHFECUEE L 10nlDTE bufferiC&E H» L 2, TESEF
T2 —VCHIHLU, E5ETRAEM Y = ) — L iCIAA(UNISNAIAYTPINTAI-N=24:1)
[l:llCcoME 2T C. =2 —LCHhlg ¥k, NAOUBEEEDTE bu
fferici 2 L. H#%WC10ng/ml RNaseAZ ML, 309 HFRER L £DNARB L L %,

2-2-6 HEFHEO2RNAOHH

HFE»S 0£RNAOHE K, Chirgwind 5% £Glisinb5 OB MEH» 5
OERNADRRBE R — W R L TIT o o, SHYH AR R OCHRIB - R ©5
BLLEEFEOHESE, THREARE, RAFRELHR A AV KCHESE L, BiLE
%@kohv—uvﬁfvv#—wﬁvfkybfoMZtoUéuyﬁfv
VHE—THERRCR D ETCHB L, GTC nixture[4M F4Y7VER) 729" v, 25mM Jrv
ERFMYA, 0. 1M 2-ANH7T bIS) =N, 0.5% N-Fyuibyhayy +bYYA, 0.1% Antifoam A;pH
T.00#M2B{BRALE, BE®B, AEVFAY—2 AV TERTHEE S E
UF LK. EOWBEEI 000rpnT 104 B L fou £ % dnl 0 CSCLE
[5.7M CsC1,0.1M EDTA;pH 7.0J3 A > kELF o — T CEE L. 32,000rpn, 20
CTCUFRELL 2, HEOHB, EHELZEEBEEAAY —LERY PTEEEL
REF 2 —~TONBEEIEWEEL, BOEIvE—F 7 TCFa—T0L8E%
PHHFEELE, BUVOLEE2BRVE, HOTFa—TI0%DZR ) —L %M
ZBNAZATH S @, BAOTZ X — V&RV A%, RSB[10nM Tris-HCI, ImM EDT
A0 T% N-79ndnynayy FhYYA, 5% TEARFI72/-hipH 7.5 HE N L ko 2 L CTEM
M7z )= iCIAA[=1:1]C2[E, CIAATIEHE 2T, X)) — L TCHBL
Elo ZOWHWE 10oM Tris-HC1/1mM EDTA/0.1% SDSW¥A» L. £RNAZRE &
L 7%,

- 15 -



2-2-7 DNA,RNAD E B &

260nmD TR DWW IEFE (Asso) ZTE L. Aseo=l. 0D KDDNAZ W OEE $50u
g/ml, RNAB W OEBE 240 g/nlk L %=,

2-2-8 EHFoPE

KEEHOEFOHEWE., 600nmOEEOWE (eoo)® —~ERBBCHET S
W EDITo ke,

2-2-9 HFHECARroFEFERS

R R MY R T2~ GAMBBE L L A 2 7 OBARHEL .,
BT HWRTTH—» AMBR L, BAMERPCEBL 2L Z5TITC, %
MBHTEBL, SOEH—ryAEBRBLLEE, TEARERCFEANEL L
2o

2-2-10 7Hr—RFLEBEKLH

Sambrookb5 O FEWK LD, VI VEHBREKBELHOWCTF2 259, 5k
VATANTE FER7 H 0 —2 7 VEXE b Sanbrookd QR EBIWHE - T -
leo cDNAEOMBAZAL IV 7 a—RA X AV BLK kB, AL 5Y 7H 0 —
A5V % 50mM NaCl/1nM EDTA/1.4% Agarose® SR CHAESIL. P D Y kBN
v 7 7 —[30mM NaOH, lmM EDTA] “C100V'C2M kB L 7.,

2-2-11 7Xua—A5 Lk 0DNAD E I
DEBMA T —2A-745 —v
BRMAZ7ITa -2 L 2HAOCELKKE %170, HE DY o4 X35 O DNAKF

%%@D&LkoVN%H%iv&yFw7%a~7klh%t?%wﬁﬁ&

_.16_



ELE2®%B, 200l A%) lunitd 745 —+ (Signa) % i1 2 T45C C3RKHE
DLEBREL R, 1/258B05M NaCl®2MmzC. 2.6 BO =X ) — L CDNAR WL
TRDBIEWXCEIDDINAZEINL =,

2)DEABA — 8 — i |

FAR—=AYVVERHOCTERKEKBE2TY., YVEOHBNOY A X ODNAK H
DEFEH Yy B—F 4 7 CYRZE AN, DESIR— 81— (Nattman) % 5 & &
WoTURAAKHEAL., BEL~305B%EL &=, DNAMTH »8 4 TDESIR — A
—WBEINREZEPHEMND, DEINRN—R =B 2w R_RY AT F a—TEHN
U #2o DESL~—S—%0.1M NaCl/0.1nM EDTA/10mM Tris-HCI(pH 8.0) C¥k# L
B, 1M NaCICDNAR VA & €, BB X J — LB TONAR B L %,

2-2-12 KIGH 0 Hini &k

KEEH OB ERBEER, Inoueb 0 FER —HREL Tir- k8, —HiEsE
LEXBEO Inl® 10nl OB HE L, 3TCTIRE IEL 2, 0DsooM0.
4~0.5iC L 2 £ & AT, K LETL04MAH L 3,000rpn, 4T CLOHMBELL,
Y% 4nl® T, Buffer [10mM PIPES, 15mM CaCl2, 250mM KC1, 55mM MnC12;pH 6. 7]
W LTk ETI00 MM AL 24, 3,000rpn. 4CCL0OHMELL R, Wil
%#0.8nl @T.Buffer iR L 60 1ODMSO(TH) M & TR ETI0E%HL 2 #%,
COoBBHEAVET Y b Lk, 0.20lO 33 Y ET Y bV EDNABE %
Bal, KETSMMEL ko 20 %42C TE0MBMEE L T4 5k ET2~3
FHEHEL. 0.8nloSOCHME ML CITCCIHHEBEL 2, COBERZ E
WHAEREHM RS, 3TCT—HEEL Lk,

2-2-13 Poly(A) "RNAO ¥ #4

BH ABE®%I[20nM Tris-HCI, 0. 5M NaCl, 1mM EDTA,0.1% SDS;pH 5.6] ©F
bty dDerir—2lnle s 5 A KED. HEK. 0.1M NaOH/5uM
EDTA, WH KD, ZhZhdnlF oI A CHEL k., D5 AFKHIKODpHAS
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MFTHB3ZLEHALTHS, nloBEHEABHRITHI S AREHL L, £
OB, Ingd ERNAR WH K CEM»L., 65CTCEHMERLEZ. ThHEEOD
XEHABERIE ML, SRECHRBEBOLTHOAEML LY 5 A LCE
FHECERLE, SOREHABHFREML &, RAVE>ZERL. BT
65CCHEHMBEEL TAHL, BEEEE(ERLE, ZOoBELZLI—ERD
JJ@LTC@&‘\ E~10nl 0 HABEHEHRITHEE L, o CinloBEH AEEH®RII20
mM Tris-HCI, 0. 1M NaCl, ImM EDTA,0.1% SDS;pH 5.6]24E ML . & 4 Bl 4 A
WLk, ZhbOEHBOENE (Areo)ZWEL., 4B EH OB HBEORIEE H
BOETHBZ LML 2%, 3nld10nM Tris-HC1/1nM EDTA/0.05% SDS(pH
7.5) Tpoly (A)+RNAR W HI & 2 e, B 5 hkpoly (A) +RNAEE % @ % Y6 & (Azeo)
PREL, WRMNEIATCHDZ EEMRAL 2%, 0.I3nlOMOBEEET + Y D
AEMZTCZ R ) =V UWETo> L, RERTIRZZ ) —ANTHER, LkKE
BHRERY S TCEBRIE, MEBEKCHE»L TRY (WO)RNARB & L &,

2-2-14 cDNAS A 75V —DFH

cDNA®D & & &k Anershan® % v b (cDNARH Y AT & + 75 X)) & W TIT 2 T,
first strandB AT 4 v —RkA VT D 2FEHL &, first strand& s-
econd strand MV AEhi 2PO7 AV b—TBEHRESYFL—Vavd
YUR—THETDIZIEXL LT, Th¥hOstrandG R B DI RIGIMNE %
HELE, £/, E0H600% L AOCDNABRERERTOWIPHEE»D D L,
first strand@ K% O RE R T second strand&EREORBO 7 LI Y 7 H 1
— AT NBEUBETo k. FERS Y PORBHBR ok, 28T, HL
1zcDNAD EcoRIER B8 AL % | EcoRl Methylase® AW T AF AL e T HhIZT4
DNA ligase® AW T EcoR1Y ¥ h— (HEE) 220% &, T OREFIREFKEcOR]
THIEL 2, REET7 7T v I AGITYLVIEREZITV, EcRlY v I —WhHh %
_HX{D[&%D?:O RV T, EcoRIV Y —F DWW cDNAEL A gtl0R 7 X — D EcoRl
HALH %, T4 DNA ligase® W TEME L k. BB, EMHL ZDNA% in vitro
Ny r—V v 7%y bGIGA PACK GOLD(STRATAGENE) @ & W Ny r — U v 7 L,
CDNAT 4 75V —k Lk, |
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2-2-15 DNA® i

DNADKEBWZ WS VA AT IS4 —DNATRY VIV EPHVE, il v &
LATTA—=DNAGRY VT EFy b (BHEE) PHFEOEMRLLEwIa-22P] dCTP
(ICN, Amershan) DE DA A #® T -

2-2-16 NATYHAL L~ a v

DY onNng Ty L E—Vay

DNAR 7 —AF NV CEIGEL 2%, 70— VCHBERORNAR
EIWEBH L, 20X AE 70U B 0.5M NaOH, 1. 5M NaCl]w 304>
Bl L 7, WiSouthern® HHEOV W XD, Z7AHY b5 VAT 7 — k0. 250
NaOH, 1.5M NaCllZ FHw<T, YL HODNAR F I B v AV T LY
ond-N(Amersham) @ # L %, Z®7 4 VB —%1~5XDenhardti&# [1X Denhard
£:0.02% BSA(SIGMA), 0.02% Ficol I(SIGMA),0.02% PVP (B mAb k)], 100 g/ml
ZM = ¥ VK FDNA(SIGHA) B TP 50%k L A 7 3 F"%%SXSSC[IXSSC:ISOmM NaC
I, 15mM Trisodium Citrate;pH 7.0]0:‘2%LATC‘C“ZB??F&?L}J:{%@L i GZAR VPN
ATYVRE—Vay), 0K, BEML RO2P-EMINAY o — 7 H R I & 42
CCIBREM B ENS TV XA L~ a v Lk, T, Blot wash buffer[12m
M Na,HPO4, 8mM NaH,PO4, 2nM NaysP,0,,0.05% SDS]-2X SSCEAEEZ AT, 7 4
AR —ZRELE ., BERL—PI VAT T 74 —%fTo ke BBHOEHET
TRy PV NA TNV EA XL -V a VRN T IR A X~ a v CHERTHHE
BMHPDOENVLT7IVORER20~305ZR L THT - &,

7 4 V& —Hyb

2 =P UNL TV EALE—Va v

T YNLT YA~ a Vi, Sambrookb OB #EE D LT 5P,
RNAZ AV A 7 VF e RERT I~ AL L CEKWKEIL 2%, Southerno %
BEWED2AXSSCEAWT, YLVHODNARF IR YAV T LY 7 4% —Hybo
nd-NEB Lk, 7408 -2 5 ECRE S & ik, Bt —7 ¥ C80C. 76
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cmHg, 2K R EERF W 24T 0 F2e BB 2-16-1OY YV IUNSL TV XL E—Da Y
ERBRZIT - 2,

NTS—=INAT)VEA XL~V a v
T I INAT YR =T a VR, Benton & Davis® 2 Wit » TIT o
o ART7 7 —Vk—BEBELLEEABHERRENTEM S €, 31TTIS
SHEEL %, BBV —bECEE, STCC—BHBEHRL TSI 2RRE
gk, bR ELR—RAYT VY I 4L —2EMIETCTIS—2F2B L.,
DO7H Y B C22E, By [0.54 Tris, 1. 5M NaCl;pH8. 01C 242
B, 2XSSCT242H QJER LB L, IRMAE L 2, Z0fk, HEA—7 ¥ T80
C,T6cnlg, 2REEMBEE MY 2, BBEDOVF UNL TV EL ¥~ a ViR

BT - .

Hapm—NATI)VHEL L~V ay

2-2-120 KIGHORERBRECTREREERLLES, =ttt in—2AXA V7
VY7 4R —0%=S0B(B0ug/nl P/OVINT V- PR F &, v37°C'C*~%i*.%
#t D, apm—MNEZET7INVE— (TAZ=) BFlu=bnein—2
AVIFIVVYIZAaNME—CERaInE—%2BL, TOT74 02— (VFY ) %
SOB(50u g/ml 7Y YY) SV — b EER T, CTC—BHEHET D, VI D%
10%SDSC341E. D7 VAU EHIETEH2E,. 3) ORI T549 2E, 2XSSC
THH2E DI CHUBEL CIUFHMEAEL &, 20#%, EEA—7 2 T80C. T6cnlg,
CEEEIBE R T o RV T2XSSCREBEL, Vv U x Y 2 [65XS85C,0.5% SDS,
ImM EDTA;pH 8.01H T50C, 30 M¥%k¥ L . MERDOVYF NS TY XA
Y—va VBT k.

2-2-17 35 & B 7 0 i
1) 38 2 e 31 vk %2 A BB o B

2-2-5 1) D Alkal i CTHIHI L =75 2 3 FDNAWSHRWC3/5A @ 20% PEG6000/
2.5M NaClis &2 N 2. K ECIR LA LB L %2, HE#H12,000rpm, 52 &
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DL, EHERPRETONCE ) — AV TRHRE L, REE, 2N LICIERECE» L K
LW 104 M E L T15 000rpm, 105 BEL Lk, EEEZ ) —LWEL. B
¥, B L T30u lOTE bufferiC¥H» LB I Z ADNARBL E L &, 2B,
MIS—Z$DNAZ AW B & 1k2-2-5 ) DHEWEL k.

2) W HE T o v E

HEER S B2 W Sanger 5 D HHESP W HE - 2, KIS Wik, T-deaza Sequenase
™ Ver2.0for labeled dCTP(E ¥ &) ¥ /=& 7T-DEAZA Sequencing Kit Ver.2.0
(BEE)ZFEAL., [a-358]dCTP % 2k [a-°2P]dCTPCE#HL &, 2R, &
EEFEHMREZE-SARY 7 UL 7INSTACERK KB 2Tk, BRI
PLAEFVNS A Y —ELBEERY 72 HWTE8~T3C, 2RHERSZELETH
by A= S VUXTFT T4 —%{Tol, RELLINABEERT OFEE, BITCE
VI7hby 2 7HEE)OaYEa—&—70aF 5 AGenetysMZFERL &,

2-2-18 % ot

DA ODNARNAOEL D Wi B L Tk Sambrook b D LE® K. KBEHE O
oo ({CE@L TEMillerO fREBESL WP - TIT - 2,
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#3f  v-Ha-rask NA4 7 U X A4 XF 54 E&DNAK A © 4Bk

AR T FMC2HE D B & (RDNA® IR B2 3% FcoRI R OF Hind TG L L. DNAJH {t
W (% %220pg) 27 —AF VEK kB -, Ch%b:oh'(“l"é%
WUk CIRIEv-Ra-raskE TR —T E LCHOABTCY ¥ Y T ny b @BIF R
oo CYRIENAT VXA ZXTHHBELRANY PEELhGdo M, v-Ha-ras
W EcoRIM L ¥ T k5. 6kb& 2. 6kbD L E T, Hindi”?ﬁft%'@@i% 8kb & 5. 6kb
DUNEBEBCHBERENA TV EXA L -V a vy ANV FRRADO hE, 22T, 2.6kb
435 D EcoRIMWr - & 5. 6kbfTHE D Hind11IWi K% 7 Fm— A X A5 EI L. plC
1I9RT B — DB WTCERBEINAT A TS5 ) —%FHL, ZO54T5Y—H»h
5, S2PCHEML kv-Ha-raskyn—7 kL CHWEaIBZ NS TUE LY
—Ya YW &oT, v-Ha~rask N4 7 U X 4 X9 %2 6kbEcoRIW i & 5. 6kbHin
diTIBr 2 BLEE L 7z, & S W 2.6kbEcoRIMT F a5, 6kbHindlIIl % 70— 7
ELT, LEODEcRIBROHIdIIIELDOBR%kEHER LTy Tay b
TR ITo & Z A, 2.6kbEcoRIMi A% T m— 7k L Bk EcoR1 1t ¥ ¢ ik 2.
6kb. HindI 1B TRT.BkDOMBRNA T I XA L=V a vy AV FHRAD
b, 5.6kafndIIIléEﬁH‘%’7°Iﬂ—7“t U 72k EcoR13E {b ¥ © 5. 6kb, HindIII
HALH Ch.6kbOMBRENS TV XA XL -2 a v AV RRFED SR, Z08
Rbo 6, 2.6kbEcoRIM F & 5.6kbHindl 11l Frikv-Ha-rask N4 7 U X4 X§ %
HEOHERINZFE > T DI ERMFEo e, HW T2 6kbEcoRIET F & 5. 6kbHin
dIIIMi R 2 B EORREBCHAL LHIBRBERUNABR 2 ERL 2 (K2-1) ,
Ih%db s 6kbAindllIlTA 26, 7 n—=v & &k»> Tv-Ha-rask #
F %R 1 2kbHindl I I-XbalWr %2 BB L 2, BB ZOETIR, 5.6kbHindl]
I8 B B O 1. 2kbHindI I1-Xballf K 2 W TC OBERIZ DO W TR, 2.6kbEco
RIBA DO W CRRBETHERBZ L ET 5,
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CUNY Vb & (L b\ 3SBIBRH-A
¢ HWPOX-TIPIHAT T34 M0 {008 “El. Y IGIIPUTEON9'S

(2] e S L (1 22 20 1 0 H LITI097 99T
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AR Le.rasOEEBEIIRCHEET I JBETORE
2-4-1 1.2kbHindl11-Xballt i 0 HEE 7 O BT

1. 2kbHind 1 11-Xbal Wi Fr 0 B/ Z) & P E L . EHEIRC E b b PHE
NA3BETFEYWO7? I ) BENOFSERY —BELXITo R, ZOHE, 1.2kbH
indl11-Xballi F B D rasifzsF B WAERY —~ 2 Fb, HELh Dras
HABEGEFOREALEDHHLZEATHT, ¥V O2hD4 Y bR VYR &
THWERTWBHZ ERTFBE N, g, & O rasilF%{ET % Le. rask 1¥
ST b,

2-4-2 Le.ras Biz¥ O — RIE &R

le.rasifz F DL —RIEBELPHA I T I LD, ZOcDNAZn—v DEEY
ok V4 ZYINCOHOFEAERIEL DHHE L 2RNA» S, KU (A)'RNAZ
WL, 2h®dbECcDNAZAM L k2, first strand. second strand~® 7
AV =T MO RABEEDEHEL LcDNAD LR IRAZ. 55T H o ke, E oy 7 A
AV 7 AR —ATNVEIKBOER»S, R E N cDNAK & 2 #500bp~4
Kb HBWVTHEZ L b Dok, BHRL LDNAREHWE AgtlORT X —KD %
WECDNAT A 75 Y —BEH L, ZDcDNAZ A 75U =, 1.2KbHindI11-X
bal Wik 2o R —FRHVT, 79 —INA4 T VXA L—vavEZIDLer
ascONAO BB A lzy, ZOMRR, WIFEOCINAIZ n—V B 53HOH I iE
HWODNAZ m— VB bhtz, Zhd3o0rm—rik, &41.2b, 1.0Kb, 2.
AKbDCcDNAZ B L TH D, WwFhocDNAD 1. 2Kb Hindl[1-XbalWi B L8 N A
TUHEA ALk, Th5OMAEHLTHBERUNSAHBREZER LT S,
L OKbWT ik 1. 2Kbli A 0 — A kbl b D (B2 5 ¢ cDNMABERAELWKTD
NigholtbtHEZON3)TH), 2.4k F ik 1. 2KbT R O B A v — T B = 1z,
BL By 1.2kbWi 23 Le. rascDNAT & 5 Z & B » 1, ‘

W, Le.rascDNAO £ HET 2 _E L = (X2-2) . Z DcDNAR L EL, 176
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[B9X ‘X'IeS ‘STIPUVH ‘HTI0T H ° ¢ @2\ WAEX @ L YR 40
MEE N 2URMEI e oy 2y OCIRNELETH W x 2 A
FTORITRIHME LA oTHI 2] cHE UL U RVOLIOLY

D] T L6 (15 2 o
WA -0 4VNAQQ 2> 3 FI)BseraT  7-7[H

PG |



ppCH D, Hx DRask YAV HEHKBL LHENKYE LD 2ATHOT IV

MhrLRBREYANAIERIa—FNL TR, Yy tu {RDNAWT A (1. 2Kb HindI11-Xbal

Wi B) & Le. rascDNA Y O ER T O LI » 5, Le.rasifn + DM &k, HindIlIl

A D Xpal FAEH T, HindlIEMEE 733V EE»S1R2EREIIBHOY

IMOMBRHYT S ERBok, EDW, TORGEDNARI A TRY T

‘h\Z)Le.rasCDTS/ﬁfﬁﬁ%%ﬁ/f}@ﬁiﬁ%ﬂﬂ%b\bi@‘%f:&)&(ﬁ%élﬁf‘iﬂi&%w.
rasEEFOHEER SR T S 2D, Hindl 11H 20 L#wF2. 7KbE 1. 2kbHi
nd111-Xbal Wi B w il M4 3T & % & L #4KbdD Xbal DNAWT K & $ 72 & B &2 {£ DN

AMrsrm—=v L, £EERIERELLE (B4E R4-1D . Zhikdk-

TRWTWSLeRask Y AZHO T 3 ) RKMBH OMEREHA & hie (F2-2) ,

M2-312, le.rasiEFOEERNEZOEHOHE? I BEFNETL k.

et EDNAWT B L cDNAO B ERIIRBEVWRERE—HL k. R2-306H b,k

ko, Le.rasBiEFoa—FHEBEEOA Y tayit k> THHEh TV,
“hbo4 v iryizEh®Eh 54,56,52,58,63,63bpo K& ® LB, BiSf b
nYyoRF—EUARLET, £ ¥ by OGT-AGHMICHE > Tk, Le.rasii
EFEDOSYFEEXHELLET A, 24,0078 o Tz,

2-4-3 Le.RasZ v R B L #idDRas/RASR v X2 B L7 I ) HEINC BT
5L

Le.ras& fi @ rasfzF & OMHEIMEEZ TS 2. Le.RasR ‘/}\’ﬁ’gc‘:ﬁﬁo)R
as/RASR Y XV E D7 I ) MBI 2 KL 2 (K2-4) . & b/F v b DH-Ras-
165 W ZEEE £ @ Sc. RAS106> & Sc. RAS267, Sy ZiEE £ @ Sp. RAS®® . R OTHE KA i
¥i® @ Dd. Ras®®’ & Dd. RasGAP X v A EXK, ZhZhl89,300k 322,219,186
Y187 IO BMAhHLBEENTWSE, ThbRasZ Y ARAIEOH T, Sp RAS
RYUNIERYFEE7I)OBMETNOHBHFTEWT, Le.RasZ VAV B HED
BHLCTOk, WEE 7 I KM» 5807 3 ) BMBHTIOIOMAM L, <8
07 I VHBEETDOT4NOMBRAMERL oo —FH Sc. RASLE Sc.RAS22 ¥ R U E Wk,
Le.RasZ Y RV B LT, 73 KEHrH807I VEEETLED KSS%\‘:{%
C807 I VMBETZRENCAXESIMOHRMEEZEL Tk, &5, Le Ras

g7

2
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-50 * % * * ~1+1

CATCAACGCCTCCTCCTCCCGCGTCTTTAGAARAGARATAGGARATTCARAAGAA ATGHECTGET RGN GITCGTA

100 , 150

200

CGTTACAG &
G

30

250
QICAQCTCTTGTTTCGAGAATTCGTTCAGCAATAAEICTGAGCGTGGC

350
cre

400

.35 | N _ e o600

650

130
700
TTAACTCACATACTTCACGGCAG

850
\ GTGTGGATGATCATTTTCAGTT TGTCATTCATCCTTTCCTTACACATCGGCG

CACACACTCAG

1000 * * * * 1050

2-3 Le.rasi{ZT 0T & 7 e 7 3/ RECYY
73 WA a— FT 288 »TCRLTH S, 4 v b VI36DTFEL T2,
BEEOA Y PO VIR OB XTI 4 ¥ v 7 LRI TRT, 24 >~

FNaOYDRTIA VY Py — AR ZETHRTRLTH 5,
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RNy E¥H-Ras-1.Dd. RasB O’ Dd. RasGx v N2 EH DR M X, Sc.RASL, S
CRASZAR UL AL D DETHEOLDTH >k, ¥k, Le.Rask ¥ AV Hikfh
DRas/RASEZ Y X7 B B, Cys-A-A-XUA=lBHiE7 IV BR.X=-EED7 IV
B L0 RERT LRI BEHE I AR U L RKBEEY B> THD, Z0C
VSBERRVA VI VIS PEF AT AEATCHETIZ L CcHAEDOR
BEREALTB LRSS N 560,

HEH rasEEGEFOTEGERABCRIIBERG AL —V

BB - KRB CTRER IR LESE (BHAM) \ FEARE, RATFEREDLL
B AERNAZHB L., TORRNAREZE 4 20pugd 2o THEALLT LT NEHE
FHOa—AFVEREBETY, BBV A AT s#ELE, COHENE —
YEFAOVVAYT VY7 ANR—-EZB L, *2PCEM L & Le. rascDNA(L. 2kb)
Bru—7 LT/ =¥ rIay vENEITo R (R2-5) ., ZTORRE. Le.r
asEETIRFEAERAEEAMEC b > TERNCEERBEL T2 & RME
otz (H2-5A) o B, Bk o Le. ras & {5, 6kbAind IR kM F % 7 1
—TELT) — Py Tay VR EfFokEC D, FTEERRLBETIRER
LMED Le.rasv 7 F L Offii6.8kbD B R FCHAFEE TRV T F
AEEE NI (K2-5B) o COC Lk, 5.6kbAindl I ECikd 5 —2 0k
EFOBELLZO—HRFELTVEIZEERERT S, ZThko0wTREES
HEHTHMA D, 3
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6.8kb—e

1.3kb—pe

B12-5 LerasiB{nT- O T EEKEBERIC BT LB Y —

AR D S L 72 8RNA(Y — 1), FEMEFED S Jilll L72&RNA(L — V2),
R T-EAR D S HIH L22RNA(Y — V3% F N EFNBRIKE T 4 LB
. T4 R TV 74N - RZBL, /J—Fr7uay r 2ol 7
O — 7213 1.2kb? Le.rascDNA % v 7=,

BArFRBICBRKEILCFA OV AT Ly T4 NI — B L. 2L T
Le.rasiB{n¥ % &t 5.6kbHindlIIlT i % 70— 7L LT/ —Fv7uay b %
To7 ’



HOHT H

COETE, HFEY A X FIMC2HED» S rastiF iz, Le.ras® 7 n—=
vIL, tOBEERNEHEET IV BENERET DI EHRE, Le.rasliflz ¥ O
’%%f*ﬁﬁﬁii@ﬁt%ﬁ’%ﬁg%ﬁﬂB—V%ﬁ@*ﬁb o Le.ras@isz T W&, 217
BO7 3 ) BMESEI—FLTOT, 2 OHERETEWLe Raslk. o 54
DRas/RASE VA ELBEEOHEMRD ok, HHWSp.Rask ik, ¥ FER®7
IUBMBIOWH TR MALENE > o k. |

Ras/RASE Y R B W, £TEHYIFERGR VAIETHDEEZLR TV S,
EHTREX Y AV EIE, GDPE R WGP HEMICHE AL, LA L ROTPE
GDPIZ ¢ 5 GTPaseldiE 2 H L T3, ZhoboEMERRI£EY I BE
& LT, (1)Gly-X-X-X-X-Gly-Lys, (2) Asp-Thr-Ala-Gly, (3)Asn-Lys-X-Asp,
(4)Glu-X-Ser-Ara-XRBECHEHEI R TWBH7 7D [e RasX ¥ A 7,
flt DRas/RASEZ Y N7 BRI (D~ U OEINIRCHEEIRLTWIZ EHRS
BOFEGE VYARIBEEELOND, E2Le.Rask Y X7 E &, fthdRas/RASX
MPA ﬁ’:ﬁ@%ﬂiﬂ@ﬂ%ﬁ%@ﬁ YNRIVBDCRFEHELETHSHE? I JVHES Cys-
A-A-XARIEME 7 3 VB, XWEEBOZ7IVE)P2PBELTOVB72 ) rasp2l Tk,
Cys-A-A-XRINDOV AT A VEECRXA VT VIA POV EDTCHE T 7 VI
VIVERFA L —-TAEACHEAEL, REAAXOBINTRTF T - ED
BEIN, BOTYATA VEEOIAR S U AEN A F AL ER D Z ENR
EhTwBeY, i, RMUESFEGCX VN2 ECH S snegp2lA, sngp21B, rhok
le%bCys—A—A—XEMH%ﬁL‘tb\%iﬁ\ VAFAVEBRECR I LRV LET
@t(%@@fva/4PT&%??:»E?:»%%%%&—?»%%f
MAELTOR™ , FI2AF 5oV ROBME2R T I8 FRCI VA ED
Cys-A-A-XEF . WFhOBELIB S VYV ELR I ==V T75=2VTd D
CEenb, CRIGMO 7 I ) BEET 2 Cys-A-A-Leu(Phe) T & B EH FRGH v
THEE, VATA VRTINS LERERTL TV THEERE VL # 2
BRTWB7, 22T, LeRasZ VAZEL LROWREKEH LTI D LT
g, ZOCRKWO7 IV BAOLA YV THII LS, VAFA VERECIR
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PS5O LTI VERBEAEL TS ZERTREEHh D,

X5, H-rasp21®N-rasp2liz ik, Cys-A-A-XEF OB BENEKEMZ AT
A VEERDD, ThEANVIFUBRFAILATAIBEETHEETHIILETER
VARAIJBOBREEAFEERILL TV EHEF IR TS, —F. Ki-rasp2lic ik,
Cys-A-A-XEFIONEBMIE v A7 4 VBEE R, RDOVRY VY EBALR
-W(polybasic region) WEEL, ThBRFEFHEEBRALL T0DIEF2oMT
W56, LeRasX ¥ R E D Cys-A-A-XEI D3 ABENKEME L AT VE
HEREDOC, ERNTRINLVAFS VERERALI FYEMAKAELTY
LR ehd, LerasBifzToa— FEBE, 54,56 52 58, 63, 63bpd £ &
D204 vibRYRE2THHERTwE, Thbso4 v brYEFR, B
WO A4 v b yHBEY GTPuXGT---*/cPuCTPulC---PyAG7S> L ZIE—H L T
Wi, ¥EHEAI Y brYiZi}k, AT IA4 LY TR —{RERIACCTPUAGTTS
WL L 2B FGETTAAMTD R D b h k.,

Le.rasi@fzc ¥ —¥r 7oy bEWKC LD, ZO0GRERBFEFELKERE
BEBTHBRANETDOhTOIZ ERBok, —HEALILL > T, cAMPEI
FEEERUBCHPHEC ER TS ERHETA TR Ed s, Le rasit =
TOBREEEEcAMPE L RMERAER R, FRTENLHBERETO rasit
EFEcAMPEOHBEMEEBERDILHE2HbLh D, FLHFRBOBAFOLI K
rasiifz FEWPEENLE cAHPERREHRboTwdtwiZ ki &dz i
H B EZAT, J—=¥rvinoy bEWKEBVWT, le.rasiiz FEEELR 3
NATYEL L= a VYAV FELTHAD SRl 6.8kbDmRNAC N T 5@ ETF
. ZOEEFHENEHBTEME (nature fruiting body) T CHATH B =
EhL. nfbArw#Z Lz, TORIBFREC BV T, nfbAB{=F O cDNAS B
Sh, ZOHERIIRVOHEET I BMEISNEEL LT, 2R3 L,
nfbAB 5 ¥ EH MFBA) . MREBFCSXBELRF AL YELTI 4T REIF Y
ErLRDODVHENZRDEN2EHT I ERBo>TWT, HEERDIMBIFMHN

fThhTwn 3,
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E3FE BRICBEERBETFpriARC priBo BEE & &= A
B R

MW bR LS, ChETOERBE B SRRNLBREILTHD
FREERCHETIMER, FEAERFEDECEHT IMERSHE2 5D,
FREBRCHET SBETOFRRBLACHE S A TCvabhok, H—,
FEEERCHEST 2#EEFEL T, Wesselsb A —THRArxzrenirrk
DFREERPTELE-XERACHRENCESERR T S8BT Scl, Scdx 7 n
—=v LR, Scl, Sc4BfETFORBERBR, BAEETP C0BE, X%
OHABRERFEC I > TEENZVEHEBEN T2 Y Pr—ALE hTWwTT9: 80
TNODEBEENE., FTEEAERERO ZIXBEARTE 4 2okNAE D 0.5%,3.5%
ETHT B EHESRT WS,

COETR, HECEEGTFv-Ha-rasC My HRAEYE T2 L CHE
Shilz2.6kbEcoRIMT e MiT L, TOMALEEThLITFRGERRCHEET S &
FTHENIBET (pri)  HEELERETRIIZREL k. EHWLIORETFOT
RUERBEBCBIBEEREAN I -V MBI L., FEEARER (F£
BERDY) LOBBEEEZRL L, R, Y¥HREBOEZBRTEEEEE S
BRERLTOSRNA»SHEEL LBEETF (priD 2T 2 OEERY % #E
L 7z, ?kh\“é‘pri/ié:priBTdﬁiﬁfE%(«tOb\’C%h%@?ﬁ%iﬁfﬁ%)ﬁ%@?ﬁiﬁﬁﬁ
BN Lk,
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B2t MB k&
3-2-1 W

L OECOEBRIEML o A B ¥ (L edodes) b KB E (£ coll) o BH. Wi
FHEEICRL -, |

#3-1 EHBEH
Strains Genotype Reference
L. edodes |
FMC2 - Wild Type | 48)
E.coli
JM109 F* traD36 proA* proB* lacl® lacZA M15/recdl 49)
enddl gyrd96 (Nal*®) thi hsdR17 supk44 reldl
A (lac-prodB) mcrA
€600 thi-1 thr-1 leuB6 lacYl tond2l1 supE44 mcrd 50)
C600HT! thi-1 thr-1 leuB6 lacYl tond2l supE44 mcrd 51)

hfIA150 chr::Tnl0(tet”)
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3-2-2 IS5 AXAIFRCT7 7 —TDNA

IDETCOEREFALEXNBE S 2AI PR 7 » —UDNARRES-21T L
7o |

£3-2 TIZAIFRT7 7—VDNA

Vector Size(kb) Genetic Marker Source or Reference
Plasmid

pUC18 : 2.1 Anp® lacZ 49)
pUCIY 2.7 Anp* lacZ 49)
Bacteriophage

Agt10 43.3 cl | 52)
M13mpl8 7.3 lacZ | © 49)
M13mpl9 7.3 lacZ ‘ | 49)

3-2-3 NA TV EA ¥ —-vavorao—TE

WS L0 IASD SHBERENA TV XA X - a VBT s VR —%E L,

TOEEBRETRDIETCHEBLE, 74NV —RBA - SUFT ST 4 —F
To—TREEEhEZEEHBALTCH»S, BEFAL =,
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3-2-4 HEW T B EE

MER T B E WL Sanger5 D AT Wt o e, EBAHFELL TR, 9947 1
VT EERME LTS HE L RERERC PORE W B 0@ T
ok, FVUATAVM—TEEHEL THVS HEKX., T-deaza Sequenase
™ Ver2.0for labeled dCTP(BPEH) & %2 & 7-DEAZA Sequencing Kit Ver.2.0
(EEE)E#EAL, [a-3°8]dCTP % 2 [a-32P]dCTPCHEH L 2. Z D1,
SEEBEINRERSE RUTZ7 VA7 I RS ACEBEEBDET> 2, KBHERS
N VRS AY—LEERY 7EHOVT 68~T73C., 2B:MRE B2 I ¢ CTh
LLA=DPZUFTFTT74—%Folk, fllhH, MAEEBRFPRE A VB HER,
Taq Dye Primer Cycle Sequencing Core Kit (Applied Biosystems)® #H L .
o7 ba—-LERECEEEITY, YUY AEFAYL 2, V¥ T A KABL 37
0A DNAY — 2 v ¥ — (Applied Biosystens) TE &K% E L. FABCHEIFTEZT > =,
REL ZDNMEERI OFE, BIFCRY I My 2 7HE GO Y a—%
—7nZ7 5 hGenetyx VU &AL I, '

3-2-5 F—AR—-ZA%FHALCOBEEBRINRO 7 I BED OE

WHERINE T — 2 X — XGenBanki® LT, 7 3 J BEER 5 WX NBRF-PIRS 11 5 4
VU= T VAT AR - AW L TCERERBEREY T 2,

3-2-6 F ot

LRUAAOHBEFHEE, MEOHE2HER L ELOEH > TH- k.
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ﬁ%% priA0 BLEE L EEE T 0 B E

AIRER M X (K2-1) b &2 2.6kbEcoRIWi H O RE T OB E %
ATote. % DFEHE, 2. 6kbEcoRIWT i th @ 1. 2kb Pst1- Xbal i K ic i, #1500bpic B
> Tv-Ha-rasi@ Z-F £ 42%¢ S0 D EWHBEIER R 5 h 248, 2. 6kbEcoR 1 &
OFEEWIN L HPHENDL 7 I ) BETICIE Ras/RASEX Y A B £ #HEM MK
L BIEOR Y RIHTHBE RTRE R, FANRTLIC. 20
Wi EDBEEFNFRERE (primordium) B BREBECRET L2205, =
DBEFEpride B Lk, & 5122 6kbEcoRIMiE 2T n—TwH W, BiZET
TEBLL 72cDNAS £ 75 U — b & 2. 6kbECORIMF Fr & N 7Y ¥ 4 X § % 1. 3kbeDN
MU, prideDNA% BRE L, 2 O &MBEI 2 E L 2, 2. 6kbEcORIMF A b O
BF & pridcDNADEERINE L2~ L., pridcDNAC K3 KB EET 3 po
lyWEBREY, BEFOHFHIBERATEE (R3-1) . priA0 &HEERT ¥
R 3-2Wind . prifE&EEFIX, 52bpk56bpD 22D A v b Y2 & - THH
8hfhf\Ch%%vbmvu@ﬁ%ﬁ@%2bmvﬁﬁ%h%27549
Y 7 HAET GTPuXGT---*/rPuCTPuAC---PyAG"® L 18 I8 — BT BEFI B A 5 h
leo ¥ F—2X—2 GenBankidt U CpridiZFCEE T AR ETORES
Fotit, MUEZRTRETE—DbRoh 5T oridd HFROBETTH 3
EEZOhD, TORCHMTIHEMELEHTRRE, prifiEZToa Ry
REEER, N4 72AMRBL640a Py T50a FYRHRAL Cwk, #ESR
NBpriffifEFEY (PRIDNE., 258D 7 IV BMALMEEAT T, 20%
FRW26,734EH 250 B, £ RPRIAK, LU v (42B%) . 7oy Y (298
B), 2Avitz=y (QTRE) CEATHED., (KB LeRasX v AZEIZ D
BOLNLEEEEESY VA ECEET B Cys-A-A-XERY (MLIEWE7 I ) B,
NEEROT7 I /B BRBB Ok, XO7 I JMARL VY THEE LD,

Le.Ras® Y RV B ERBUECATA VERCR IS AP S LEREST S
EFEENBH, VAFAVBEOTC NEBMIER Y AT 1 Y REE A oo
Iybasic regiond BB 5h ¥, EREAUHOBRLRFTbh TRV EEZ LR S,
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EEATEEY YL URRE Y c N0 2 L OCTREDBEH ‘W2
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TTT
Phe

GCG
Ala

TCT
Ser

250
CAT
His

TGG
Trp

ACC
Thr

AGC
Ser

TGC
Cys

AAC
Asn

TGC
Cys
180

AAA
Lys

GGG
Gly

AAMA
Lys

TTC
Phe

ACG
Thr

AAC
Asn

CCC
Pro

ACG
Thr

ACA
Thr

ABRA
Lys

CCT
Pro

650

TGT
Cys

GGT
Gly

TGC
Cys

TCC
Ser

CTT
Leu
200

CAG
Gln

ARAA
Lys

TGC
Cys

-50

CGC
Arg

ACC
Thr

TCA
Ser

GTC
Val

GTT
Val

GAA
Glu

200

AAG
Lys

CCA
Pro

GAC
Asp

TCG
Ser

cCcT
Pro

cce
Pro

GGA
Gly

AAG
Lys

GAT
Asp

GAC
Asp
220

GAA
Glu
50

ACG
Thr

GAG
Glu

AGC
Ser

CCG
Pro

TCC
Ser

AAT
Asn

600

GGT
Gly

ACC
Thr

TGT
Cys

GTT
Val

GCT
Ala

TTT
Phe

AAG
Lys

CCT
Pro

AAG
Lys

GCC
Ala

CCT
Pro

TCT
Ser

GGT
Gly

CTC
Leu

TCA
Ser

ACT

50

. -1+41
TCTTGCACCAGTCCGCTGACGAATCTGTCCTGTCGCTCTTTTGAGACCCTTCTTTAGATTAAA ATG

Met

1

GCA TTG TCC GTG CTT GCT CTT GCT ATC GTC CCC TTT
Ser Val Leu Ala Leu Ala Ile Val Pro Phe

Ala

Ser

Leu
10

Lys

30
150

100
AGC AAA ACC AAC ACA TCT TCA TCC AAA ACC TCG GAG
Thr Asn Thr Ser Ser Ser Lys Thr Ser Glu

20

ACT
Thr

GTT
Val

TCC
Ser
40

GTC
Val

TCA
Ser

TGC
Cys

TA ghgggltggaattttttttttacttegegatetgaacggaaagggtetgtag

Tyr

GAT
Asp

ACT
Thr

ACC
Thr
90

CAC

His

CAA
Gln

cce
Pro
550

CAC
His

GAT
Asp

GCC
Ala

GCT

TGT
Cys

ccceC
Pro

TGC
Cys

CAC
His
110

TGC
Cys

AGC
Ser

CAT
His

GCT
Ala

GAG
Glu

ATT

Thr Ala Ile

TGT TTA
Cys Leu

CCT TCA
Pro Ser

TGT CTT
Cys Leu

ACG AGC
Thr Ser

TCC AAT
Ser Asn
130
500
AAG CCC
Lys Pro
150

TAT AAA
Tyr Lys

TGC CCA
Cys Pro

CTT GAA
Leu Glu

GAA GGT
Glu Gly

850

CCC
Pro

GGA
Gly

CCT
Pro

ACG
Thr

GGT
Gly

AGT
Ser

CGT
Arg
170

ATT
Ile

TCT
Ser

GCC
Ala

TCA
Ser

AAG
Lys

AAA
Lys

CAC
His

450

TGG
Trp

AGC
Ser

GCA
Ala

GCG
Ala
190

TGT
Cys

TGG
Trp

GGC
Gly

TCT
Ser

TGG
Trp

GGA CCA ACC

Gly

TGC
Cys

ccce
Pro

400

ACC
Thr

GAT
Asp

ACT
Thr

CAT
His

GGG
Gly

GGC
Gly
210

AAT
Asn

800
G gtatgtaatttccccatcaatgcaggeccgaattaaattetgattettgtttegtag

AGC
Ser

TGG
Trp

cce
Pro

GTT
vVal

TCA
Ser

GGT
Gly

GTA
vVal
230

Pro
60

ccce

Pro

ACG
Thr

ccC
Pro

ATC
Ile

AAG
Lys

GCT
Ala

TCT
Ser

TGT
Cys

GGC
Gly

Thr

CCT
Pro

80
350
AGC
Ser

TCA
Ser

AGC
Ser

cCcT
Pro

CGT
Arg

CTT
Leu

GCC
Ala

TGT
Cys

CCG AGC AGC

Pro

AAC
Asn

ACT
Thr
100

AGT
Ser

AGC
Ser

TCC
Ser

CAG
Gln

GGA
Gly

TCA
Ser

750
GAC
Asp

Ser

GGT
Gly

cce
Pro

ACA
Thr
120

TTG

Leu

GCT
Ala

GTT
Val

GAC
Asp

GTT
Val

CGC
Arg

ITT GCC GGA TIC AAG CTG TCT TCT GAT GGC ACC TCC TGC ATT GCG
Phe Ala Gly Phe Lys Leu Ser Ser Asp Gly Thr Ser

900

250

950

Ser

300
TGG
Trp

ACG
Thr

CCT
Pro

TTA
Leu
140

ACC
Thr

cCcT
Pro

TAC
Tyr

700

GGG
Gly

GGT
Gly

TG
Val

CTC

258

ACT
Thr

TAC
Tyr

CCT
Pro

ACC
Thr

TGC
Cys

cce
Pro
160

GCT
Ala

GAG
Glu

GAG
Glu

AGC
Ser

TAT
Tyr
240
884
TAG
Ter

ATTGTGGCTCTCCATCATATCGACCCGGCAACGTTATAGATTCTACATCTACTGATCGTACGGTCTTCAATCTTC

3-2 priAB{ET OEILEY) & # OEW OHE T I 7 BEF

WHEFIFESEHRMAGE 2 FYyoAt+l L L, 7 3/ BEFAZEERBERBI Frox
FAEYMeE1ELTERLTHD, 47 OB LECRLCH S, HE

HORTTA T 7T TR CRLTH b, BEESHOCKEIET I B

FICys-A-A-XH@P T OEATHATRLTH %,



AT pridD FEFERBEE BT ABEERBE AR -V

Le.rasiB{n ¥ LRk, pridBEFOFEEERBRBCBIIEBEFRH AL —
VEMWL I, Le.ras@ifzs ¥ E 7R -7 LA RPN OEAB., =
HEE, RATFEFOL2RNACHTZ ) -V v oy VEFCHERLEF A
'yxvﬁvv74»&~#%fu~f%%ék%§b\wm%ﬁ%ﬁ%ihr
W52 . 6kbEcoRIMi 2 T u—J WL C, HE) ¥y 7oy VEWTET-> &
(R3-3) . MR % Le.rasfifnFOLO LWL & Z A, Le rasiEiz¥
BHB L L) CFRERABBER CHANCETRAL TV EORHL
(X3-3B) \ prifffizFRITEARERCLBOGEEREANE D S h, HAH
PR ATFREARTREEOREERE CH > (N3-34) . ABOKE & prid
cDNA%R 7m—J L EBAECIE IRE, ZhbnZ ik, prifzFRFE
FERABECBEBTHLLrORE2ZELL TV EE2RBRTSL0TH B,

58T priBeDNADEEIIOME & priBO FEFERBRBC B 255

NER =Y

LR EBOEBEDN, Hybrid subtractionik®? (R3-4) #HAVWTTFEERE
WTLBUECEEREBFE O S5uRNAZREL. ZOcDNAT £ 75 U — 5 5 2. Tkb, 2.
5kb, 2. 3kbD 3D DcDNAZ m— Y 2 BB L, ZOHND1ID2TH % 2. TkbD cDNA® pr
BDNAL @ B L CZ OB BERINOREEIT> Cd, 2 Clk. priBecDNADE
EWMIIOME LTS LR, priBUETOFTRERRBRC S Y 5 BEERE A
2 — Y ORI EIT I,

R 3-5 priBeDNAQ £ HEF 2R L =, #EiEF0FH EMWEpriBeDNAZ poly
MEHARVHI A ZZ Eh bl c& -, HEXhDpriBEETEDE.
SESHD 7 I VB LR IR TR, HFRBIEM64,000C5 > & (K3-5) .
ElepriBeDNADBEEBACH TH5I PV OFHBEER, N4 7A080EDE .,
'M@apy¢TM@:py%ﬁmbfmkoé%m\mwwm¢mﬁﬁﬁﬁ%
EDTHEEZBEYO TV RE - —REHULEEY 2 —ARED L L (R3-
5) o EWIMBMA T F UATGOAR41E L CH X % WD 1977~2285bp W B - T GChox,
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®3-3  priAf% ULe.rasi 5T 0 T AT BB 12 BT 2 MBS NS — »

BOEREZITV, RICADERZIT- 717,

BiRl# 0 & Hllt L 72 2RNA(L — ¥ 1), T-EEE 22 & Hil L 72 4RNA(L — »2) 534
FHEMED LR U 2Z2&RNA(L — ¥3) 2 F N FLERKE TV 4 ZEICoT. F
ARV XTIV TANI—BL, /J—Fr7ay v 2ol 7U—7121k
Le.rascDNA% fiv 7,

ABDT ANVE —hb - TR ZEIHEE L, 1.2kbD priAE{ETF 0 2.6kbEcoRTHT
Fr7u—-7t LT/ —=Fr7ay F%47-o 7,



BEIRE % OmRNA FEEEEDOMRNA

AanAAD € MEIRE R, FREFEEIC > AARAAR
AaARAA <€ I3EF ZSmRNA > ARRRAA
AAAAAA
AAAAAA FREFKERMY Yy —> m———————=iARAAA
mRNA AAAAAA
oligotex-dT30 ¢ i Hybridize
RARRRR :"’mmo
Reverse Transcriptase ¢ T
AAAARA

Iammmesxxamcooawms A5 A AN K

(JRHDNA %“A-O

poly(dA) % v =

masking

K
AAAAAA_O ARRRRR
pligd indinl il Il

ARAARA

oligotex-dT30 ¢ L —— Y LYYYY

——csesswaees A A AR AR _O
TTTTTT
Reverse Transcriptase l
AAAAAA _O
f It g A gk Al
#EE s

AAAARA WI‘TTTTT‘O

Terminal Deoxynucleotidyl Transferase i dCTP

ccececec .l_L.LJ.J..LO

PCR gIj(dca)ﬂ,',(cﬂ) 20

\J \

CCCCCC myxrrrerryerrrereeT T TTTT gggggg

PCR i (dG)15,(dT) 20

AAAAAA
TTTTTT

FREBEEFREN T cDNAS

- [I3-4  Hybrid subtractioni: % i\ 72 F- SRR R 22 1 72 cDNAs 0 238 5
OB

B W E4)7 Hybrid subtraction % F A} L. 7-Difference CloninglE  BIO media,5(11),1170-1174,1990
KHEF. 40, HHRE:Oligotex-dT30% K] L 7=mRNADHybrid subtraction HEE HEE BX
35(13),2257-2265,1990
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CT-rich sequence, CCAATbox, TATAbox RO BIIBELEL TED, TDEYV 2 —
VHARBCHFEATCTRE -2 - LTHEL T3 LTk, EHEkg5]<
EZATH D,

Le.ras®pridb B, 2.Tkb®D priBeDNA% 7’0 — 7 LT ¥ 4 & rFMC2EE
OWAK, TEERE, RATEEO 2RNACHTZ ) — ¥y oy FEFE
ok, BERRAAZ—YRHBT2HA0I Y br—LEL T, 1 2kbO Le.
rascDNAR R r—7¢ Lk, FTOHER, PHEEBEYpriBBEFRFEEE
HEFCBOVTHEECBEERHAL T3 8@ b LN (K3-6) o priBo
BERBEAR —~VikpridD A% —Y L IBERCERER D, pribb FEERK
DR TALLOEHEE L TWBE I ENRBENRD, 21, priBOEE R
RREEMERL Toriddb 0L _DRETH - &,

H068 pridRCpriBOEBETEYOREEEE

¥9. pridR CpriBo i ®izFEY (PRIARUPRIB) OBAM - BAk#o
EHwEEyte&Doolittle® N5 A =& =83 2 HWTHFTLE, (F3-7) PRI
AGNRE B CBKEHEERAShE (F3-TA) ., PRIBREEH Z 2 PHE A H
THO. NRBES LD BAEOEACRES ok (H3-TB) o KT, 2 YA
YEDF — 5~ —ANBRFIZH L CPRIASPRIBE R T 2 2 v A VB OBRER % 5
2. % DGR, PRIAK%E{LJT%Q YR U HE L CKinase-related transfor-
ning® YAV H, cOMPIRAEM Y B F 4 V% F—¥, F IV Ve F—UERER
ELVLTER-> R, ADEMCHELEEZA, ZhoREESTEMECR
o fe, ¥HW, PRINOY 3V BET 2 2EHEHKD TAHS L19EO Y R 7
1T VBREFPRAEHMCHLE > TV I LR Mok, ZITCVATA VEES
IR L CPRINOBEEZRFE LT A, PRIMOFREIN7 4 Y H—EF — 7
R EETIA, CREMNCRINZSAX —EF— 7 MERIAEShi (H3
8) o INT A VH~FEF— T RDINABE MR Y A BODNAEE FA S VELT
BEETFIFIASTRESRTOSC Eh b0, PRIARDNAAES ¥t 7 &
THH50hb LAk, PRIBEH L TR, BEEFc-fosRa— NT 38EE
2RI E C-FOS) EEVENSEEMERTHEHENRR DD o 2, c-FOSIE.
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FEHc-JINEDZIPEEX AL TAT e ZBELE2BRL CWBZ k5860 8D
PRIBAZhEERUNORVAVELZBERREATIO2bMAEV, €5
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X BEETFpridROCpriBErn—=yv YL, TOHBERIEHEET I B
CEBI R HsE U CHEHE T B 4R TR M (PRIA L PRIB) 0 R 3 5 4 % ARAT L £,

RUYRIVBOTF—BR—AFHVTORB T, PRINMCEHM TA52 v HE
BROB bk, 73 MEIN L 2ENCHEDTRZ EIVEO Y AT 1Y
BENPRIAZBCHOIE > T ERNFoz (3-8, ZOVYATFAVE
HEEPHEECPRIAOEEBEEZME LEEZ S, 200In7 4 vV H—REF—7 L1D
DIy SAN—BEF—T7RROP B ENTER, PRIADInT 4 ¥ —# %
F—TRVATFAVIBR I EAF U VIBETIN'A AV ERETAIGEERTF
TRIIIADINT 4 ¥ H—F F— 78 L HMPLTH D, PRINEDNARE A HER ¥ 8 2
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HOIn7 A Y —BEF—70ZLLEZADED L, PRIARS B ELEE.
B Ik A X VS Y BT d B A W,

PRIBIE D WChk, NEBMWIns S AR —EF—7 LbIIPHER L DEBLZ
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JETHREERTVEN, ChboMEH57 3 ) MBEZOHAE RS D&
WESTH S, EMOBERMEF 0N, WD bR OCALU BV Tind 5
AR—FF — 7 OWEVBACITLRTEY, XBRMEHO PNREF VI & -
THEINZIHABENBEEh TV, BESh LT HEHEEL L & CPRIBO
UHEEREET S ERI-100KERS EEXLND, FAENIICTHL LR
BWHE T, IR EAES L COAS AR BE L. RET O 8 H R
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FeE LT rS A2 —2BERLTCD IS, b LPRIBAKRERE AT
THH., PRIBRRAHI T HABETFEZIFIAZ—FRR LTS EThIE. priBed
NAOTHRMER DS TR E—F —CHEYUL LEYV 2 - (X3-4) KBEE
’?%%ﬁ%@fu%—a—tLT%%K%%LTm%@#%LntmO%LT
TRE—%—LEk, PRIBOBHBBMEAEZI DL hv, Z 0oL EHE.
priBEEFORVOBEBREFR IOV T BRI, DIEEFHET R
btELZOND, bRACKECERD priffzto LRHERKCRES5>h 5 QAL
F%%%&“%&pﬁ&MNﬁ%MK%w%hkin%Mawﬁ%yawwm
hEB» Hhz (M4-15) |

X ZETEBRNTELER, pridlR P priBBiEFO—REE»LHEHEH D
WRTHD DT, EBEWCPRIALPRIBOBE LR T ICREGFED L LT
OBRHBLETD D, Z2OLDWIE., Y1 X7 LYVPRIARPRIBEEHR L TL 3
PO L RpridR O priBREFEHOKEHPHSEBBNCKEBEES R CH
BHy2B28F200hd, HAESMAEETCEECHERED Dh, prili 20T
REHFRBEE VAJBEL L CABECOEECRY L CT, ERDMITE
T B, |
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S5 4% Le. ras, pridl O priB@ {5 o & HE % O B &
HIEOBEETFHEEBERIZ—~DEH

BIET KW

BETERBELLEZLDER. 2000NAERThbb, BEFOREEMRBK
BRNCHEE TS DNAEOY VI ALHETHE TR E—2 — L BEFORER
Brthefi<3 7y 7 Pply(DfMicBEE s 5NAED > J v i
THDIRA—IFX—R—CDBBETH . |

EREME B VTR, Y0E—% —0EHRHE L L CTTATAbox, CAATbox, GCbo
XMEFOhER, £TOTRE—F —REETFSbBTRE L, ¥ LEXMS
BRI TRPFOVEBEERFLIPELhR, BEZE4 40 nE—2 -k, EEXH#H
BHOWRZO—HEMLZTHEOEERIBALND D, ZOEEEINEMLE b
S VAW EERAETFARRT 5 L ko THEERBEREIEL Tw 5,
BEREEFPZThORRBTIEBERINPLREYERCERZ>TWB I
R, 2L RBFAMEEDO T nE -2 -~ R EHEEEBELTVWZEDLD
Bo ¥k — 3 X— K — BB T, LB R 6 E 5 A R
EhTwLIW, BHHROLbDOEHFRBOLOETRE(RELR > TWDHI0D

CZETCOELZ2ERTIE, HFEHNCHEGFPRES LI ICREFHEBE
D7RE—R—PE—-I2—2—DHREDDIH, REL CHFHEEGTFOHH
B DV T, Skrzyniab Mk b3 X XD b)Y T V7 v VEREDS (TRPDE
BFLELREBTRPIRGEFORBRAECE Lo TR EEZHELTWEETTH -
23,

COETW., Bl43E, BIZECHEL &~ Le ras pridR O priBE =3 0§ #H4H
HenoMLlL., TO0O—RBERPREL L, 2L CEBEEHBEAYBITL I nE—4
—HBEREL ke KW Lle.rasD 7 e — 8 — L prid 2 —3I 3 — X — % {# -
THFERABGETFRE Iy P79 X3 FpLC1BER L. EEEMCHEL LI
EMEGLSE TIEE S C LB EFAPHIZpLCICH A AR BETFRERY X —
pLCl-genZ fEM L lz. WBWpLCl-genE P AW CHFE L b I X7, €5 & 5,
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v4a&«@%§%m%ﬁ&hoik\mﬁ?ﬁowtmmwmmeMm&
B5TRE—R—BOEVa -V REEI T2 -t L THETIrEI 2R
hHBdledh, EBULAPHIO LEREEC ZOEY a— V2 #HAEANLET S AIFE
ERL., HEBRBROLSZIFANOBEERE2T-> &,

G, MNEORBRTH LA, YMRETHHEL -HFBET ARSEEFED,
‘v4&&®ﬁ%7923}wmmmﬁmﬁﬁ“”&vtﬁabmﬁﬁfaxsP
PLPOSHIR DM A4 %, b 13X 7 OTRPIEEFEGAZ T 5 2 3 FpCclool
2O BRAR, B PIE Ttrpl BENOBEGRE RS 2,

_39_



B2 MBEELHE
4-2-1 HH B
C@ﬁ’é@%%ﬁw{%ﬁﬂbk“/'ffl&(b.edodes)\ v 5 % ¥ (P.ostreatus), & b

a k¥ (C cinereus). WEEEF (S. cerevisiae). KIBE (E.col))DE B, #Eix
FRREITCRL B, ‘

F2-1 FHEH
Strain | Genotype Source & Reference
L. edodes
FMC2 Wild Type 48)
P. ostreatus
p-11 Wild Type H. Ishihara
C. cinereus
LT2-44 trpl S.0.Yamagi
S. cerevisiae | ’
D13-14 a trpl his3-532 gal2 e* N. Gunge
E.coli |
JM109 F' traD36 prod* proB* lacl?® lacZAM15/recdl 49)
endAl gyrA96 (Nal*) thi hsdR17 supE44 reldl
A (lac-prodB) mcrA
DH1 recAl endAl thi-1 hsdR17 supf44 gyrA96 105)
(Nal*) reldl
Q358 hsdR™ hsdM* supf tond (¢ 80%) 106)
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4-2-2 77 AI PRV 7 7 —UDNA

COETCOERBRCHEALERBE S AI FREY7 7 —UDNARE4-2ETF L
ko

Fi-2 TIAIFPRC 77— UDNA

Vector Size (kb) Genetic Marker Source or Reference
Plasmid

Charomid9-36 36.0 Amp* 2 AVAEVE SN - PN
pUC18 2.7 Amp* lacZ 49)
pUC19 2.7 Anp* lacZ : 49)
pTRP56 6.2 TRP1 Amp* Tet” 107)
pLCl 6.5 Amp* . this work
pLCl-gen 7.7 Amp* Neo® 3 this work
pAJ50 | 15. 4 Amp* Neo* H.Takahashi
pAPHI 5.9 Amp* Neo* this work
p3’'-APHI 6.4 Anp* Neo* this work
pSKP11 8.1 LEU2 Amp® . 15)
pSKP21 7. LEUZ Amp~ 42)
pCc1001 9.2 TRP1 Amp® | 24)
Bacteridphage

A ENBL4 41.9 Spi - 108)
M13mpl8 7.3 lacZ 49)
M13mpl9 7.3 lacZ 49)

_41_



4-2-3 7T 4 % —

COEBTCHERLLETIAY—WEL-CHRL &,

F£4-3 S5 4<% —

Primer Sequence
1 5'-CGGGAGGAGGAGGCGTTGATGTACA-3"
2 5'-CAAGCACGGACAATGCAACGACGCGTTTAAAGACAGTCAT-3’
3 5 ~ATAATGGACAAGCTGATGATCCAACCTCGG-3”
4 5'~TCTAGATAGGAAAAGTATGTTGTTTATGAT-3’

4-2-4 By
C@Efw%%ﬂﬁﬁLh%%@ﬁ&&ﬁ%@ﬁ@ﬁ%%ﬂ?ﬂﬁbko

1) YPDHS Hh ;
1% Bacto-yeast extract(DIFCO)
2% Bacto peptone (DIFCO)
2% glucose
TR B K 2. 0% (w/v) OER B IN X e,
. Geneticin(G418) (Sigma)ik. 400u g/nlDWE CHEMAL k.,

2)SD-HISH: Hh
0.67% Yeaét nitrogen base w/o amino acids

2% glucose
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50mg/!

LL-Histidine

FEREMHZZ, 2.05W/VOEEEMZ I,

3 MYGHS Hh
0. 4%
1%
0. 4%

glucose
FEHELF A (FBE)
B X2 (BE) , pHl 5.6

FEREBHMEE, 1L.6XW/ v OERE M Xk,

DUYGST 4 5

0. 4%
0. 5M
1%

0. 4%

glucose

saccharose

FHry 2 (EER)

B % A (HEH) ., pH 5.6

FEEEHE. LR LM/, IRy LAY/ DER B & .
Geneticin(G418) (Signa)kk. 200z g/nlDMEE TR L =,

5) MM 2 85

bg

28

1. 5g
lg

0. 3g
2.25g
0.25g
k5g
0.04mg

glucose

L-7 ARG ¥V

NH4C1

KH, P04

Na,504

Na,HPO4

MgS04

potato stach(Signma)

thiamine /1,000m!l

MgSOs & thiaminelk A — b2 UV — 7 HEH., &2 MZ =,
FEREHETE, 1.6AW/ V), by 7 H—Ck, 0.7T%w/V)OEX 2N L =,
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4-2-5 BERERIE

HIRBER G S WS, REN, v Ry Y-V EDBEAL L, Bacterial alka
~line phosphatase, T4 polynucleotide kinase, T4 DNA ligase,Klenow enzynme,
BEEERF =y RV V-V EOBAL, ChOoOBReFERT IECRER
RLAE W€ o %o SuperScript™ RNaseH™ reverse transcriptaseikGIBCO BRL
L VAL e, Pfu DNA polymerasveb‘iSTRATAGENEJ: DAL . DNasel & RNas
eAlk, Sigmak DA L., RNaseAlk10mM Tris-HCI(pH 7.5)& 10mg/mlic % % &
SWHEML, 200 HAB L TDNase® LIE &R L% # AL &z, Proteinase Kit
MAMBLIOBAL 2, HERINEZRETILDOF L —va v s 5 A3 FE
B, Kilo-SequencefDeletion Kit (&) #Awv i, Slnucleaselk
SHME (B LDHEEBY. SOUMBEhkbo R Avk, KR, 45
mM BEEE > MU v A /1.5mM MnCl,/1. 5mM ZnS04/150mM NaCl (pH 5.0) ® L ¢37C.
IR IT > 72, MIlREEDMEE R . Cellurase Onozuka R-10M ¥ Z U h &l3E
Novozyme 234%%Novo, ChitinasedSigmak DAL 1=,

4-2-6 Poly(A)*RNAD ¥

poly (A)*RNAWOligotex™-dT30% AW TH L=, Bl AE G FHEBEE
BE o T2,

4-2-7 754 T —fHEHIOD

Oligotex™-dT30% AW CHBL 2nRNAQQu g) W 50pmol 7 5 £ v — 2 1 2 T
Btl0pl& L, 4puld5Xreaction buffer[0.25M Tris-HCI,0.375M KCI, 15nM M
gCloipH 8.3], 2u 1@0. 1M dithiothreitol (DTT). 14 1® dNTPsol. [10mM dATP,
dGTP, dTTP, 0. 5mM dCTP], 1x 1® [ -32P1dCTP(10mCi/ml) % #0 % 37°C C 154 [ {2
B9 %, luldSuperScript™ RNaseH™ reverse transcriptase® Bl . & &7
STCTASHTHRET D, =& ) — AW EFO. HERTIBE R O AMREF-8%48
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DPO2UNPIRFPANCBERELCA— IS VT TS 74 —%RFTo 1,
4-2-8 PCR(Polymerase Chain Reaction)

Pfu DNA polymerase® BIWwC20mM Tris-HC1/10mM KC1/6mM (NH4)2S04/2mM M

gCl2/1% Triton X-100/1mg/ml BSA/10mM dNTP(pH 8.8) D X% THr» 1. RiGYV
A 7 NE94C,30F0[E - 908 R —45°C, IF > 1¥E - 75°C, 6. 5% B ¢ 30E4T - -
7o ‘

4-2-9 HIFBRE O BE ERE

MEBBOTARRIE, [tobOMMY #9 AKE1IO ¥ — AR L TH- k.
—WRYPDEE M TR B L L HFRBEERInIZ 10l O YPDEMKHEE L. 30C T
AR E D BEL I, 48K, 3, 000rpn, ZEE TI0EEL L THEE &, 2
OnlDWHE L =TE bufferZ Mz BH L 2, F W3, 000rpn, BE CI10H HE L L
TH®BWE ¥, Inlo0. 1M BEEEY % A/10mM Tris-HC1/1nM EDTA(pH 7.5) % fn
ARTHE L. BBEEIC TI~UFEEEL . 1004 10 BE IR L 10
w1l E@D40p g Carrier DNA,O. 1~2p g 7523 DNAZ M ZIBES L. 30C 30 .
HEEE Lk, K0 TnloLi-PEG[40% PEG-4, 000, 0. 1M BefsU#9h, 10nM Tris-
HCL, ImM EDTA;pH 7.5]%2 MAE AL &, 0C CI0HMHEERL &£, 42CTHH
i ®, 15,000rpn, SR C2HMHEL L L#E®E Tk, FEiZlnld®TE buffer®
mzZ%®\ L, 15,000rpm, ER C2HHELL EFERE TR, B %0.2n1DTE b
ufferi”®W L Cl0nl DYPDEM W Il X 72, 30C CAMIEL 5B EL 2. 3.0
00rpm, ZBW TI0HHEELL THBWE 2T, InlDTE bufferFEBL 1=, Z 0%
WHE BIRAEREHCHE, 30CT2~30MBEL &,

4-2-10 YA 2 ro7a b7 35 A B

PSAEREM LW —HREZ VS XAy OBEAREXRT E 500m] @ SHYES Hh 1=
P L C2lMBEBEEL L, MELEEAYREAATCEEL, EEE W
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EBll, MEHEIOngY 2D InldKSHE W [1% Cellurase Onozuka R-10,0.1%
Chitinase, 0. 5M Mannitol,0.05M Maleric acid;pH 4.6]% M2 RA&E L. 28T T
I~AFHHEE L 2, REHE, 60und A ny Ay dathBLE, X Bl«l\v
Ve ¥ ¥ ¥ [0.5M Mannitol,0.05M Maleric acid;pH 4. 6] CHE S L FEME T
TubrTlIArOHER L,

4-2-11 eSS xroREiEis

LS5 2y OREEHRE, Pengdb O HEHE?2 B L L WIiTo k, PSAEREH k@
—HEZEZXZLELES AT OEARERZE VY U T VU E—Dhy 7IEA D,
BB OSHYES % in 2 €3, 000rpnbh EC60MB v Y LR, & OB F:H %500
mlIOSHYSE M WM U CIHM B ESEEL L, MBEL-EA 2R ABCEBEL,
BEEZWUEL 2, WEEI g 20 Inl0oRISHE®K[1% Novozyne 234, 0. 5M
Mannitol,0.05M Maleric acid;pH 5.5]%2 M2 EBA L. 32C CoORBHEEL &,
RIS#H. 60und > A vy Ay ¥aTAiL T4, 000rpn, BiE CLOHMELL &,
& LI, 10ml @ MM & ¥ [0. 5M Mannitol, 0. 05M Maleric acid;pH 5.5]C2H ¥
¥ (4,000rpm, ZE CTL104 M) U %%, 10mloMMCHE 1 ¥ [0.5M Mannitol, 0. O5M
Maleric acid;pH 5.5]2 M X CHLH»CEBL, HEHEETT I+ TSI +0
BeHxl, T, 4,000rpm, HE CIOHMFELL T, Y2 b7 5 2 b Rinl
Ml DEX10E D &5 CMNCIEE R E ML B b BB L 2, 200xl07
B b7 AMBEREFL T, #30u1d20ug 7°7430"DNA, 0. Smg Haparink 40 x|
D p. PEGHE % 1% [60% PEG-4,000, 10mM CaClz,FIOmM Tris-HCl;pH 7.4]1% M2 B &
Uy KETAHHEESRL 2, Be%, InlOp . PEGIEHmE ML BB L, ST
IS4 MBE L oo 10n ONYGST 4 5 % 1 % 8 4 . 4, 000rpn, 28 ¢ 104
HOLTEFERECL, B InloNYGSEHERB R N CRESA L., 100l ®MYG
SHERMECMEZ, B6CCOHMBEREL 2, HHBWISTIEEL 220nloMY
GSEIR AR (1% Agar) LRBL T, Yy —V EREWPELEE R, -0
Yy —VE2BCTLAMKEREL &,
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4-2-12 e r a3 X r OREERE

Era X roEEEE., Binninger5 0 FEE2 R b EKITo %k, AT VDb
bw—MicExe baxy ok F (oidia) i NYGH # (0. Ing/ml D L-}Y7" }77
VERE)EMECHEFEEEMY, 130un0F 4 B Y Ay ¥ a & E L T200m
IO=A752Aa3CHB L30T TLI8~60KMFHEREL &, HBEL =HE% %5, 000
rpm, BIR T105 ME .0 LT, 10nlo MMAE i © LE¥EE (5, 000rpn, |IR T 104
MUk, BB LLEEREInlo RISHER [1%4 Novozyne 234,0. 1% Chitinase, 0.
5M Mannitol, 0.05M Maleric acid;pH 5.5]%MxEAL. 30C C2REREIHFEL
o RIS, 60pund >4 ﬁ VAW Y aTAHBL T3 000rpn, BR CL0H B EL
Lk, b, 10nl0MMEEH # [0. 5M Mannitol,0.05M Maleric acid;pH 5.5]
TAE ¥ (3,000rpm, BE 104 B) L &4, 10nl o MMCHE  #% [0. 58 Mannit-
0l,0.05M Maleric acid;pH 5.5]%2 M2 CHPLH PCHEBL., HEMECT a7
FGAMPOHER X2, BT, 3,000rpn, ER CI0HHEELL T, T MT T
AMPHInIY DX I0THEKRD &S CMCEREFREMLESL»CEBL . 20
Qplo7a b 752 bHEEFL T, 2001020k g 77723 DNAE 502 1D c. PEG
% 15 W [ZS%IPEG—4,OOO,50mM CaCl,, 10mM Tris-HCI;pH 7.5]1% M zEAH L. X
EC200 B BEB Lk, R¥%%, 2nloc, PEGEEHE 2 M2 BB L., SE 540/
WEL 2, HHFBEROBHA. 1nlOMNGSHAERBEMZES L T, 30C T2H
MHEEEL 2, mEBECIBCKHREL L 15nlOMYCSER R X EH (1. 4% Aga
NEBRABLT, Yy—VECRVYEILEER, Z2O0Yy—1L&30CT 2EHE
#Blhk, MIT 77 VEREOH G, 5HBBMER. 20N Inl%50C K&
BLE2InlOMBEERO by Y7~ WEXERL, MEEEH EEEVT
Bi& e, 30CC2AMBEEL =,

4-2-13 % ol

ERUAOHBEFZR, HABERUCHBEOSH2IKERLEDLDKEH-> T

o fo,
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3 Le. ras, pridl O priB& =+ @ #| #H 8 38 0 4 B

¥ le.ras@BfEF 0 LW E L C. Le.ras® 1. 2kbHindl 11-XbalWi i @ Hindl
_ II‘ENﬁ_@iﬁ%’E)ZﬂKb& 1. 2kbHindI11-Xballr R AT 5B & %fé‘tr%"MKb
D XbalDNAWT B %, i W{EBIL 2> 4 % ¥ ®Charonid9-36-% & {kDNAS 4 7
S)—hbapo— N, TV XA P —-VarvieloTHhEL, FOFIREBRY
WA R E L & (R4-1) o Le ras{ET @ T E LT, 5.6kbAindl]
[l B % & 250bp Xbal Wi B K 00 4. 3kbXbal-Hind] 11K 29T rm—=v 7L &,

(X 4-1)

W&, pridifzFoLmBEED»EL 2, FCHERL YA 2 O AEMBL4-
PRe@m{kDNAS A 75— b, prid®2,6kbEcoRIr % 77—k L 7‘:7’3——
INLTYVEAL X~V aviedk> Ty 2.6kbEcoRIMIF ENA T Y X L XF 5DN
AMrm—vdBlk, YT Iran—=VvS Lk oT, 2.6kbEcoRIMr F @ EcoR 1
f2 > A9 1. 2kb ¥ 180bpEcoR1-PstI i A #8243 BT & % & & # 1. 4kb O Sac
[-PstIWi A2 HREL. 2 ORMBE DN AR EERL & (D4-2) o pridk
E%O)T%iﬁt LClk, 2.6kbEcoRIMrhH » & 1.3kbXbal-EcoRlMilr % ¥ 7 o 1
—=vZ Lk (H4-2), | |

BT, priBEifcFo ERBECODVWTIE, HEKERL LY (4 2 % ®Charon
id9-36-%&{FEDNAT 41 T 59V — &k D, priBeDNAD EFH# 2. 4kb & 500bp D #8 & 8
EF WS T ZWAE S tH2. kb Hind IIFA % HREL. 208 RERY
Wi ER L e (4-3) BB, Z—I3—Z—RHHWMBESOR» 5
VMH LI CHAEMTHRALCOIEEE 2, priBEEFOTHAOHEIES
[6 47 b 7 b o T,

$AHT  Le.ras, pridAR O priBEEFO#HIHEE OB GRS
4-4-1 Le.rasiizF Oy RE—R — L A -3 3 — X —EBOBEERY O BE

Le. rasBiETF O LR TKh O £ BWIIZHEL £ (Md-4) . 2hick 3
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-2562
-2462
-2362
-2262

-2162

-2062

-1962

~1862

-1762

~-1662

~1562

-1462

-1362

~1262

-1162

~1062

-962

~-862

-762

-662

-562

-462

-362

-262

~162

-62

TCTAGATAGGAAAAGTATGTTGTTTATGATGAAAATGGCTCAGAATACTGCATAATAAATATGARAGTATGGAGGCGCAAGGTGCCGACTAAGGGGGGTT
TGEGGGCTTGCCCCCARCAAGCTCTGARCCCTGCTGTAGCACACGGTGCGAGCAGAGCAGCGCACCGTGGCGAAGGCACGGGTTCTAAAGCTTGTATACA
TAATTGTATGACAGTATTACATAAGGAAGTACTGAGGAATCTGCATATAGTARATGACTACATATGACTACATATGACATATTATATCACATGATCATAT
TAGTTGGCATGTGAACAGCCGCATTCAACAGACCAATCTITTGATATTTTGGTGARACTGACCTCAACAGGCTTGAGACAATCTCGGAGAAGTGATACAT
ATTTATATTTTTGACCAGGTGTTARAATARTATGTTCGTTGAGGTCATCTTTTGTTGATTTCTGRAATAGATTTGCTTACACTGTCAATCATAAGTTCTACA
TATATTGAAAAACGCGCAGTCCAGTAATTGGTATGTACCAGGTAAT TGAGCAAATCCARAGT CGGGTGGCGTGAGCTGCAGAAGATARTGTTCTCATGAA |
GAGCATTCAAGGCATAGTGGGAGGAAGGGACGCTGGCGAGGTTACGAGGCTGTAGTTTACGGAAGTATTGTCCTTATGTACGGTACTTCATACAARAATA
ATTTCCTTTTATGGCAGTAGT TTCGCCTTATTCGGCCAAATGTAACACTGAGTTGAATTGTATTGAATTCTTGTGACCGGCACGGATATCACGGGACTGT
GACTCTGTCAATTATTTITTTCTCGTCTCACAGCATCTCACTCAGTTACCCCCTGTTTACTCTATAGATACTGTAATTCATGTATTTATT TATTCTTAAAR
AACATTCAATGTCGGCGCCTGTCGCCGTTTATTTGATTCCATAATATTTAATAGCCCCCAAAAAAGGAGCCGAGTTTTTGCCATGCACGGTéGTGCAGTG
GCCTGCAATCGCATGTATTGGAGATAACACAGGGCTAGCACTATACTCTGCGGGTGCACTCAGACATGATACCTGTTCCCGTGTATACATAGAGGAGTGA
TGACTGCGTGGCTGGACAGGCCTACCATTCGTGAAGAAAACAGATTTGGACTTGTTCGCGGAGGGCGCATARGGCAGGGATCGATGTIGAGTTGTGTGTG
ATTCAATTCACATCCATTGGTGAAGGGACAGTTAACTAGGGCAGTGT GGAGTTGTCTAGTAGTAGCAGGGGGCATTCAATGCCCACCGACAAGAATTTCC
CTCGCAGTGCCTACTGCCACATCACGATCCCCTGTGCAACGAGCTGACCGGAAGAGAATGCCAACGTAGCGAACAATGATATCGCGGTAGATCARTATAT
TCCAGGATTTCGTTCATCATATGATTATGAGTCCCCGTGGCGCCAGCATCATGCTGAGTTATGTCCTGCATARGCAGGGGT TAGAACTGTTCTGACCTAT
CGGTACCGTGARAGTCATCTCAAAAGAGTCTGAGATGTTCATCTGTTACATCAGCTAGCTTCAAAGATGAACGGACGTTGATACGATGATCAAGCTTTTA
ATCATTTCCTGACATGAAGCAGTTTGTTCAGAATGACAAGCAAGATGATTCTGGAGTCTCGATTAARTGGTGAAATATTGAATTCGACGTCTAGTGTGAA
AAATTTCGTAGCTAGAAATTCGACGAACCACARAACGACTACCAAAGCTGTIGATTTTCCACAGCCTCCCCCCTTCGCATAGCGGGATCATATGAATCAT
TTCCAGATGGTTGACGTTCATATGTARAGCGCTATTCAAAGGCACGCACAGATACCGAACACGACTACGTATGTATATAACTGTCATTTAGTTTTCACTG
AACAAATTGACAGCACTATCACATACCTTACACCGACCAAGAAAGAAGATCTATTTTTCTCARGTCCTTGACTTCTCTACCTAGCGATCCTCACACCTTT
AACTTCCCGTGTTCCTTGAGCATGATTCAACAAGTCGAAACCTTCTCGCGAACGACGAGGATGTGCAGCGTAARTCACCAACCATCARGAGGGGTTLART]
TTAGATGAGAGATGCA&CGATGAGTGATATAACATGTCGAGTTGGAAAAGGCGTGGCTTGAGACAACACGGACACAGCTTCTTGAACCAGAATAGGGAGC
TTcGAT¢CAGCTGCGCACAGCccpEEEEEbCAGCCAGTGATAcTATGTACTGTGATAdEEIEEEACCTdIETEEEACCATTTTGccGTGCTCGTCGTTGA
TTAAGATCTTGGTCCTTGGCAAAATAAAATAAACCTCGTGCCCGAACACGTGAATCCAAEECTC¥&TTGGATCTCGGAATTCAACGCCTTTTTAGGQEEE

Y
A G T T A T T A T T T GG T T G T T T T T C T T CT T TCOAAAAGACT TGAGGAGCCGACTGTTTCTGAATCTTCCTICTAC

-1+1
TTTTGTACATCAACGCCTCCTCCTCCCGCGTCTTTAGARRAGARATAGGAAATTCAARAGAAATGGCTGGTAGA

MetAlaGlyArg

M4-4  Le.rasit{nT O L3 38(2,562bp) D35 EHLY

CAATbox,CACCCbox,TATAAAbox,CT-rich sequence X U T o T/R L TH %o ARSIEEACHIE VARSI BARALYY

IFZHE T T, AT-rich sequenceld THT/R L TdH 5, EERIAR(sp)IToV T, major tsp & altemative tsp% € 1L

FREB=ALASHTCRL, spDfETICAVAE T 4 = — 1K CRLTCH S0 LerasD T ¥ Y ¥ 1M TR
LTHhd, EOBFHEREBI P20 oBENBERT. BROTHMETLZ27I /VBERLTH D,



&, IR a Ry o L4663 £ < 0 B CAAThox, CACCChox R —2F D & T
ATAAAboX#% 3 # L T =2, CT-rich sequence#t—2 7L TWwi, & & I TATA
boxft D AT-rich sequenceM TATAAAbox & CT-rich sequence® B E D S h =,
CT-rich sequenceld, ZHOARHEBEFOLEWH TR O > TIEFT
H 5N, T b Le ras®(T-rich sequencelk 62 FEPEEHEERY Y IV VT H
I%E“Eﬂﬁﬂ’@dbcko ¥k, b l\'?J‘?‘??\t;:E@rasiﬁﬁ%%@fu-‘e—&—ﬁ
HBRONWDIEERME FSpl ORI TdH 56Choxkdk, Le.rasd I mE—4%
~b:bj:_t°6ﬁ2.7kb§“6‘0:~o%Eb\fé‘éhtﬁ#o7‘:0 —%, TnEe—2—tik
BB R R WA, Le rasO BIRBMG 2 ¥ Y 0 L2, 2808 3 HE C HF BB DA
RSSGEER UMY &y % 0 60ME i b ARSHE BT & 15 58 » 0 B 4
B b h i, |

Le.rasiB{zF O Tk, 1.2kbHindl11-Xbalr K © XbalZ Az @ F H6T70bp D
HEBRFBHREL 2 (K4-5) o Le.rasDEIEa F Y h 5 THH14~565HE K
Ho THAE TR DL o T dpoly(A) ¥ 74 03 EE FAATAAA--~(GT), 111
WHEO®ETI AN, B8T~650HBRCE > THEBBTCRO > TWHIRERE.:
poly(A) ¥ 7 F N @ FHBE FITAG--~-TAGT (TATGT) ---TTT ! 2 H O BF B H v H &
hic, HBEEL % Le.rascDNAC poly(MBE R ST hCuvwish > O TCHER
CEBEARWA, B LR TR e ras RFO X — I X — % — B &
2bh 3,

4-4-2 prifREFOTHE—H—L A —3 % — X —FIROEERI OB E

prifBizF @ LWL, dkbSacl-PstIWi F O HEE T 2 HE L. BRI Pst]
MAEMO TS MRMBE ¥y EFTOBEERT (JW300bp) bBEL = (H4-6) ,
TORR., WHHBa P o L3088 E ¥ © O M IZGChox, CAATbox, TATAAAbOX,
CT-rich sequence@ & &4 =20 FOHFEHEL Tk, & 5 LWE23~514EH o B
., oL, Inr T 4 La/biESBEAEOREGEF (ca) 11D Hravdy
REESR DB TF (chs) 1P HEDT O E — % — 12 & % Gbox(4/c%/cACATGGC) 4 o AL
FINED LRI, Ghoxlk, KX LI2BEFREBECHEET I VAL 2
YhPELTHZESHhLBERIITHY, XofhicEW AL E Y C k> THHES
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259
319
379
439
499
559
629
689
749
.809
869

919

TCTAGAATCTTACACGCACACACACCACACTTCCGTTACACCACTCGCAACAGCTGTTTC
ACGTTCGTCTTTTCCAACACTCCAGAATGTACATATATCAATGCGGAAATTTGAATGGAA
ATTCACTGATCAACTCGETCTTTGCATGCTATGAGGATTGGAGTACCGTTCTACCTAACG
TATACACATCTGGTTTGATGTGGCAGACTTCCTTACGAGGTGGATAACGGTCGATAAGGT
CGTTGTCAAATCTAGAATAATTCATGCAAGATGATTGTGTACAGTCATTCCTAGGCCATT
TGTGTACATCTAATATCCTTTATGTAAGTAGACAGTGGCCGGAATCCGCTCTCTGAAGTG
CCCGTGAAACCCTTTATAGTGGACGAANTTIITATCAGAGGAARATT TAGCTCCATTACTC
ACGAAAACGGGGACGGCGGCCCTCATGATAATCATGCAATATCTAAGTCTTGGCGAACCT
AGCGGTGCTTGCTTCAAGCGAGTAATACATACTAAAAGTTGAGTGAGCAGTCGCGAATTA
AG'_I'ATATTCGTCGTTTCGCGGTGAGGAAATTGACAGTGCAGCGAAAATATTACTAACAAG

TGCAATTTAGACCGGATCAGAAATATTTAATATTCCAGCTCTTCTGTTCTTCCAAATACC

TAGTCCGGTC

H4-5 Le.rasiB{n¥ O Tiigi670bp) DIEFEACLS

WELIE Opoly(A) S #F V O SGERFIREAE I TR CR L T Bo HIIFRER O IREES -
poly(A) ¥ 7 F v O L BEFIRET XA THATRLTH D, TAFZ YA ITHEEL -
Le.rascDNAD KGO B 2R T EOBFEEEIED FU25 0B ERT,
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NABEFOTSHE—F—TbRDOYBATS 1S, Ghoxst prilltEF 7
HE—F—WHFETDIIENLELDE, prififzFRER R ILEVHEY
PINEE > THERENTVWEOH b LARL,
priAiﬁfﬁ%@—Fﬁiﬂﬁl.ﬁkabaI ~FcoRIMr o £ EBRIEPHREL 2, H4-TC
% O—HE T o pridDNA® poly (A)F I 0 621 % %18 L Tpoly(A) ¥ 7 5 1
CRBBLRE TS, BIET Y 0TI~ d1255 0 [ I 5 R 0 BE A
‘poly(M) > FF L BB FITAG---TAGT (TATGT) —--TTT 12 E D EH M E D b o
-

4-4-3 priBBREFOTIRE—R —DEBEEY O BRE

priB&fa+ O LW 2. kb HERTN B RE L k2, R4-82ik, BRMBa P
Yh L)L kb EWRETE AL, RIDMD LS5, 20 D CAATbox A EE L
TEXATOTED FWIKHEWCT-rich sequenceMHEEL Tk, ¥ &, CAATD
ox& CT-rich sequence® M AT-rich sequence & pridA#i{sz F o 7’1:1{—-—51—;((:
bRONEGhoxHEIEINS D, 2 h ERO-T61~-7943 3 £ -1179~-1327
WE O FE?&Z%#ZO?*O?’:‘J/\“‘/?J Y (Neurospora crassa) @ 85 B 34 8 B F QAIF
EEWMAOD REITIA RS bk,

4-4-4 (CT-rich sequence® Bk & @ MAT

HEBBCBOTR, BEHMAAMTECRShSBCT-rich sequenceld 5 5 3
Reblehro THEZEZC0D, BUBECRRA LTV 3EETOHRTZD
7 B % — % — i TATAAAboX® CAATboX M # 7 L %5 Wi &, Cl-rich sequence#t 7
HE—X—DORHAZLTVWIHIEEZLATOED, FEARECLLHOE
27 W CT-rich sequenceBFEELTHD, FHETCUA XX L DHEEL 230
WEFOTTE—~X —WHCT-rich sequenceBNEET D2 & h 5, HEREO
F#CT-rich sequence{h O EWMT & Bl > Al (B2 E-Eo €A B
EARARERETEMBEE) 20, RNARY A5 —EHo REERT R
BLBSLTOIARERDIOTCREVIEEL, UT OB 2T - k.
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-1400
TCTGCTTCTTTCAACTTCTGAATTTGTGCATCTCGAGCCGGAATARACTTGGTTTGATGA
CCAGGGCCCTCTCCCTCTTTCCCGTTCCTGCGTTGCCTTITTTTTCCTTTCAGCCTCCICT

-1300
GCATCTGGTTTGCGCTTGTTTCCCAT TISEETARCETPIAACEI ACAGGGGCAGCAGCA

ACTCGAGCCTGTTCCTCGGATGTATCATAAAAACCAGGTGCAGGTTTTTTCTCAAACGGG

ATGTCGGCATTGTACTATGAAGACAAATGAACRXX%TTTTG“-T“-'“

ACTTACATCCATTCCTTTCTTCITGGTTTTATGTCCGCATGCTAAATAATTGCGTACCCT
AACGTAGCAAGC&?@&CCAATATTAAAAAAACACATACATTTCCCAGCAGCTTTAGTTCT
CTTTTCTTTTGAAGAACTGCCAARACGCCTAGCTTCTTCCAATTGCCTCTCACGAGCCTTT
CTTTTGGCCTTCTTTCCCTGAGTGTTGGCCAAACGTGCTCGAGCTTCTGAAA&%X%TCCT
TTTCTGCAGAAGAAAGATCAACGTCCAGCTTTCAACAGTATGGCCTAGCTGACTGACCAT
CTTCATCCATATCAATGGGATCTGGTCGTGCGEQSTTTGTCTCGGGGTGGGATCAATTTC
TCCGGGACGTAAGCGACGAACGTGTCTGCACTGGGGCAGAATCTCCATCGGGGCCAGTGG

-800
GACCAATTCTTCGTTATCCT GTCEAATAGCTTCTGGTAGCGCTCTAA

PTTGCGTTGGCATCAA
CTTGGCAAGATGGAGTAACTTTTCATCTTcTGTCTATTGTTCCTACTCAACT&X?XCTCC
AAGAGCACAGAATACTTTCTGACACACCTTCGACCATTCCGTTTTTTTGATTGACGGGTC
GAGCCATTCATACCACGAGCTTTACATTGCTTGE@%GTTTTGCGACCAGTAGAGATGATA
TTCGAGCCCTAGAGTGGATGTGAGTTCAATAGAAAGCATTACAGCGATAAACGCGCCATT
GGTTcTTTCCGTA??%CGCTATGGCGGcTTTAAGCACTTCATCCTCAGTGTTCTACAAAA
GCGTTGAACATCATGACAGTTGAGcTGGGGAGTCAAEEEEEEEEEEEEHACCTTCCATAC
AccTGATGCACATAAGAAAAAGGTCAAACAAAGATGCAAAAGACATACCchf¥§%ATGA
TAATTCTAACCATTGGATACGGTGACAAGGAACTTCACTGAAACTTAAACCATACGCAT;

v \4 -300
AGAGTTTTCGCCAGGTCCT AFEAEGTGEEA TCCAAGCGTGCAGCTCGGCTCGACCGGAGG

’ v v yYyYv Yy v
TARAAGCCGCTCCAACCTTATTGCCATCAAATCTCCTTTCAGCGATTTATCAAAAGCCCG

~200
TGCATCCTTCAAAAGCCGAGGTTGGATCATCAGCTTGTCAATTATT TAANGCTGCCATCT

TTCCCTCTAACCTTTCACTGCTCTGCTCTCACTCTTGTGCAGTTGACTC Eﬁé}é& TTC

ICCTICTGAGACCCGATTGTTAAAACCGGGCTCGTTTACACCTGGTTTACACGTCGCGTAT
~1 41

TCTTTGATCACCGTCATCTGAAGACCGGCAAATAA TG _GAA GTC CAT GCT GAA

A
e Ry SR P e
Met Glu Val His Ala Glu

X4-8 priB#E{ETF 0 L FIR®1,415bp) DY FEELE)

CAATbox,CT-rich sequence, AT-rich sequenceid K & DA TR L CH 3, BEAGRTFQAIFE S

R RS & GhoxHI B BLH) A OMIA TR L., BEREXpR=ATRL 2o spOFHTIZH
W T 42 -3EMEAITRL T b, HERETOHRRBETRL, TRMETs7I/B

ERLTHD. BFEBRMMET F YATGOAR+1 L LTRLTH S,



SIZ2 V7 —CWEERNGMBIMAL L ZE L T, FABRINAZ R RDINAC,
BB DNAY E S DNA s B, ZoOMEBESFIAL T, Le. ras® 7 1€ — X
— D CT-rich sequence® & & #9130bp® EcoRl-RsalBi K. 22 O TATAAAbox#®
& ¥ 130bp D Bsal-EcokIWr . CT-rich sequence & TATAAAbox% Wi J5 & &5 26
Obp® Bsalli r @ 32 % & 4plCIOE Z A4 MARAR TSI AIFESIZI V7 —
U RIEA S CEBRONNCE R L k. YO EBURDNA% IR B K Dral B OF Sspl
HEL 2, SI1IZZ Vv 7 —CEFRHEERE, SETAHBELAME— I 5 EH
BODNAKE Dral "G 3WFfr. Sspl GO & % D, S22 B2 AL 20 % huiE 9 %
DRE, MFOoBREALA TV, BRER4-9CRL 2, 2 br—1OpUICLY
DFEHEERDEMDE I, pUCIIR KT A4SIR 2 V7 -V ERIEHAMI]
DHNRBREAEZOHMEERL Twd, 4o0f &KL TAHRDE, CT-rich
sequence® R L TWwd 2007 5 R 3 Fidfio2o &k b hkx D% < DM R #
ARbh3d, ZhbWE ORI, CT-rich sequenceM TSIR 7 U 7 — & % fE
LW Rb&E 5 hz(Data not shown), Zh &5 DI k. CT-rich sequenced
HOOABLTAD ODNAOHREE L LT SIkZHCLBZZ LT
THDOTHH. NARY A5 —¥ BERFOR/EELEHC LT B AREENR
®Ehbd,

558  Le. ras, pridf O priBdE & F O #] 8 88 1% © 5 5 5 14 A 0 547

DTEEL 132D T RE—~X —D3 RIFOMEBRFETDIEDE, 54—
HRIEWC & > THERIER (tsp) # 54 L 2o Le.ras, pridAR O priBfio+ v =
TIA - ELT T 4% —1:5'-CGGGAGGAGGAGGCGTTGATGTACA-3'. 75 4 <
—2:5"-CAAGCACGGACAATGCAACGACGCGTTTAAAGACAGTCAT-3", 75 4 = —3:5'-ATA
ATGGACAAGCTGATGATCCAACCTCGG-3" 2 AW CTRIE ®21T » &= ([X4-4,4-6,4-8) ,
TIAT—MREETHFR L MEEHOY A X, MRBE-SEEVFIY L7

SFTPNVCEXKWUBLTC, 204X — S5 UF V574 —hSHEL L,
| Le.ras® 75 A —2HOTHEHLEEMEEHOLX - 5T 574 —%
H4-10C R T MUY T FLOARAY FRIDEFOI T FALOAY Koo B8
hico WOBEBEBINS X —b LMW T3 L. tspr R 4 FRMEB I PV 55156

4,

=51 -



12345678910

X4-9 TOUE—F—-WHERHOMAPZIATSIZIF
DNA 47 1-PN O 35 Fo x5 BHELER L O fRAT

L — 2,3:CT-rich sequence & TATAAAbox D 5 % & &pUC19, L — > 4,5:CT-rich sequence %
B pUCI9 L — ¥ 6,:-TATAAAbox % & {pUCI9, L — > 8,9:pUCI9 L — >/ 1,10: A HindIlL
77 AI FOMBIRDNARSIX 7 L7 — B0 & ) IE A B TR & % W I3
GO S N TH 5 FIBUIRDNAR B S X472 ) OEBIKDNAOESH1 11845 L5 1
3JICTIRHEDAT 20 RNTENS % HIREEEDral & Sspl THAL LERIKEI 21T - 770

L —24,68:Drali by, L — ~3,5,7,9:Sspliti4t: i



X4-10 7' F A ~ —{EHIC & 5 Le.rasii{s 7 0 ¥2E BIE 15 O @M

TIAR—BARIPIRLE T4 =1 i, EOMEEIBFREE 2 FYATGOAR
LDRIZVETF FRERERLTH A, TAGCT ¥ —3, 794 =12 v —2rv3
VIR & o TEBL L 7=0 ’



HEE 18R OC2EELRONBCHET 2 ERBo ke (R4-4) , Fhil
WY TFADAY FERL Znajor tspik, T ECT-rich sequence EWHIE L
Tz,

prifd7 54— HOTHFRLEEMEEDOA -5 VX T 5741 —%N
-1MERT. RIPL2200RY PR bWz, HOBEERIZ X —25HEK T
BL. tepl &4 WRMMD K YA L2R U IZIEE L RO BBEHL TS C L
MWEo e (X4-6) o F ltspld & 2 TATAAAbox D24 H T & 10EH ¥ o fir
BHS L, BIEETECT-rich sequence B L CWwWi, $HOLRE T,
tspik CT-rich sequenceMM ¥ AR FOTHEEET D Z EMNEEHEIh TV 3,
BEALOBERBENOEBEF TWltspD30~60H 2 LW I TATAAAbOX A R &
hodW, IRV DamBETFO LS WCtspD 54 FE T H I TATAAAbox A R &
NBHEL B BT, |

prifo7 7 4 X — 2 HOTHRLEMRENOF— 5T 7 4 —%F
4-128 7, RPLEIMHONY FREShi, BOEERS 55— » 5 Wk
T5HE, tsplh & 4 BIRBAM 2 F > & 5 255, 257, 258, 264, 265, 266,272, 287, 321,
329, 336HBE LW OMBCHUT A LNz (M4-8) . priBftizF dtsp
D, LED2OBEFOtspOFE LR THIEND S VI ENRE -T2,

oI HFHEHOBEBETIRIARI I —-OBERTHFIE~OHEADR A
4-6-1 HFFEOHBERFRIANRI 2 —DHEE

CLETCORREZLER, MARBETHOBGTFREARNI XN —DEBELIT-
leo 7RHE-Z - LT, FEUEREBERA2BCHEANTCLIOEEECE
ERBHLTCwDlerasdD7nEtE—2—2Ff ALk, 2 —3—2—8HBErLT
& poly (MR IELLRH S 2 CH DpriddD R —I 2 —2 —EHBEEFAL =,
RIESELIBREFE. RPEERBEE2EBRTZ 200 —b—#EFELTRKEL
FAERTWBTI ) VDAY -3 -k AKX b5 VAT =5 —¥lETF (APH])
O E AR,

M4-13C BRI 2 —FHBEOWERE TR L 2, Le.rasifzs 70 71 % —
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TCGA

B4-11 75 4 ~—HEHEIC & 5 priAiE(5f O S BIE 15 O BN

TIAR—BEIFR L 2T I 4 = =28 A ieo EORFEERMMG2 F v
ATGDAREDRX 7 VAT FERERER L Chbo TCGAT ¥k, 754 <—2
ERCT Y=o vy T RIBC & o THRBLL 72,



M4-12 75 4 < —HEEC & 2 priBil{ET O85BS 1T O AT

TIAT—WAELPIR LT I4 v —3% Az, ORI BERELG
I FYATGDAPLDRX 7 LT FEREBERLTHbH, TCGAT ¥—iF
T3 Y= vy PRSI L o THEBLL 1,



——  Lens#{AT 0 LR O4.0kbXballi
75421
PCR
priA®D
F—3 k¥ -8R
BamHIlinker{J i l
B B T
Le.ras® ! X priATR1EF O T HIR D 1.2kb Xbal- EcoRIKT
FRE-F e - % & trpUCIY

[ﬂ/
SAL S —av l BamHlinker {11

B .
APHI
B P 2
. p APHTESEF O 1.7kbPvullii A

& trpUCI9

amH 1

l Xhol&}lvy
Pt l
|

Xh P

G4y —vav
1 Tt

l54¢—vay
BamHI

\Bmiininkerﬁfﬂﬂ

GAY—av

413 EIEFHRBANS & —pLCl-genfEELETE DO BEEE X

mﬁ@ﬁ%ﬂ] ‘ij‘ﬁfﬁ?‘o)ﬁ@ %j‘_\‘?o 77 /f < —1 & 7‘7 ’f K¢ "‘4‘i\ Zijcq]&lﬁ
FAITRLIZODEMAL . HRNBRBERILTOXETRLTH S,
B;BamHI,E; EcoR1,P; Pvull, X; Xbal,Xh; Xhol



2—OTFTHMEKHESBERAMG 2 FYOERI RIS, EREDSF 4 v —1
&7 5 4<% —4:5"-TCTAGATAGGAAAAGTATGTTGTTTATGAT-3" % M W Le. rasi@i iz + @
HAkbXballi B & #Ew L 72PCR(Polymerase Chain Reaction)@ k- T, 7%
F—HDle.rasdD 72 E—8 —%{FRL Lk, TZOKE., BTHALB VWIS IS
‘ OE—X —OWRIHT R BanllV V¥ h — % Pk, F—3IF—2 —FHB&pri
HWETF DL, 3kbXbal-EcoRIWi /% 2D & & H v, Xbal R AL % B 1k U BamHl
Vva—zffitlk, ThH7TRE—F -2 -3 32— 2 —fFBEIA Y-V a
YLl TuE—2—0 LHMERO BanH BB E FEBELBTS 45
—Ya V0L THTEABGEFERI LY P75 A3 FpLClEERL k2, BAHTAP

HIBEFE., BEBEEFELZ2OLEFHES00bpE il TkbPvulli A T nE— X . .

— RO P RELD LFRMEA T P2 S 30bpHlo HEERETEE L 1. 2kb
Xhol-Pyul lBi e 7 m e — X — % Dl f OIS 5 A H 3B/ M T W»e418TH
HERB ORI EHEI R TV RID , 2 CAPHEGRTF E L TREE DL 2kbY
hol-Pvulllr 2 v, ZOWHR % FiEIL L BanlilV ¥ — %2 ftir =%, plClo
BanHI B C M ARAATHFEABEETRBEANRY 2 —plCl-gen® EH L =,

4-6-2 HFHEABBETRANIZ -2 ACTOHEFHENOREGEROR A

HrWHAEEFRERY X —plCl-genZ AW CHIEHFEHOL + 3 X 7 LT2-
448, 5 R rp-l1, V4 X FIMC2B~ QR EGER 2R Az, BEERER T
SR> TEFHRWEMBPESIBBERCHEA L R LSS A LR hE
Thlaw, BEOWSOPOEHFHEHOREGRE»SEZ T, ZoKAThE
CEeb '~ T b7 A b EEEThERLR Y, Y1 X7 DBE,
KIEI0TEL L0 n K75 2 higBbhkbok, 22ZTlL07~10H0 7 1
FTSAMERDIIERTE L IIA Y, E5 R 7 Cplll-genDE A% T
lzo BEBBRBEOERIE., 2004 g/nlD G418 (Geneticin) (Sigma) % S iris o
ol BADOHETHEREGR 2T o LFER, L I Xy cREEGERES
BOAZERTERDP LN, 52y TCRIDOBEBERER-1IMXE L=, R-
1RG4 EGH L OEBIEHE 2 ST LIS ER#FEL vk (K4-14) ,
LSR5 E, 1928k Ca v VA CAEBETFREARY X —pANT-1% H
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7days

M4-14 v 7 ¥ 7 OFLEEHER-1DG418M M

v 58 OREERER-1 L T Fp-11 % PDAR LR O
200 g g/ml DGA18% Bt PDAKFHBIC # 2 AHH L
T28CCLAMBEEL 72



WTOREERTAL /rv A Y YBRERE Bl L OHE2O K> k0T,
pANT-1b R IEE IR L 100ug/nioNf a4 L UBRELREHCTHEIRL
EART B 1o bEO R b ok, i B-LHR0418% & & /5 v B HLC HE X
B R TE O GALS% B E R 2 T b CALBT MR MR LT W B Edb, pl
Cl-gend 0 & 20— WO APHRE G T 2 S LB AR S X 7 OR B AR S
ATV AWEEAB VL E LS N b,

4-6-3 priBeDNA O EBREF THE TR O o TR E—RA —BEY 2 —1
DT aEe— R —iEWHEo0 R

prifleDNARF O BEEEF TR TR ook nE— 2 —FEV 2 —A 070
E—R—ELTCOBBEF>TwEI2EI»2H» 5D, HEBBRUH
FEHEIATHATOTRE—R —EHOBK 2T 2, H4-158 7 RE—& —
EHEMERACFEREL 279 A3 F (3" -APHI,pAPHD) R L %z, TR E—& —4{f
Bk, H1kbD SauSAIMF 2 v, TALDTSAI FefEoTETHY
EEBE (S, cerevisiae)DI3- A DR E M B T o 2o 79 2 I FR W TRPIEET
BEERLTVDZIDT, PIT 77 VERETERLEFOBERREOR %
1005 LT GAISTHIECHERL ML OhRE 7 ne— X — OB OB A W
L, 4 WHRLLIW, p3' -APHIOE R HEIh - HEBREBAX
DIME—X—%DFl APHIREFR2EL T I AI P (KX OHEKRSE S
b ODOpAPHIOE D3GR L 2117, —H, pAPHIOE X AR & & h &2 APH
[BEFRETZEGTIAI FpScHIOEE MMM ERE > T k1T, kil
FHEZ X rp-lIORBEER Tok, ZOEBpI -APHIZ AV EBE G
TR, PO ERBEHEB-1RES i, B-1ED LER-1BLAEOHERRL
e UEDHEBELD, TOE— 4 —fEV 2 —VAERECTRE—R—E LT
WRETITREREVWEHZE L S50 5,
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A priBcDNAD THB1.3KbH R,

Sad AT

AGC CTC AGC ACC CAG ACG GGT CGC
Ser Leu Ser Thr Gln Thr Gly Arg 380

1081 GAA AGR ACT TAT CTT GIT CTT TIC ATC
Glu Arg Thr Tyr leu Val Leu Phe Ile

1141 CAC TGG ATG CTT CCC GAG GAT GAC TTT ATT CGA CAT TCC GAT AGA TGG CAC GAA AGT TCC
Biz Trp Mat Leu Pro Glu Asp Asp Phe Ile Arg His Ser Asp Arg Trp Eis Glu Ser Ser 400

1201 GGA GGT TICT GTT CGA CCG GAA GAC GTT ATT GTG GCT GCT TTC GTG CAA TTG CGG CAC ATT
Gly Gly Ser Val Arg Pro Glu Asp Val Ile Val Ala Ala Phe Val Gln Leu Arg His Ile 420

1261 GCT GCT GAM ACG ACA GAG ATA TTC CAA AGA GGT GTT GAC ATG AGT TCT GAA GTT GTA CTA
Ala Ala Glu Thr Thr Glu Ile Phe Gln Arg Gly Val Asp Met Ser Ser Glu Val Val Leu 440

1321 CGT AGC TGEC AAC AGT CAG CTA ACC CAR TGG AAT GAA ACC TGG CAT CGA GAG ATG CAA CAAR
Arg Ser Cys Asn Ser Gln Lau Thr Gln Trp Asn Glu Thr Trp His Arg Glu Met Gln Gln 460

1381 GCG GGA GGA GGT GCC TTC CAT TIT TCG TTC CTT AGT CIG TTT CGG TTA TAC GTIT CCA T1G
Ala Gly Gly Gly Ala Phe His Phe Sar Phe Leu Ser Leu Phe Arg Leu Tyr Val Arg Leu 480

1441 TTC ACT AAC AGC CTT GCA CTT CGA GAA TCG TCC AAT CGA GCT ACT CCG AAC ATT CAA GCT
Phe Thr Asn Ser Leu Ala Leu Arg Glu Ser Ser Asn Arg Ala Thr Pro Asn Ile Gln Ala 500

1501 CTT TCA GCA TCT TAT ACG AGT GCC GTT GAT TCC CTG AMRA GTC GTC TCG GAA TTT GCT AGA
Leu Ser Ala Cys Tyr Thr Ser Ala Val Asp Ser Leu Lys Val Val Ser Glu Phe Ala Arg 520

1561 ATG AAT GTA TTG CGC TAT GGA CAG GAS ACT ATC ACA ATG ATG TCC GCA TAT GCC GCA CTA
Met Asn Val Leu Arg Tyr Gly Gin Glu Thr Ile Thr Maet Met Ser Ala Tyr Ala Ala Leu 540

1621 TAT TTA TTA AGC CTA CIC CGC AAT ACA CTT CGT TAL T6C AGC TGC ACG ATG GCG CAA CTC
Tyr Leu Leu Ser Leu Leu Arg Asn Thr Leu Arg Tyr Cys Ser Cys Thr Met Ala Gln Leu 560

1681 AAA ATG CGT ATA CTG TGATTCAACAAACAGCGGAAGCGTACCATGAAGCATCTCCATEGGCGGCATATCACGLC
Lys Mot Arg Ile Leu *#+ e 565

1755 CGCTTTCTGAARGGACTCGCCCATGACATCTTT CGRAGCATC AATCTACCGGTGCTGTGCGTTCTCCAG
1834 ATAGCCGITCACAAGGTCCACAGCCCGARATACARAGGCCAGCACATTCATCAGCTTCTCCCTTCTATGCACCACTGTC
1813 TAGEARIETCAGGT TTCCCATTACCCCCCTGAEART TC TG ATCT CL ICETCETICECATICT ICYR IGTGTCGT
1992 GMT@AMTwmcsciﬂ%cmmmmmccmccc‘rftcuusc

2071 CTGCTGCACCGACGCATTTTITCGGAGCCS Z;EZ AGCAATACTGGC TTTACTTAGACC

2150 ACTGACACCMTGGGGATG;GSXAI'IGTNTTTGGTAGTTCCACCAGTATTGCTMTI‘CTGTCTGCAAACATTCMGAT!‘(X
8y

2229 TGTTGAAATCGTGTACATT LGTGTACTTTTATCCATICTACGACT TTACGACCTCTAAGTAGT CIAGGTCTAAGG

2308 TTTTIGTT CATATACAGTTTACATTABGGGAAAAAAAAAAAARARARARRARANARAAARRAAAARABAAARA

2387 AAAARAAAAAARGAATTC

Sau3Al

TOE-—Y—PEV 2L

X4-15 pnBcDNAUDT&‘aﬁI CRWEEhAToE—Y —FEV 2 VD
EIRETA) L DT aE— 7 —IEHREH RS ¥ — OEEBI(B)

(A)priBDNAD F R AI# 1 3kb D HERP R UBRET BT 3 7 I /REFIERLTH B,
Sa3AIEREWN GE P FOMECRLTH S, Sa3AICHW L ABIbOMF £ S 0E— 5 — BEFI s L1
o CAATHfbox TATA4fbox,CT-rich sequence, GCHbox it THA TR L TH b, 7 /374 Y(Naausa)D
!rx’iaﬂ?ﬁﬂﬁqmrmﬂmmaﬂ BIETHTRL TS S (B)APHILpAISOR 5, TRPI-ARS1HPTRPS6
PLHLYKELR, 70T~ Y —ED 2 DSa3AIH 1222 § — O BamHIBN K & AL Tco



$24-4  HIEBERK(S. cerevisiae) DT R ERRIC BV 5 G418 HE#E

tp BRO BT 5
FaE—F — THAIF G418 kD El&
(%)
—- none 0
—_ pAPHI(pScHI*) 11.0(0.8%)
priBOTFHMA IO E— & —fRET 2 — p3-APHI 311

IR Dadcl 72 E— 5 — pKX34* : 90.0*

* : pKX34 & pScHIDH X SCHk117) & b #H L7,
— REMEWHRO SO E— 5 —DPFEL L T EERT,



4-6-4 ¥4 X rNS-LE1610%k @ EHRDNAT 5 A X FpLLEIR Ok 5 % 7 MS-P
0238 O EHWRDNAY 5 2 I FpLPO3HI 3R O Hi ZF B B 1 T ARSHE & F D M
FOoBFEANTOER

BETRR L CHEOERTSH 55, T M PATH < H RS R D 5 DA
EPSRETFS I —BARERT B3R EHORY X — 18 HIE~OW
BERNES ERSCBCERRRERTHD, BEERYRO ERRRET
BERI R — DD R BER S CB I LD, BTHNCREET S TSR
BEEEE ST 5 DNAB S AT OB R R C RIS T B E R R L
fro MHFEETHBMLEYA 2 MS-LEICIOB O EHERKR T 9 A 3 FpLLEIR U &
5 R 7 MS-PO23BOEHER T I A 3 VpLPOfSEEﬂ%U)EH%@EWVC* ARSHE & £ o Mr

Feebairod v 7 v—ya vy 2—pCcli0l (pUC8& L M3 X ¥ TRP

MEFORARIE) *P Tl ARLR, &I X LI2-448 (trp7) OB H B R
BiFok, ZOREPCCI0E EABEREERYDRRAERT 52 & A E- k.
FHARAATZDNABT B 2ARSE L CHRE L T3 ESHhRHEITR T VSR, X
DEBVEEFRRARNI A —DFHOEDO—BERLEEVEIRLSS5,
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B EE

BETEHFE YA XY L DBEEEL 2= Le. ras pridR O priB@{fsF o HlHEE %
HEEL. TOMERELHENL k. RCHEBEHEOF LS Lo rasiixF O TR
E—=R—LpriffifmzFOr—IFx— 2 —HEEPERLBEEFRIAXRI Z—% #
Lk, ZLTHETFRAR I A —-FHVEEHATE L PI XY, IR T,
VAR rOREERERS, LIX LD RABRBEE B k. ¥ £ prifDNAD
THWCHFET DR E—F —HEVa—VBAHFRBELI X ST RE—
B—r UTHEET S THRER AR £, BCHEORRTH B2, HHEEC
BPOCHIFBERNT ARSELZFRE DL LU CpLLEI1& pLPO3» S HEEL 2B A & b
2Ry NCHEERNEEBE LRSS L 2BEL L,

VAR EDHEEL 300 BEEFOTRE—X — KK, & TCT-rich seque
nceRBAD SNz, RKARET. 728y I Dacp-1,pl-1. av T hEDald
A, argB, bend, ol iC, pgkd, tpid, tub(, A=t & 7 D dikA(Sc]) DBEEFTE X
CT-rich sequenceMBE Do TEH, AxbnrRyoDdikd(Scl)#EmFUA4E
ﬁVCAT‘j\E.‘V W d o THTATAMbOXWR HFEEL hro 27, HTHECR-> TR
5E. Le. rasﬁfi%tprm;‘ﬁ{i%@j’m%—& — W W TATAAAbOX R EE L. pri
Bﬁﬁ%@f&%~&-ﬂﬁ#&b%m:t‘XLEE&&@dMM&D%ﬁ%»
RFEFERTREREARCEEERERE (£RNAD0.5%) T5Z &8
Bo¥xBL, HIWMEFRLBEERAT 5L Ik TATAAAboxE CT-
rich sequenceDH A ZHRMLTWB T ERLEROMD Lhhkw, HRTE
CTHTFHEEFORMEEBCET IHEERRBREAEED - AR, 1992F k-
CP.chrysosporiun® V) 7' = VML EER (LG REFIIORTY I U X ¥ (4z-
aricus bisporus) Dt il — AGLBRAE OB EF (cel DV DT O E— X —
AR EzhEth#i&Eehl, ThooBECRBEFOBERACHETINSE
BREhTwlaho e, SREERREMMTIIEC LI THFHEC B Y
% TATAAAbox B O CT-rich sequence*IERRM L OPEEAHEL L CER D TH A

Do

Le.rasBfnFO 7 E—2 -t HEF CCHEEhTVWEhoEYWCEET
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BDrasEifrrornEe—8 —r®HELE (M4-16) . RHS5LMD2LI5KCH
T e~ —EYavyav Nz (Drosophila melanogaster) ¥ 4 &
yoroE—2—TRHELLTELZ>TVS, BAFHO mE—X—THOD
RSN BGChoxik v avVa ARy A7 CTRAESh T, K TATAAAbOX
BRWALEo T uEs— 22— R ohikh ok, =77 LCT-rich sequenceld & A
.§&®7H%~&wﬁHK#ELTMkDC@%hﬁh@@kﬂﬂbﬂﬁﬁﬁ
rZATH D, |
wM%ﬁ%tWw%ﬁ%@ﬁ&%%@%&@ﬁﬂﬁﬁéﬁg%ﬁﬂ&—Vﬁ
FHULTWB bbb, UHOBREFOTRE—R —%a V¥ a—4 —THE,
BELELZA HACHBTIERINBEOLDRVEELER IDERV TR
M ODNAS AR YAV HORBES EHEAME2 R IEINE L kdo k.
M—HEEERLLENE, XCLI2BEFRAEFECHE STV A Vv A Y
FPELCHEIERNGhoxTH o, ZOZ ELLEETDE, HFFHOFERK
REFEL VR EEO D OABRBAFORCHKLEETLTH), SHo0HE
FHTCFEBRERCATIHOHEREE LAY 2y COLHRANFEER
ERREBUT BT ERRENTVS D L b, FRERERI BB pr
B fETF L priBR T ORERFEOMAE, X LdFERIZ0o—-EH2L LA
T, | _
priBEEFOLEHEHBCWE 42007 NV I ECOBEERE R FQAIFE &AL
BEFINES i, HI-8EFL k&> CQIFEIng 52X —€F— 7 2 B8
LN HET 2 BERAMEFOLoTH D, ToME HFRBOGLIPa Y
VI OQUMNAEREEND, Fh, InV5AX—EF— T 2RMHBIGEEHE
HFODNARMH M R4 WELL 2WI k> Twb, b LPRIBAZnZ 5 A
- F -7 BMOBEB5, PRIBApriB#ifeFO 7 nE—% — ELOQAIFK &
HERE S LSRN 25 £ w5 BT (Auto regulation) o ¥
EHELTOWAREENELOLL D, A2 EQUIFRESEFEEILEAFCH 54, qa
SIFEETFO LRMC R EENHEEF - ISREETHAVWTHEEL TV T, WEE
FOLERMET B D2 ZACQIFORBBEAS D, T WOAIFREET AT &
WL TQISORER 2B OLEHLORBAAMEIT 2T IEEZ S h T B,
EHLWZpriBEBEFOTRE—R —~BEV 2 -V RETHHNTHETSZ ERE
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T

. Le.ras

human c-H-ras  =s==f

human c-K-ras  me=fft

human ¢-N-ras | J el

mouse ¢-K-ras

Dro ras2

CAATbox

CACCCbox

TATAbox,AT block

GC box A
Transcriptional start point(s)

JEEOO

4-16 Leras & Erasii{Z T DT OE— 7 —ITHFET S
FARDNARLY DA



D, 2O0EY a— VHAZUIFRBESELERINREOr oI EM b, priféfs
FORDCPRIBE & o CTHERHHEWIEEFRITAZ—2HLTwELDY
Lihisve C OEBREWT 5 kb B —CPRIBOBMAKETH D, B
YHRETRABEC XSPRIBOEEZRAT WD,

B35 — A —fHEBOpoly(M)YZF el T, HAEO X @EE | AATAA-
o (GT)wor (1) o & HI 2 FER O B T ATG---TAGT (TATGT) ——-TTTH # & & h T B
D, Le.rasifn F O THEBC O WA FHORICHEHL L 28 & HFEE OB
WAL 2B, priffEFOoTHREBECEHIFESORIICHMUL ZEH 0
BBR DO o, HWHBECRATAMDpolyW) IS 79 . (GT)aor(T)ndt ]
Wit BCOY S hCoT, MARLTHETHIHEEhTwBHI20,
ARE TR, DATa VI 0paaEFOTHECHAROXBEIIAR S
Ao TWBR, O EETFCRAATAAME GT)aor (BRI > T #FET BT Lk
BOHMABFEER B LT Ry YV BB THIEELZILOR T H12D,

VAR OREERE, DNAEAN O 0 L 752 PANTERL =, HE
OMfESREBERPEBMLDLIZEAL THRNL KR, 4oCellurase Ono-
zuka R-10 (v 2 U PBISE T 3D 0, 1% Chitinase(Signa) © 28°C,3~4KH K
EEEREBEREHTH> 2N, 2hed WWEFOST2 L T5AL2ELH
Bhok, 4% WHACHWOTR M7 I A M 2 —ECRANT 2 bk, &
EBHE REROAT - A7 v 7HEODEBRDLIUBRBLETCH D, e bIR T O
BRI, GAISH IR BB LR TR Aok, ZOMBO 125 LT
Wy BETCe I A ORGEDINAREGEHICE > T 2H&ECp(O Y b ¥ YA
FAMEINhTVWEHZZERRERTHED 2D FhpMNT-1Z2HVWELAzEni )
@%Eﬁﬁ%%@\%léhkﬂﬁﬁﬁﬁﬁwx%»kéhﬁﬁ%%ﬁﬁﬂﬂ
BhlZ ERFEIRhTWDHZ EM”BH123 | plCl-genh O KBEH K DAPHE
BFREPIRXTHTHEBECAFAMLEHBEBREIRZRRAPITHEATWI b
pLCl-gen® RF L L HE B G4180 KM CEFTTCELVEDE LIS NS,

LS 2y OREBERTE, BRERBRENF2OE S h k., R-18 & OB-1# k4
00ng/nloGil8E ELRHHMCOLEFTTE, FLMISEZEEFLVEHMTLIES S
BB EEBETH, GAISMMEMHEFL TR EMS T 5 X3 FEEE VI APH]
BEFZEL—HB2P eI 2roftfclladrihTtunwdeTHEERE, &
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DR LD, plll-genMEFHABGETFRARIZ—LLTHNTH B &N
MERT % o plCl-gend HFHHROBRETFRAMNHER LR LETEATO
HEMERBERI L LD TORIA—TH b, FhpriBEfrFOTRE—R —
BEVa — LREFEAOIRE—2—k L THET S ERREE hE,
_ HIERBHN T ARSE L TEI Y4 Xy NS-LEI6IOR O E#HR 77 A 3 F‘pLLEyl
ROk 5 & rUS-PO2SEE D E#HIRT 5 A3 FpLPOSHX DM AF2 e ba X7 Dpl
clOOLW AR A, B I X T LT2-448 (trp ) O HEBER 2T ok, T O ED
CclO0l & RBEREERM RN ERT 2 WMok, CORREYTERY
MR ERELRVY, BEBERNRO LREAVHLRTEROMARET
BRSO THESERTF LR EBREAFACHDLS DNARIIE L T
BEEL T EHBESR D, |

S, BPEERNEY LP 32 EXABBR RS THS5, RERHEOR
BEH % T CHREERERIOMN S »BrORET, BFHOMLOEES
MEMRCE L 3BRBETREY, PEERYE LT 2 200ME L L TR,
MEEREOW R L AR b BONAR Y B v ik e iF A B b B DNAR
TNONMREZOhD, ETHE FIX FOREGERM KL MG LR S ¢ LK
FofioThdl EMERTSS . T LIHERCBABRENBONS &
SeirhiE, HIHCET R4 LREOH TREZWHFRZY B0 E ¥ TH
FEEETBESS,
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B5E W

W, RERCHY B RENABEH L THETRERRS MO LD
RS CRNEC bR i) R R RO OEAREEHT 5N
HHBTARETH S, COLSHBTHEAORREHT UV TERT 3
EBOFBOVEDLLT, HYWEREL TS UETRARNOMRNLE
Th B, |

TICEPETE, BIHORRFRFROBLEAKL, V1272 HR
CTRERRCEET SR RMET S EFHE RS METFOI RSV SR
CERLMETOMBRAOSME T, HHEL R HEILE Ao CHTFEA
BEFHRARIZ—RELTHIIL2HENE L TRBRETO, MTO &) i
RSN,

1.V 4 Ry FMC28k O B (ADNAL K LIHEBBO7 F=V— bV I 7 —¥HE{ER
FCYRIE {5 Fv-Ha-ras® 7o — 7R LCY¥FrTnay bETET-L L
3. v-la-rast AL EHOMIEON A 7Y 4 €Y a YAV Kk,
C@Pﬂd)lﬁ%ifﬁ%ﬁbl\ oy Irn—=v ko v-Ha-rask N4
TUEARXTIHPFE 2L ZO0HEERINEZRET S ERKE, Y12 7 DcDNA
SATIY—oYTora— v T LEWRENATY XL X HcDNAZ BB
LHERETEWREL k. 2O B rastHEIEEFEH D Le.rast R L 2. Le.
rasEEFR2IT7I VB Ea—FL, 2ORHER 620/ v rr YL TH
BrEh Tk, Le.rasBETEY (Le.Ras) X HEER O Sp. Ras& & b HFE 4 A
BN 5807 3 BTH6Y, BECB07 I BATHOMAKERL £, F
REEREARBC BT dle.rasBia FOBERANI—VERBNMLELEZ S, @
BB BEL CEROCRBAL COBZ ERMEY. MMM CAMPE & Le. rasi 3
BroBcBEEe Ry dhkd ok,

I.v-Ha-rast HEIEZ2FE2L 350 20Nf TV B -2 a3y Ay ERED
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NAWF % BBt L 2O BEERINERET DS L, BHL WA O FEFRRE
BEBTIBERHAAZ—VEMRIT Lk, ZO0RE, BerEhEEBcER
BUESRBAL TCWIIEREN, BBl WA Lo#BETFRpridt AL k.
BevdX #@éDNA? 475 ) —WbprilBEFENA TV E A XT S5cDNAZ
M LEERIPHREL kb, prifBiEFE2204 Y banyzEa, 258D 7
3 JEEa—FLTWwk, priff{zFED PRINDK, €Y Y, AVt =y, >
oY VRERZEARHE 26.7TkDa0 X Y A7 A CNRM B AKEE., CRAWE
HEMMIRNS S L NRBEhk, PRIAGRasZ YA EH L BHAEMN RS
HHOR Vv AIETCHDEELO Rk, L TCPRIACK, ZIn7 4 YT —KEF
— IR0 EINI S AR —BEF—TRIDBH LN,

I YHRBOFENFREFERCS BRI T SnRNAL SEH L 2 cDNAZ
475 —kDcNAZ m—Y 2 BB L, priBeDNAEH B L T2 OBEEBT & B
LTk T, WK T, priBeDNADE BRI EHET I EHRECTFELERE
BBBCBYI2GRERBEAL—~ VBRI Lk, priB@{zFEY (PRIB)IX568{H
OFI )WL OBRIhDW64kDan 2 Y AV ETH D eHEE S hik, priB@
EFOEERERE., priffETRABTFRARERCHECHERL Twizd, pr
EET A B DRETH D LRl e, & BIPRIBE, N M Zn2
SAR—EF—Z7 L FhEHEVCOZIPEEETMOVEBEDI ERATEB I,

V. EHFERAEGTFRERII I -2 HET I D, Le.‘ras\priA&UfpriBi%{i
FoHEBEEE S 4 DHL, HEEINEREL Ik, le.ras@BfzFO 7B E—X
— = & CAATbox, CACCCbox, CT-rich sequence?® 1D D & TATAAAboxA & & L T2
DEEL Tk, Le.rasBfiEFOoR2—3I 32— —FBCR{HAY 7 FVET L
LCHEAE D poly(A) Y 7 W AATAAA-—-(GT) nor (T) BN E HF BB OERE
i -poly(Q) ¥ FF VTAG-—-TAGT (TATGT) -—-TTTHEF R R vl Eh ., pri4
BETFOTRE—RX - GCbox, CAATbox, TATAAAbox, Gbox, CT-rich sequence
NELIDTOFEEL Tk, priffzTor—3Ix—2 —HRCEIHIERE
D BB A& -poly (A) & 7 F W TAG---TAGT (TATGT) —--TTTHEF A R vl & h &,
priBEFETFOTOE—R —RUOZ O LEFEHEBCIKCAATboxREF L T2, Ghox
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Y (T-rich sequenceM 122 EEFHME FQAIFEABRETN 40F&EL T
o EBHWUTSAT—MEHZECINELORETOBEMBR (tsp) 2oL
tzo Le.rasi{z F D tspd BIREAMB I F Y v 5 1663EH L 18R C20IEHRERD
MNBTH >, 156HEEROtspE TECT-rich sequence ECH - ko, pridi#
EFOtspRBRMAB T PP LRRTIDIEEEFROMETS » 2, 82HEL
W Dtspld TECT-rich sequence L& - %z, priBEfaF O tsplk HREAB I F
v i» & 255,257,258, 264, 265, 266,272, 287,321,329, 336 E LW O MNETDH -
Tz,

V.le.ras#EF 070 E—2—, prilBfzF+ 00X —3Ix— 2 —HEBRUCXE
HWHROAPHEEFEF > CTHTFEABEBBEFRERENI 2 —plCl-gen® HFE L,
YA4hAy, eZ3Aay, eraixroREERERA L, TOER, LI X T &
DIDDBERERBER-12B3Z LN TE 2, F 2R-1HEpLCl-gens Wik APH]
BEREFE2EOH>VREACHAATA TV EHENEAE, ZZCHTFEHR
BETFRERIZ—ELTOFEMUEIHETCE L, priffcFOTHRED 57
NE—X—REVa2—NVZAPHIEEBEFE22BRWETZT S 23 Fpd'-APHITE T &
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