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G4 BT 5 e SEQIDNO:2 Fr
31 #A TR 2 prak o —FF ZmEDS A 69 2 & % & A F ZmEDS-F303A.
ZMEDS-G411C. ZMmEDS-V306A #= ZMEDS-1279G 434 42 T+ 84 45 A 5

a4, M4 E T, L EIRBF 7455 4e SEQ ID NO:3-6 AT .

42. —#F ZmEDS 2 B ¢4 %0 AL & & BARA) R 21 Prik 69 ZmEDS A B A
H o & &R T A FE ZmEDS-F303A . ZmEDS-G411C . ZmEDS-V306A #=
ZMEDS-1279G ) % #h % & fEAS - ik £ 4 o m, L6 FF

53. ARERAER 2 TR, HAFMEET, QAT TR

1) ¥ SEQ ID NO:1 i = #4 3L B 15 3 oAz & A HBAKk pET-28a (+) *F,
FENFRA] M A 78 Ndel #= EcoRI A% & 18], 33| % 48 #2 pET28a/ZMEDS;

2) %t pET28a/ZMEDS ¢4 % 303 4% 411 4%, 306 1% Fe 279 45 w9 A~ F A BR
15 B AT Z B R L, 53 4413 3]4 ZmEDS-F303A. ZmEDS-G411C. ZmEDS-
V306A. ZMEDS-1279G WA & R T AR 649 BAZ R LR HL; 4 %) 24 ZmEDS
EAFT Lth% 303K ARBRREE A AR, F A1 H 2R T LA F
R, % 306 LM AFR R XA RRBRAE 2791274 2 RBR X R A H AR, I
B A AAZ BB 555 ZmEDS ¥ F 8 F 7 L5, &8 57 49 %4 SEQ ID
NO:3-6 P 7

3) 4% pMEVT/MBIS 4-#]%5 pET28a/ZmEDS. ZmEDS-F303A. ZmEDS-
G411C. ZmEDS-V306A. ZMEDS-1279G F] Bt An N 25 uL K AT H BL21 &%
Amped, £, T4M4E 100-150ng, K% 20 min, 42°C#3# 1 min20 s,
s B A3 2 min & A ANRAR LB 372k 200 uL, 37°C 200 rpm F A% 1.5h,
BRAT oK AE % 50 mg/L FeriBR AR E & 50 mg/L &9 B4k LB 3% A -F
M b; 37TCHIBELAIER, F_ANERTFHFHER, ETRANASAAEE
50 mg/L F=#BRF AR & & 50 mg/L 49 5 mL &4k LB 325~ &, 37°C 200 rpm
RS FEFE LR AREAR, AFAHXMATA BL2L M4, BE
™ Yo A SR BAT AL

OpMEVT/MBIS, pET28a/ZmEDS;

@pMEVT/MBIS, ZmEDS-F303A;

®OpMEVT/MBIS, ZmEDS-G411C;
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@pMEVT/MBIS, ZmEDS-V306A;
®OpMEVT/MBIS, ZmEDS-1279G;

KB 2mL LR EA BT 50 mL NZY @AREF Ak, 3250 F At g
BiAE £, 37T 200 rpm 3%, BARIZRE Asoir®] 0.8-1.0, @i Fien 1l
M &) IPTG £4REZE 1 mM, RERKH &I ZE 16 <T, 200 rpm #5535 7% 24 h;
Z G A EARAGG B DI EIRHE K Z 49, 16T 200 rpm 2K 30 min; &% A
B, BOh#E, REEAVAME A I ALMRGEZ 1 mL, #82E GC #
Se P, AT GC-MS A&, #|&1F2)1%F 7k o4,

64. MRFARFER 53 Py, AFAEET, I 2 ¥
PET28a/ZmMEDS #) % 303 4%. 411 45. 306 fiAw 279 4% w9/~ R B4 & B 4T
TERE, H&1F%) 4 ZmEDS-F303A. ZmEDS-G411C. ZmEDS- V306A.
ZMEDS-1279G WA~ & R R A ¢ oAz kL i B4k A : 4 A PCR & ¥4
A Am N 20pug pET28a/ZmEDS /it 43 4E AARAR, RBARAK 4 A mA 0.5 pL 77 7]
M F. 0.5uL B354 R, 0.4puL &PRA B PrimerSTAR. 0.4 uL /& Z % 10mM
4 ANTP. A A B KAELZE 20 pL, H ¥+, ZmEDS- F303A %t 5 5|4
F303A-F/F303A-R. ZMmEDS-G411C #} & G411C-F/G411C-R. ZmEDS-V306A
st V306A-F/V306A-R. ZMEDS-1279G xt iz 1279G-F/ 1279G-R, 3|41 /% 7|
%142 SEQ ID NO:11~18 Fr=; # _LEif PCR & # 4T+ & /&, E T PCR
AT R EL, A8 PCR BELAZ A #4: 95°C 5 min; 98°C 10s, 60°C 15,
72°C 7min10s, #&3R 15:k; 72°C 7min; PCR R TR JE, B 5 pL R L&
AT 1% #95fg4E kb, 22 100V 30 min ©ik/E, BAMEA KA 7
Kb #94Z B 447, W AE48 i ) 449 15 ul R & P Am 1.5 pL PR M R 4o B
Dpnl, BEATR4) )&, 37 CHATIEAE LA 42, BR 10 uL K AL /5 &9 RRL /&
AN 25 uL KIATHE TOP10 A% A%, 7% 20 min, 42°C#% 1 min, % E
A 2 min & ACRAR LB 3472 200 pL, 37°C 200 rpm FA % 1h, &HF
S REFARNE R 50 mg/L 49 B4R LB 325 & P4 b, 37°CH B &Ik,
H R EEH %, ET 2B FAEFE S0 mg/L 49 5 mL &4k LB Rk
F, 37°C 200 rpm S R3E G, AR ERBA L, JTEAAN T RECE
A RAE EHATT ZERE, FELEMALE KRR ART; #1135 4 E07
*.5-%) % ZmEDS-F303A.ZmEDS-G411C. ZmEDS-V306A #= ZmEDS-1279G.

75. ARFEAFIZR 53 R 64 Fri& e A, HAFAEAET, PTRRIK LB 3
FRAFARA: BERRMS5g, MEAM 109, NaCl10g, x5 FK1L,
1 M# NaOH 8 pHAEZ 7.0; 121<T /2K H 20 min &, 4THRA;
IR LB 3 ARAERA A mE 15 g/L 693705,

86. ARIEMA)E R 53 PRk ey, HAFIEA T, FFik NZY iRz it



E AR H: NaCl5g, MgSO,7H,02 g, BE#4RI4) 59, KiEEEEEG 109,
BFK1IL, A 1M 4 NaOH 4 pHAEZ 7.0; 121C /&K F 20 min &, 4<T
PRAr.

97. IRABMA|ZR 53 Frikeg i, HAFAEAET, Pridfeas ke
#.4% eudesmane-2a,11-diol. 3-epi-cryptomeridiol. 2,3-epi-cryptomeridiol =#F
A& ¥ 15 — LB A= 2-epi-a-eudesmol. (+)-hedycaryol. eremophil-6-en-11-ol #=
valerianol w9 4& 5 — TE% .



