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FRER A REHZNBUFIABHVL TR
Frk EH% AHK FER

(PERLACE EPER O JEXE 100094)

# B EISSORHARNSECRERNRE, 8% CGA HAREEIN GA;. GALL-4
SPEEME B K 201 (ND-201), RIFEAEWEIMEE, ER=BIFEMN 34ug/ml £
T 260pg/ml, HEBAFRATERR 5K 2h Bt 28CHH 34C). AT pHE
(72h 5 pH i1 4.5 830 6.2), FEE 300p0g/ml. EXFELBHHSBEBE, GA H™
B 350pg/ml. EEEYSIER, BHFSSEEE-RERY (GCMS) EEHIEN
Ghyo R G EBEBRRHEXEEAIMERN GA, H#TERUE, HPLC E MG GA,
Ao HmER.

X7 BEREE, GA, RE, £F

REE A, (GA;) B4 GA;. GA,. GA, ZERZEMNAEREYHRZ-, E
MR EEEEE T - BN A, FEmRAEERG A B, RRAERZHE,
BEET GA, T BEIREMERD; EH GA EFRFMENRMELETEMN, GA R
HIRRARHERD: GA, BB EH MK LFMERSRMe R Y, BRR

-ﬁﬂﬁﬁiﬁ$gl.2%~2&4%m%. DR ERTAT A SRR S EME AR GA
H 3-p-EibEERT 1, T4y GA, MRER ., ZTHEWN SRR, 3£ —F
INK GA; EH GALEE, GA, XH GALBE, WEZEBERLRXE, M Takeshi FAM
B 17°H,GA, "B 25 Phaeospharia L487 Bitk, BERFEWbESH, 17 GA, 1 GAy, HH
%] GA, FSLRA GA, HEIEX .

GA, W B T EH . Gibberalla fujikuroi. Sphaceloma manihoticola® ¥ Phaeos-
pharila®), FHEH GA, FEERE. Cross!'UFT Borrow' 2148 AL . BRIER. B
WEFREMES GA WFEERAM, BREPNA—EBEMNZBUTREREENS
B, RANFREEHITE SNSRENBEARUE FASFARNHEE,
GA, B H 34pg/ml 5P 350pg/ml, BEFITERM, ™% GA, BAIWIL,

1 #H

1.1 fHiRK
FIe01 5, AN SO BBENEARBETHERSE, ZEK™ GA BRE,
GAsy GAs. B BERE.

T 1996 £ 2 H 28 H W H,
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1.2 X

1.2.1 BAHHERTRSEFFE: PDA,

1.2.2 P=RIEFHFIE. KNO, 0.3g, KH;PO,0.1g, MgSO, 0.05g, H 37K 100 ml,

1.2.3 FrFiEseE. WA 0.3g, Fi8/K 100ml, EHH 1.5z, (€8 1.0g, HEH
1.0g, KH,PO, 0.1g, (NH,),S0, 0.05g, MgSO, 0. 1g, B ¥sK 100ml,

1.2.4 REEEE(%), TUH 0.9, 1M 7.0, WE T 1.0, KH,PO, 0.15, MgSO0,
0.08, « {488 0.003,pH 5~5.5

1.3 %N
15W B SMT, B % 2537A, BHEES 30cm.
2 FrhgER

2.1 GA, BIEMSEF &
2.1.1 BRGHEBEWE(TLOMTERR . TLC XREMHEERRE GA B9k
4 B Rachev' ' 1 S A MIRIE, W S BB EN,. BRIFEERE 1.
¥1 GA BETEREN L P
Table 1 Rf values of GA4 in different solvent

Solvent systems 1 2 3 4 5
GA; 0.35 0.123 .05 0.55 -
GAs.r 0.45 8.12 0.2 - -
GAs 0.6 0.3 0.45 - -
Others GA - 0.6 0.6 0.6 -

1.Chloroform: acetic ester: methyl alcohol: acetic acid = 20:20:2:0.2, 2.Cyclohexane: acetic ester: glacial = 15:5.
0.1, 3. Phene:acetic ester; methyl aleohol = 2:3:2, 4. Chloroform: acethe ester: methyl alecohol = 66.7:33.3:0.5,
5.Phene; acetone: methy alcohol = 4.41

MWFE1TUEN, BEH 3 MR RRE, GA;.GA, .7 .GA, HIEE GA ) Rf HEFRH
K. H GA L FHEMIE, GA, 89 TLC Bt S &M, S THEGHLE AR
BRI 3 ENE, WS AR (5% K HS0, +95% 6% ZB8), 120 T 2min, TESMT TR
8],GA, ) REE X 0.45, 2B .

2.1.2 GA, %% . PRAEREANSHEE —FE(GCMS)RMMFTE, RBHERS
R ERESE, B8 GA, AR, 2 GCMS K E, F5HERE IR, HiIER GA, TEE.
2.1.3 GA; BB BRI . R o EWEEFEREN B AEFTHE B 2R
EHRM—¥, A7 EXRE LTS, BN 1~ Teg/ml EEH GA,, FEFE 48h(33TC), R
BREESFEMNEERRPIFEERE, RREREW, F—FHENFRERY «E
WS GA, IMERMIEL.,

2.2 GA, ¥ TLC EEMEE

2221 GA, BISEEHER . BRRAIEIE T GA, #RIITHME, B2 GA, B RN
WA S (RE 3), B30 370nm 1 450nm,

2.2.2 GA MEFESEESE. R SYS000 & ERAGIH(HPLOY, C-18 &ifH, i
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e 5@ 168 150 280 258 300 350 400
Bl HHEHAEETHE
Fig.1 The pattern of total i on fluid in the samples
298
270
108 . Standard GA,
330
80 N
226
68 243
a8 |
2
20 129 143 o6
e ! .
58 180 is@ 208 238 3@e ase
298
180
Samples 2760
226
286
i 33@
50 180 150 200 2sa 360 358

B2 BRAE GAg FURE S A B R S LA
Fig.2 The compansion of bar mass-spectrogram in standard GAs and samples
G EHRE. K = 40:60 #1 60:40, FiE 1.2ml/min 1 1.5ml/min. & 5 H R EHBURH
HPLC B, WARYERY GA; 89 RT EET LA A B Y GA, M LB @, AT AE R
BRI IE.
2.2.3 GA, BT H ERBE RN E . BH GA; 0 500ug/m] B RFIKE, FHL 50,
IAGRE S, FEHA 85% B MR GREE, 1RSI K BL Sh, B 420nm B 1L
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RIS R, B 360um %1 BB A A
KIENF, TE 930 A FET L &
WY E, LB R TR EX GA,
MEERIFERL, MEmELE 4.

SEEW T 2 B, B S0ul REEW, &
TLC | E, 8T GA, B# . AFEH
fEdR e & A TR A, BER
KEMFERE L EBHEYMRE.
2.3 GA, EERNET

M4 RER DN-201 A EH
B.EMTEFRERE BCEMER
2h, MFERSTE. B0 RSB 107

w»
&
T T T T 1

F 1 25, 38000, Agm 420nm
1r' e
=

L 1 L
300 460 508
AAm

1
300 400

1 1 1
50§ 600 300

A/Mnm

B3 GA, BSROL AR BTG

Fig.3 The excited and emission spectrum of GA,

Aex 370n0m, A, 420nm
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£
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= 80+
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£
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E
g “r
m
]
~ 20
S
w g | 1 I ! 1
0 100 200 300 400 360
GAg/mgemt ™!

B4 GA; tRHEM (0~ 500pg/m])
Fig.4 The standard curve of GA¢{0~ 500pg/mt)

A/ml T B, RIS HETEIMEE, FIEEEN 1~ 6min, FFEENWHERL

*® 2,

F 2 ND-201 HEEE UV SEER
Table 2 The mutation resolts of strain ND-201 by UV

Dosage/ min 1 2 k 4 ] 6
Surviving rate/ % 53x107' 1.7x107' 6.7x107% 8.5x10°% 1.6x107% 2.4x107*
Strain pumber 43 68 253 35 29 13
Positive mutation rate/ % 5.1 11.3 29.4 14.6 7.5 1.6
Negative mutationrate/ % 31.4 16.7 13.8 17.6 33.3 32

FR2WF BT FIBRE Imin BFIEREAEN 29.4%, A RBHF. TRUEN/LK UV
FAF B EBLE 3min, F GA, WPEB A EFH 34pg/ml HE 260pg/ml, FREF 5.02
B, AEARBEMTSEehEENECTRRAE, FAEEIRE TR,
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BHS GA H&&IHPLCH
Fig.5 The HPLC graph for the samples of GA,

2.4 EBRHGNER

2.4.1 BEM pH M EEE28C 2T MTIHBEM 2 AT RAE .20 EH
28C 32T 1 28T #% 34T, pH {HiZ 2 403, BIAIA CaCO; 14 pH 1A% pH, B
KB 2400, R RE 3,

#3 BEFpH I Ga, FRUEER
Table 3 Effect of temperatore and pH value on GA; production

Temperature/ T 28 32 34 28—32 28—+34
pH Adjustment N X N X o X N 4 J X
GA, Production/ pgmi ™! 13(.] 67 180 115 225 143 260 179 300 96
Hypha micro-mass ES x % i x < x X x N x

MFE 3 FA[LIE . KA 28C R 8 72h FHEA 34C AR 1 3%, [T H% pH &
72h B8 4.5 18X 6.2, REE 240h, GA, - B B &, H LW RRERTRT.
2.4.2 BFFHFHHEEF AF7MEFIAKXTHELRRE, AERFRQ.4.1.)8BY
WBERM, BABE 72h TN A CaCO, 1H% pH, B FH 28CHZE 34T, KB REKLE
WFEITBBIBREE R R (ENES 10% HEE 1% 0 1% JERK0.1% BB _4
F0.05% B8 0.15% R 0.5%), I AEE 240h, GA, & 71X 350pg/mle

£E 3k
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The Establishment of Identification Metheds for Gibberellin Aq
and Preliminary Study on the Fermentation

Yan Fanggui Xia Shuhua Lio Xinguan Li Jilun
{ China Agricultural Untversity, Biology Institute, Beijing 100094)

Abstract Selected from 50 strains of Gibberella fujikuroi, a strain producing high-proportional
GA({ND-201) was obstained. After NI>-201 was treated 4 times by UV, a mutant with high pro-
duction was gotten, and the yield of GA, increased 7 times, from original 34 pg/ml to 260 pg/ml.
Moreover, the condition of fermentation were modified: the temperature was verified from 28T 1o
34T after 72 hours shake flask culture and the pH value was adjusted from 4.5 to 6.2. Using this
way, the production of GA; was obviously increased. After 7-factors, 3-levels, orthogonal experi-
ments, the yield of GA, in shake flask was achieved 350ug/ml, after 240 hours culture in the opti-
mum condctions. Extracting the broth and purnifying it, the products of fermentation was identifed
as GA, by gas chromatography-mass spectrometry { GC-MS}. By measuring the biggest Ultra-ab-
sorbtion wavelenth the method in assay the concentration of GAy in broth was simplified by combina-

tion of TLC and spectroflorimetry. In analysis the proportion of Gas in broth, HPLC was applied.

Key words Gibberella fujtkuroi, GAy, fermentation, identification
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