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methods on Agrobacterium tumefaciens EHA105-mediated transformation system of Tricho-
derma harzianum T88 were investigated. [Methods] By comparing the conversion efficiency
of double cultivation, blotting cultivation and liquid co-cultivation, the optimum induction
method can be determined. [Results] The conversion efficiency of double cultivation is about
10 transformants per 10’ conidia, the conversion efficiency of blotting cultivation is about 20
transformants per 10 conidia, while the conversion efficiency of liquid co-cultivation is about
100 transformants per 10’ conidia. [Conclusion] The conversion efficiency of liquid
co-cultivation is the maximum in A.tumefaciens-mediated transformation system of T. har-
zianum, it is about 5—10 times of double cultivation and blotting cultivation.
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tion, ATMT)R] DL 22 4R B & 3E 47 i 2h % Ak B
AR = TR RN, ATMT bl 32
M T 22 R B W B4 . SRS AT AL,
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1.1 RIe#s

I A AT (A. tumefaciens) EHAL05, B AR
% (T. harzianum) T88 Vi TLub = MM bk, &
A E Tkl pCambial301-perg22 (ARG AAT I
EHAL05 #fb+ fh i+ 5elb i Fsegeds 2, %5
2. RIPEER. kWER . QBT AN . MES 4%
WA T R E TSR A R MR R PR
K5 19741 (hyg-fp: GCTGGGGCGTCGGTTTCC
ACTATCGG/hyg-rp: CGCATAACAGAGCGGTCA
TTGACTGGAGC) H M /R I T A A= A7 FRA
B
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MR AKEE T88 B AE Ml v S5 R AT W
EHAL05 b T iRk IR 2 d s, 75
YRR IR AL FIESE 5-7 d, FIS AT Z0 PDA
SRR T BEMS Ik KBS T88 [k, ZWMERG
PP T DNA ST %5E .
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I WA, 4ralimsEl54A 0. 50, 100, 150,
200 mg/L {155 £ () PDA AR |, 28 °C fH iR I7,
24 h W &E—RAEKER,

122 MRABHRUTHFESEE: FEikEs
Ik bR AR B BT, KT Y B TR VR A
2 200 mg/L WE R A PDA ARG FEE T35
I8, L1020 UG IR AT IE# A K, IFTIES
£ 200 mo/L i1 55 R PO PD A SR T R AR
Ky, v LIRS A1 WAL T BRI
DNAM i d Z Ptk 5N 519 791547 PCR
1.2.3 3 ML A AR LR LI WMRAS
T88 WA= BRI Fh PDA [EfAEE IR I, 28 °C Kifk
7d, i IM ARG FRELDE T, i g4
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FEIRIGFEL) 48 h, IM JRARK: 77 e B I 2
ODgo=0.15, 4k4LH:5% 6 h 247 % ODgop~0.5.

(1) EARsgRe: M wE R 10° H~/mL,
BT AL F7E ODgoe=0.5 Ff, HX 100 pL 1§
W5 100 pL RIFREFEATFIRAGAM TS5A O
T 7 200 pmol/L F1 MES 40 mmol/L () IM [& {4
Rigedk |, 28 °C 1535 2 d, &4 300 mg/L skl
B R M 200 mg/L IE R M-100 [E{AREEFREE
10 mL @lfb)5 & T IM [ERIEFREE , 28 °C #bl
¥i3% 5-7 d, WLAERIMG PR 255 M-100 [#
USE = S

(2) FLMRSEFRE: WK T88 WP AEAIf 1
WP A 10°4N/mL, HYJEA KT T EHAL05 #41L 71
ODgoe=0.5 i, B 100 pL 7&K 5 100 pL
EHA105 544k FIRSIIR AT T & A LB T 7 Bl
200 pmol/L F11 MES 40 mmol/L ()3 iifi b B4t
1 IM B ARSE 3R 58 | 28 °C mLis % 2 d, Bk
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R M M-100 [EAREFREE I, 28 °C G+ 48 h,

http://journals.im.ac.cn/wswxtbcn

R EEAR, 28 °C 441555 3-5 d, MLUUEEA
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ko FHH 50 mo/L Y EE 28 VR E e A AU AT i HF
A RURE R B T88 MYAEAS, T Ay M AR TIE i 14K
A, A 200 mo/L B R R EEAE M IRV I
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PRIk th i s AR AL T TR 3R 20
YR, EEAENSTE &4 200 mg/L 175 214 PD WA
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REFRIL RS54 200 mg/L 15 E () PDA [ R; 57
B FIEHER, WAH6 Bk, $RBUERER S DNA,
FH R Z PG 4 hyg-fp A1 hyg-rp (FHi%51
Yy R R N = U R Be2 o 1022 bp)
1T PCR 473, PCR 7= B g A i v Tk AG:
MEERE 1R, kAL TP 1 =)
2 IR B X R ) P AR S B, T BRI
HR A RS A R B, PR 2 R PihE i Boih
WA RARE AL IR
2.3 3 MELFAEMENEELR

FEAT AR L 1 2 A 175 S 2 Ak [ sl
T 24 30k SRRk T L, 3 Fb
T IEHEACSCRA AR, W 2 fos: 2R

bp M P W 1 2 3 4 5 6

1000

Bl BUTFHEENMERETE

Fig. 1 Verification of hygromycin gene

Note: M: Marker DL2000; P: Plasmid pCambial301; W: Wild
type T88; 1-6: Transformants 1-6.
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Fig. 2 Conversion efficiency of different induction
methods
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Note: a: Double cultivation; b: Blotting cultivation; c: Liquid
co-cultivation.
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