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Transformation of Phomopsis perniciosa Mediated by
Agrobacterium tumefaciens
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Abstract: We developed an Agrobacterium-mediated transformation system for P. perniciosa by using the o—

conidia of strain LXS230101 as transformation recipients A. tumefacien strain EHA105 carring plasmid pBIG3C har—

boring the hygromycin B phosphotransferase gene ( iiph) . Successful transformation of P. perniciosa was performord

and the highest effiency reached on 686 transformants per 1 x 10° spores. The optimal transformation conditions were

that 1 x 10° spores per milliliter of P. perniciosa a-conidia suspension were co-cultured with Agrobacterium cells at

25 °C for 72 h in the presence of Co-culture medium containing acetosyringone ( AS) at 200 wmol/mL. The trans—
formants were verified by PCR amplification and by Southern blot analysis with the hph primers and probe respec—

tively. The results showed that all the detected transformants could be amplified the target bands and the T-DNA was

inserted into the genome of P. perniciosa. In addition the transformants were stable when grown on PDA medium

without hygromycin for five times.
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20% (m/V) 10 mL NH,NO, 2.5 mL 50%
o 10 mL 1 000 mL. IM
N 0.01% FeSO,(m/V) 10 mL 1 mg/mL 2+ N-
- o ) ( MES) 10 mL.
CodM o IM 20%
( Agrobacterium tumefaciens-mediated (m/V) o
transformation ATMT) 1.3
o8, Groot ° AT-
MT B 0 25 50
( Magnaporthe oryzae) 100 150 200 wg/mL  PDA 6 mm
( Setosphaeria turcica) . ( Colletotri— [.XS230101
chum musae) PDA 25 C
- o 7d o
EHA105 3 .
pBIG3C 0 100
T-DNA 200 300 400 wg/mlL  PDA
(ODgy =0.15) 100 pL
o 28 C 3d
1 o 3 o
1.4
1.1
( P. perniciosa) 1.XS230101 pBIG3C
EHA105 50 pg/mL .50
o pwg/mL 50 pg/mL YEP
A. tumefaciens EHA105 28 C 2 d; 50
o pg/mL MM 28 C
pBIG3C (150 r/min) 1 ~2 d M ODgy,
o 0.15 6 h o
1.2 P. perniciosa L.XS230101 PDA
(PDA) : 200 g PDA
20 g 15 ¢ 1 000 mL 365 nm
121 C 30 min o Co
YEP : ( Bacto-iryptone) 10 g o
( Yeast extract) 5 g S5¢ 15 ¢ pH 10°  /mL.
7.0 1 000 mL 121 C 1.5
30 min. ( AS) (0 100 200
MM : 10 mL( K- 300 400 mol/mL) . (24 48 72 h) .
Buffer: K,HPO, 200 g/I. KH,PO, 145 ¢g/L pH  7.0) (20 22 25 °C)
- 20 mL ( M-N Buffer: 30 g/L AS 1.0 mg/mL MES Co—
MgSO,#7H,0 15 g/L. NaCl) 1% CaCl,2H,0 ( m/V) M
1 ml. 20% (m/V) 10 mL. 20% NH, NO, -
(m/V) 2.5 mL 0.01% FeSO,( m/V) 10 mL pH : 50
7.0 1 000 mL. pg/mL 300 pg/mL PDA
M : KBuffer (pH 4.9) 0.8 mL 25 C 2~54d

M-N Buffer 20 mL. 1% CaCl,*2H,0( m/V) 1 mL 50 pg/mL PDA
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Fig.1 Inhibition of hygromycin with different concentrations
on growth of P. perniciosa strain 1.XS230101
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Fig.2 The effect of acetosyingone concentration on the

transformation efficiency of P. perniciosa strain LXS230101
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W. LXS230101;1 ~7. 1~7.

M. DNA maker DL.2000; CK. Plasmid pBIG3C; W. Wild-type strain
LXS230101; 1 = 7. Transformants from 1 to 7.

3 PCR
Fig.3 PCR detection results of partial transformants
of P. perniciosa strain LXS230101
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W. Wild-type strain LXS230101; 1 —3. Transformants from 1 to 3.
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Fig.4 Southern bolt analysis of partial transformants
of P. perniciosa strain L.XS230101
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5
Fig.5 Genetic stability of partial transformants
of P. perniciosa strain LXS230101
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