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Studiesof Transformation of hrap Gene fran Sweet Pepper nto Eucalyptus

WAN G Shui-gi*, CHEN Jian®?, GANG Yong-hui'
(1 Dept of Food and Biological Engineering, Zhangzhou Institute of Vocational T echnology, Zhangzhou 363000, Fujian, China;
2 Instituteof Biotechrology, Fujian A cademy of A gricultural Sciences, Fuzhou 350003, Fujian, China)

Abgract: After a treatment of 2,4D and IAA w ith different concentrations, calluswas induced from lea disco of Eucalyptus for
regenerating plantletsand a new regeneration sy stem of Eucalyptuswasestablished Furthermore, the led disco of Eucalyp tusw as
infected by A grobacterium tumefacienscarrying the hrgp gene fram sw eet pepper and no obvious inf luencew as found on the induction
rate of callusafter the infection, but the regeneration of callusw as inhibited The PCR test and S uthern blot of regeneratedp lantlets
show that the hrgp gene hasincorporated into the geromeof Eucalyptus
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Table 10Results of aallus induction and plant regeneration fran leaf disco of E grandisX E. urghylia

goood uodl  gpoop

0o (quEDL-Dl) 000000 Lpppg 000 % gono ooooo %
05 60 59 98 3 48 9 18 8
05000) 60 57 95 0
240 1 60 59 98 3 48 2 42
1000 60 57 95 0
4 60 15 25 48 4 8 3
4000) 60 14 23 3
10 60 51 85 48 17 35 4
AA 100 00) 90 78 86 7 72 16 22 2
20 60 56 93 3 48 21 43 8
20(000) 90 85 94 4 72 18 25

ooz diddooooooooooodd 20mglL IAA+QO5mgL 6BA OMSOOOOO,
oooosboooboo. oobooboO0. ooooboo,0s5d0bl0,0bboobboobboob,booa
ogoooon.

12 20hrep 000000

O0000000000Ohrep 000000 0O0OLBA44040LBO000,05% 15min 00000 O
0D000000000,000000,0Ms00000000024000000000500mgL 000
0000000000121 00)0. 0002449 06d001000000000000,000000
O00,000000000000.000028d0000000 20mgL AA+ 05mgL 6BA OMS
0,000000.000000,05d0010,00000000000,0000000000.

O00O00O003108emO, 0000000000000 (0mgL)0D0O0C0C0DO (0OM S+ BA
08mgL)00000.00,0000000000000.

123000000000

O00OOOO0OODNA OOCTAB OO0O0OO0™® 000pBHRAPOOOOO, 000 O0HRAPsS(S
CGCGGATCCATGAAAATGAAGAACCTCTC3 )0 HRAP748 (5 GTTGGA GT TGGA GGACGA GG3') O
OPCR O0. SouthernO OO0 OO0 OO0 Sanbrook & Russell D0 O™ O0Bgl 000000 (Pronega O
0)YOOOODOODNA,OOODO,00000000D00000;000000000D000PCRDIG

L abelingM ix(Roche D 0)O0O0 OO OO.
2000000

2100000024D0 AMA0ODOODOOODLDOODOOODOOODOOO0n
oooo(@s1o04omglL)02,4D0000O0O0OAA(1I0020mglL), 00 00000OO0DOOOOO



Oe0 O000:00000000 (hap)DOOOOODO 117

Doo00O00oO00oo0o0o0o0oo0oil00.

O00000:051 0mglL 024D040mgL 024D 0000000000000000O,00
005mglL 010mgL 24D 00000000000000009% 7% O0O0O010mgL WA OOOO
0,00012d00000080%00,0024d00000086 7% 020mgL AAOOODOO,000
12d00000040%00,0018d0000009%%. 0000,20mgL 0KA ODOO10mgL OKAA
Dooooooooooao.

00000000 51 04X OmglL 02,4D 0010mgL KA O20mgL WA OOOOOOOOOO
O0002mgL AA+05mglL 6BA DD 000000 O0OO. 00000000 0OOOOOOO. OO
D000000:00000000002,4D,000000000000;024Dp00000,0000
000. 00000000001 0mglL 24D 0,000000000000000000,000000
0,00000000.0000,20mgL 0 RARADOOOIOmgLO AADOOOOODOOO. 000
10mgL KA O20mgL AAODOOOOOOOO,00000018d0,00000000,00KRA OO
ooooooooooaon.

2200000000000000000000000000

0000000000 (@5L0MOmgL)024D 000000 AA (10020mgL)0 000000
oo0oO0ooooooooooooo@ol.

O00Ohree 0000000000000 DOO0D01000,0000024D00,00 WA 00,0
O0000Ohrep 00, 000000000000000.0t0000,00hrep 00000000000
O00:t0000 teos= 2 045 2, n= 3Q

000000000000 0000000,00000000000000000000000000
O00000.000000000000,00000000000006d00,00000000000
121 18d(0020mgL WA 0DO0D0)00124(00000). 000000000000, 00000000
O0006 12d00,0000000181 24d(0020mgL AA OOOO)0120 18d(@OO0O0O).

OO0O0Ohep DO00O0O0O0O0O0O0OODOOOO01000. 000
10mgL AAD20mgL WA OOO0O0OO0O0O0O0OO0OOO0,0+t0
D000 0Ohrg 0000000000000 taome)= 2 667> to oes
=2 068 7, tiomg)= 2 986> taos= 2 807 3,n= 24 DO OO 0000
00000000000,00000000 37 3%0 42 5%. 2, 4D
0000000000 00000,0000000000000.
230hrep 000 DOODOOOO

000000@O010020mgL WA OMSOOO) 00010 /
20d000000000000,001000,081 1440000 ,,/
000000000 (0O020mgL AA+05mglL 68BA OMSO '
00)O0O00O00O0O00.000000Q0%3W Q8gnd,00000
000000000000 (@OMS+BA 08mgL) 000000 §,0pppoooo000ooooonn

Doooooo(@a . Fig 10 The canplete Eucalyptus plantlet
OodooooogsgoooouoooooogooPCr O regenerated fran explant infected
O, 0200000000pcROUOOOODOOO (p3HRAP)D|]|:| by Agrobacteriun tuné aciens

OO0748pp U0, 000000000000 OC0O00OC0OO0,0000nhrap000o0oooooooOooOon,
gboooooog2

Oo00dO0s50PCROODOODODOOOODOODOOD southenOO,000300000000O000O0OO
0.0020000000000000O0000O0OO0OO(@O 3.

PCR 0 SouthernO0 00 0,0 0000000000 DOOOOODOOOODOOODOODOODOODOOOO
00o0,00000 10% 0 0.



118 gboboooooobooboboooo gezr0

:pBIHRAP Jirfi 5 2: REk
M: FR#E4-T; Cl: pBIHRAP Jki; C2: 4 pBIHRAP WIRITH 3~7: PCR %52 FHA: i 5 B LR A
C3: REGHPIRER; 1~9: #E RN 1:pBIHRAP plasmid;  2:non-transgene plant;
M:Marker; Cl:pBIHRAP; C2: A.tumefaciens with pBIHRAP; 3~7:transgene plant identified by PCR amplification
C3:mon-transgene plant;  1~9:transgene plant
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Fig 20 The PCR identif ication of regenerated plant Fig 30 The Southern blot of regmerated plant of
of Eucalyptus transformed by hrgp gmne Eucalyptus transformed by hrap gene
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