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131 W izard
Plus SY M iniprepsDNA Purification Systan
L BA 4404 DNA,
m tD /gutD
132 30 gL
50 eppendorf , 25 1
DNA ,50 L 2 5molA CaCl 20
w Q 1 molA , 1 min,
2000 3000 r/Mmin 25s
75% 150 (L, imin
150 Imin
60 L , Imin ,
6 1L
133
) 3mmx 3mm
mtiD /gutD
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L BA 4404 ( mtiD /gutD )
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1 28 d , ,
50mg/A 500mgA
NPT-II ,
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[13],
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molA 2 .- 20
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: 1/2M S+ Q 01
mgA NAA+ Q 5mgA BA+ 1lmgA GA
(8]
2
212 (D
21 5
211 ) ; 1
1
Table 1 The result of kananycin susceptibility test of induced shoots for leaf discs of kiw ifruit (Qin mei)
20d 30d 60 d
(mg- L° Y Number of % ) Jo% . /% /an
Kanamycin  leaf discs  percentage of Discs and Percentage of Discs and Percentage of L ength of
concentration induced shoots induced induced shoots induced induced induced
shoots stage shoots stage shoots shoots
Q3 05
o ) 10 20 Callusand shoots 50 an 70 10 15
Control aneraed Shoot @ 3- O 5an
9 length
20 10 ) Callus emerged 40 Shoots energed (9 1015
30 10 ) Callus emerged 40 Shoots energed 50 1012
40 10 ) Callus emerged %0 Shoots energed 40 a8 12
Q3 Q5
50 10 - 10 10 N ear-
Callus emerged Shoots energed ly dead
60 10 - - 0 - 0 -
1 , 20d 40% 50mgA ,
: 20%;30d ,
Q3 Q5a, 50%; 60 ,60d ,
d 10 15an,
70% , 50 mgA
40mgAL (2
, 10d , 20, 40,60 mgA 3 ,
,60d Q8 12an, 2
2
Table 2 The result of kananycin resistance test for rooted shoots
/%
(g L- 1{ N umber of Percentage of rooted shoots Regocti length a/fotgr ' 60 d .
Kanamycin |;1dc1)1c():;eg 15d 30d 60 d 60 d grow ing L eavies and induced shoots grow ing stage after 60 d
concentration
o ) ,
Control 10 30 60 70 15 20 Dark green, grow ing very well
20 10 30 60 60 10 15 ! .
Dark green, grow ing nomally
40 10 20 40 10 as Y ellow gr’een, nearly dead
60 10 10 10 0

Y ellow gryeen, nearly dead
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2 ,
60d 70%, 60mgA , 60 0,
15 20an 20mg/L
, 60 60%, 10 15am, 40mg/A
4Omgtl 22
,60d 2 , 70
10%, Q 3 an, 3
3
Table 3 The result of transformation experment for kiw ifruit (Q in mei)
N umber /d N umber of Percenté?e N umber /%
Treamentofled “ding i ojdfier ofpdcat ayeme Mioo® ik Avre
kanamycin leaf discs leaf discs per disc shoots shoots shoots
per disc
1( ) Control 30 - 21 70 25 Q9 20 80 a7
Tzre(ln 9 er)1i c 70 20 42 60 43 a6 20 47 a3
3 , )
; ; NPT-II ,
70% 80%,
a7 , , 20d,
60% 47%, ,
a3 , 23 PCR
, 20 PCR
) , , 6 6 PCR
PCR 1
250 bp 250 bp
o 30000
1000 bp iy 1000 :E

500
| 500 bp |- 1 500 bp

RS R6

1 6 PCR
(1 150 bp); CK%. gutD (880 bp); CK™ .
Fig 1 PCR analysisof kananysin-resistant rooted shoots
L. 1 000 bp L adder; CKi. mtID positive control(1 150 bp); CK3. gutD positive control (880 bp);
CK" . negative control; R1- R6 kanamycin-resistant rooted shoots

L. 1 000 bp L adder; CK1. mtiD ;R1 RE6
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1 ,R1,R2,R3 1 )
CKi (mtDD , 1150 bp) , PCR , PCR
mtiD R1,R2,R3 R4,
R5,R6 1 CK: (gutD : ,
880 bp) , gutD
R4,R5,R6 ,gutD 24
mtiD ,mtiD, gutD R1 R6 PCR ,
gutD /mtD , 4
4
Table 4 The result of salt-resistant test for PCR positive rooted shootsof kiw ifruit
Na(ig Ly /% Survival rate
inn R1 R2 R3 R4 R5 R6 Control
0 80 80 70 60 70 80 80
1 80 70 80 70 80 70 80
2 70 60 70 0 0 70 0
3 70 60 70 0 0 60 0
4 0 0 60 0 0 50 0
5 0 0 0 0 0 0 0
2
Note The data in the table are obtained after 2months experiment
4 : N aCl m tD /gutD :
1gl  1gA NaCl ,2 20 6 PCR
80% ,N aCl 19/, 0 6 , 4 N aCl
PCR R3, R6 N aCl , PCR N aCl
494 NaCl ,2 60%
50%, 49/, 0 R1,R2 NaCl ,
, 3gl NaCl ,2 ,
70%  60%, 3 g/, 0 R4,R5
N aCl , N aCl ) )
194 NeCl 2 70%
80%, 1gl, 0 R1,R2,R3 R6 , ,
PCR N aCl ) )
, 4 ; ' ; '
N aCl mtiD, gutD
R4,R5 NeaCl R4,R5 )
PCR Tarczynski ™ mtiD
3 14 5mg/A 57l
mtiD gutD )
(s , mtiD /gutD
50mgA , 20mg/AL
40mg/, (191 (1ol mtD/

QUD L
, mtiD /gutD
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Studieson transformation of mtiD /gutD salt-resistant
gene to Kw ifruit(Q in mei)

FAN Jun-feng',L | Jia-rui’, HAN'Y i-fan®,L IL ing’, PENG Xue-xian*

(1 College d Forestry,N orttw est Sci-T ech U niversity o A griculture and Forestry, Yangling, Shaanxi 712100, China;
2 College d H orticulture,N orthw est Sci-T ech U niversity o A griculture and Forestry, Yangling, Shaanxi 712100, China;
3 Forestry Research Institute, ChineseA cadeny o Forestry,B eijing 100096, China;

4 Institute d M icrobiology,A cadem ia Sinica,B eijing 100080, China)

Abstract: On the basis of the established L eaf-explant regeneration system of kiw ifruit (Qin mei),
transformation of mtID /gutD gene to kiw ifruit (Qin mei) by meansof leaf disc and microprojectile bom-
bardnent was undertaken for the first time Through successive selection in the period of shoot and root in-
duction under high level kanamycin pressure, 20 kananycin-resistant rooted plantsw ere obtained, out of
w hich, 6 w ere positive through PCR analysis The salt resistant test of these 6 positive plants show ed that
4 of than were enhanced in salt tolerance ability to some extent PCR analysis and salt resistance test pre-
Iminarily indicated that the successful transformation has been made

Key words K w ifruit (Q in mei);mtiD /gutD gene; transfomation; salt resistant test



