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HY1S
3-4

2.1
1 D95029 -8 -3 2 D95029-8 -1 3 D95029 -10-3 4 D95029 -18-3 5
D95029 -18 -7 1 -6Ha

HY15 2004 Brassica napus
EHA105 pB121
2.2
2.2.1
50 75% Smin 2 1%  NaClO
20min 3-4 MS 2-3 23 -24%C 2 -
3 25°C 12h
2.2.2
DAPI
1 0-8C 48h 23C
7.5-8 lem 20 -24
16 75%
1% 3
1 45%
LEIKA4000 100 x
2 DAPI 4’ -6 - Diamidino — 2 — phenylindole 70%
0.01% DAPL  70% 1
400nm 100 x LEIKA4000
2.2.3
1 MS +2mg/LBA + 1mg/
NAA 3 2 a. EHA105 10ml  Rif 40mg/1 Str
25mg/1 Kna 50mg/1 YEP 28°C 200 rpm
b. 2% YEP 28°C 200rpm 0Db600
0.5~0.6 c. 12.5ml 4°C 5000 rpm 5 - 10min MS
3-4 50mg/1 AS MS
3 3 10rpm 1h Mg-
SO. 4 50mg/1AS  MS pH6. 0
19 -20°C 14 -16 4-5 2000Lux 5
100mg /1 + 400mg /1
TEMETIN +50mg/1Kna 1000mg /1 10
MgSO0, 2-3 0 6
MS + 400mg/1 TEMETIN + 100mg/1 CORFLAND

0. 005mg/1NAA 7
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2.2.4 PCR

1 DNA 5]

2 DNA CTAB Stewart tel

3 PCR HY15CS nos 450bp Primerl
Primer2 PCR 20l

dd H,0 12. 6l

10 x Buffer 2l

dANTP(2mM) 0. 4pl

Primer 1 (10pM) Tl

Primer2 (5uM) 2l

Taq(5M/ wl) Tl

TEMP lul

PCR 95C 3min 94°C 30s 61C 30s 72°C 60s 35 72°C
10min 4°C 1 —5ul 1%

Primerl  Primer2 HY15CS 450bp

PCR
Primer1 3° — CAATCCTTCTTCCGCCTCTT -5’
Primer2 5° - CAAGACCGGCAACAGGATTC -3°

3
3.1 DAPI

2.2.1 D95029 -8-3 1 3 21 1-1 1-3 1-21
D95029 -8 -1 21 2-21 D95029 -18-3 12 4-12 1-6Ha 11 21 23

l-6Ha-11 1-6Ha-21 1-6Ha-23 16 1
3 4-12 1 -6Ha-23

16 2-21

DAPI 4-12 1 -6Ha-23 1-1

B iR ety s
o A-I2NERREE(EE¥EIRE);E: | -6Ha - 23N EMNRBE(DAPI RE)
Fig. 1 Numbers of chromosome of haploid
Left: The chromosome of small plantofd — 12

Right: The chromosome of small plantof 1 - 6Ha - 23
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4-12 1 -6Ha-23 1-1
4-12 1 1 -6Ha-23 1
DAPI
3.2
2.2.3 4-12 1-6ha-23 ( )
9% MS +6 —BA2mg/1 + NAAImg/1 3
OD =0. 5542 MS 3 1h
MS +6 - BA2mg/1 +
NAAlImg/1+50mg/1AS 5 53 1000mg /1
5 2-3 100mg /1 + 400mg /1
TEMETIN +50mg/1Kna MS +6 - BAlmg/1 + NAAO. 05mg/1 0
25°C 12h
30 4-12 2
8 15%
50 1 -6Ha-23
0 lem
MS +0.005mg/INAA + Kna50mg/1 + 100mg /1 + 400mg /1
TEMETIN 24
B2 #EHkEE _
E:4-28FREHRRERE H:4 - RRREH R ETRL
Fig. 2 Plant regeneration
Left: The leaves of haploid of 4 — 12 not treated by Agrobacterium tumefacies
Right: The leaves of haploidof 4 — 12 treated by Agrobacterium tumefacies
3.3 PCR
2.2.4 R DNA HY15CS
pB121 DNA HY15CS DNA HY15CS
DNA 4-12 DNA
PCR HY15CS Primerl  Primer2
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PCR 450bp 15
PCR 1% DL15000 3
3 20% HY15CS HY15CS

B3 AR SRR LR PCR T
I = THEHE;8 FAMEXT BRAEHK ;0 PR MR (REL DNA);
10 I EHNZT B ; 11 Marker(DL15000)

Fig. 3 PCRanalysis of transferd plants of flax haploid .

1 = 7: Regeneration plants; 8: Negative CK; 9: Positive CK (plasmid ) ;
10: CK: 11: Marker(DL15000)

4.1 HY15 24 15
PCR 3

4.2 DAPI
DAPI 4
6-  —2- BB
DNA DNA
358nm 461nm uv 356nm
DAPI

4.3
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Study on Cold and Salt Resistance Gene Tranformation of Flax Haploid
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Abstract In order to improve resistance of cold and salt of flax, and select pure transgenic flax, cold and
salt resistant gene HY15 was introduced into haploid flax by Agrobacterium tumefacies, and 24 regeneration
plants were obtained. The PCR analyses revealed that there were 3 transformed plants whose genomes were in-
tegrated with foreign gene HY15 sequence in 15 strong regenerated plants and the frequency on HY15 gene in-
tegrated into flax haploid regenerated plant was 20% . DAPI stain was selected from others as a fast method
to judge the chromosome ploidy.
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