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Abstract: PCR ,Southern blotting were used to analyze the characteristics of CrylAc gene and CpTI
gene in transgenic cotton genome and the cotton derived in eight different transgenic cotton harboring
double-gene varieties or lines through pollen-tube transformation. The results demonstrated that the
copy number and insertion site of the same gene in eight varieties or lines are not consistent complete-
ly. The insert sites of CrylAc and CpTI of the same varietie or line are different except sGK321 and
3517, moreover; only one insertion site is uniform in sGK321, In the meantime, it was found that one
blotting signal was around the position of 4. 7 kb in all southern blotting maps of CrylAc gene.
ELISA measured the two proteins of CrylAc and CpTI concentrations in different varieties or lines.
As a result, the two genes of CrylAc and CpTI cannot express synchronously in the same line and po-
sition. Their expression exist much difference. And the variations were unstable at the whole develop-
ment stage. These results indicated that two series of foreign genes, CrylAc gene and CpTI gene, on
plasmid pGBI121S4 ABC were not absolutely linkage integration and synchronous expression in most
of transgenic plant through pollen-tube transformation.
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KR E - BRBEE E& 0 REEYN. EL
1.2 HEw

WY £ B #H A& pGBI121S4ABC H 4 2 f4) & ,
P 0 Scmik[ 4.5,
1.3 PCR &#r

RN AR ZE N 20 pl, ExTaq(g H Takara 24
7)) 2.5 U | 10X ExTaq Buffer(Mg"™ plus) |
dNTP Mixture(£ 2.5 mmol » ")1.6 pul | EF
Wes| ¥k & 10 pmol » 1 0.5 pl | Bt 10~20
ng.
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5 actcatcatcttcatcectgga 3
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MEFRRE 2CH 53C LR 5 50 CiR k 18 MEFE,
)i 72°C4EfR 7 min,
1.4 Southern Z3F 43 %7

MR PCRBH A # o B HL L B 3 Bk #£ 17 South-
ern 4% 32 4+ #r. PCR 43 5l 4~ 1% i k. pG4AB F1
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a) ik #) & Dig High Prime DNA Labeling and
Detection Starter Kit [l #8475 B # 47 HZL 32 .
A8  Pe B L CSPD 5 S Kl » 5 J5 7 g & b gk AT
B EL.
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Fig. 1a Electrophoresis results of PCR of CrylAc gene

CK . Jp#t s AT 321:CK™ . ikl pG4AB;
1-8 . ik F P RE SR K H : sGK 23,541 ,sGK321,916,C18-6 .,sGNA.3517,1109

CK :DNA sample of untransformed plant “Shiyuan 321”; CK™ .

plasmid pG4AB

1-8 DNA samples of transformed plants are: sGK CCRI23.541.sGK321,916,C18-6,sGNA.,3517,1109

B

E 1b CpTI EE ¥ E&WRKE
Fig. 1b Electrophoresis results of PCR of CpTI gene
CK . JE# B A 321;CK . ikl pGCL;
1-8 . 5 R AE AR K R sGK rh A i 23.541.,sGK321,916,C18-6 ,sGNA,3517,1109
CK-:DNA sample of untransformed plant “Shiyuan 321”; CK+: plasmid pGCI
1-8. DNA samples of transformed plants are: sGK CCRI23.541.sGK321.916.C18-6 .sGNA,3517,1109
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Fig. 2a,b Southern blotting of CrylAc gene
CK . JF %6 3 B 7 76 3215 CK' . Fokr pBI121S4ABC;
1: sGK H1 23; 2. 5415 3. 11095 4. 916; 5. 3517; 6. sGK321; 7. C18-6; 8.sGNA;
CK :DNA sample of untransformed plant “shiyuan 321”; CK" . plasmid pBI121S4ABC;
1: sGK CCRI23; 2; 541 3; 1109; 4. 9165 5;: 3517; 6. sGK321; 7. C18-6; 8:sGNA;

kb ker CK+ CK- 1
17.7 -
G -
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B 3a CpTI EF Southern Z: 35 F

Fig. 3a Southern blotting of CpTI gene
CK . b #: 5P & i 3215 CK' ks pBII21SAABC;1: sGNA; 2; 541; 3. 1109; 4, 9165 5: sGK321; 6: 3517;
CK :DNA Sample of untransformed plant “shiyuan 321”; CK" : plasmid pBI121S4ABC;
1: sGNA; 2. 541; 3: 1109; 4: 916; 5. sGK321; 6. 3517;

kb Marker CK+ CK- 7
17, e

kb  Marker CK+ CK- 8
17. 7= e

3b,c CpTI E & Southern Z: 37 &
Fig. 3b,c Southern blotting of CpTI gene
CK . 4E#6 3B 7 3% 3215 C.K* « Jfiky pBI121S4ABC;7: C18-65 8:sGK ot 23
CK :DNA sample of untransformed plant “shiyuan 321”7; CK™ . plasmid pBI121S4ABC; 7. C18-6; 8. sGK CCRI 23;
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#: P Southern Blot B, W& H — %K 4.7 kb
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K (DOF—FF CrylAc EE M CpTI HH K #
NBPRESMRBWATEL . Fr sGK3Z1
3517 5b, AR dh il CrylAc B CpTI A /Y
AN AYARMEE, I H sGK321 1, FEE B R
A —MOL AR 5 B B R 7E U S o B R A
EMAMIRBERREE, REEL T HFAELME
H—-NBEBESHEAEYERAN MEEES
ZHIRRAET BN, M FHTES .
2.2 8A4MfrHims CrylAc .CpTI BERHIRE
FIA ELISA Jyskad & ARIE B R B .28
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Table 1 Content of CrylAc and CpTI protein in different positions at different stages pmol + g

i) & " LU
# fr =] 3517 sGK & 23 541 sGNA C18-6 sGK321 916 1109
- i  CrylAc 0.199 0.112 0.180 1.010 0.196 0.177 0.098 0.189
# CpTI 0.164 0.101 0.122 0. 815 0.215 0. 137 0.117 0.073
# CrylAc 0.264 0.301  0.297 0.331 0.194 0. 265 0.351 0. 248
CpTI 0.253 0.1611 0.231 0.211 0.134 0.193 0.229 0. 207
i - CrylAc  0.027 0.163 0.122 0. 001 0.036 0.218 0.138 0.146
¥ CpTI 0.001 0. 189 0.038 0.001 0.001 0. 160 0. 105 0.123
# CrylAc 0.034 0. 043 0.112 0. 046 0. 043 0. 095 0. 047 0.041
CpTI 0. 031 0.014 0.102 0. 082 0. 065 0.072 0.174 0. 043
& M CrylAc  0.157 0. 002 0. 034 0.001 0.138 0. 005 0.005 0. 144
# CpTI 0. 145 0.011 0. 105 0. 001 0.142 0. 0001 0. 0012 0.123
& CrylAc 0.244 0. 001 0. 350 0.222 0. 352 0.079 0. 305 0. 340
CpTI 0.422 0.018 0. 450 0. 344 0. 556 0.109 0. 456 0. 467
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miE—GFP AREORIBEZIANERE
ENEFHROIFIRE.
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— A RA G BERER - RE EHPA
AR RERER - BREERMR PR EHES
FHRRENT . ARRANERERY, BRE
pGBI121S4ABC kL #2 4& L i #5 4~ b B8 L B B
B CrylAc.CpTI R M EEBEERB L
REFHEEHK D, HEZ2ERESHF DR
Fik, EENMEFTH FMMBEARERRER
ZIEZERHARE .
3.1 A—#&KLHAIMFTRANMBEEREEEA
FHES

ERFRIBEEE RSN RBHXIIR P, X
FHBREEEN FHRERNEYPINEERES
SRR L. FA Tail-PCR J5 ¥ Xt A 6 5k
0 % 3 TR 5L Sl o A1 UR 2 R A X i B B 50 4
R SMEEEBAN LHURABRSARE
BB BT . RSN B U AU R R R R
BEFIEER ERBEROFNMEL S, Z0H
—AENHRBER SRRE T REFI,E S
WA —NENESTRERERFS, WA H—4
ENBEKEATILANSME DNA AR R
BM . XBERERY, 8k DNA 4 FHAHEY
MME, REBYE S JFEE A B HANEN
21, AT B RER — & LRNFEA T REERE
B HR—ELENEEER—MIN. X5%#
HEERSARBHEERABHRPRONER
SAEPSEEEGPLBEIEAER. ZULH
RHAERAHM, # LK DNA 47 (3 DNA K
BO St AT E I BUR [0 B E R B ERE R B
B P 3 » ot o 2 A1 VT R R A A R T L AR T
REEFBHS S MEERKE BEREN
WBABHEYREEA LU AR 8 M
XU BT B SR P CrylAc 22 F 7 Southern
ARSI B B — SR KN 4. Thb B2
WA REE MM EERNES AR,
3.2 EA—8&LHEANATENREREEKS
W RiE

CrylAc.CoTI R X EEAFHITH 8
MEEEIMIRB I AR —BCAHEES
SR RH _EEREHEATRIHESHESRE
BRI 40 B4 S TR 2 6 5 33 o B 5 00 A B9 R — B L

CrylAc.CpTI D5 78 4 48 2 B 4 b DA X 4 57
B3 B & AR, T 5 B8 A B B 7 7 R K P
FAREHAERER. HKHEREKFHER
HEREBMTRERFA M BEERHAREE
R, %HF mRNA @B RXLUS 4080 5F T 68
R mRNA M R GRS RIEA  BXFMER
F1kH mRNA @i,

FREEENRNZRTTEEEARIRN
ERERAFNPEETA. EEFFTLUE
CYIN -8 1::1::P- YIAAaN P/ 378 ¢ I03:0 ) & )
DA 4098 DNA B 54082 BF & 4 &4k, 3F 518 4
BEEZXQBRNEA, NTIRHWEAREE
R EE.
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