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Designing, Construction and Functional Analysis of Two Plant Expression Vectors
(pB1121%Y5-% and pBI11213*4) with Improved Cloning Sites
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Table 1: The sequence of primers used in this study
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Fig. 1: Schematic representation of the construction processes of pBI1121%** vector
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Fig. 3: Sequencing results of MCS of pBI1213** (up) and pB1121%Y5*° (down) vectors
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Fig. 4: PCR analysis confirming cloning of reporter gene in pB11213** vector. The position of primers are shown in the
schematic figure.1: A 1000 bp amplified fragment by 35SF/GUSR primers; 2: A 2000 bp amplified fragment by
RENOS/GUSF primers; 3: A 500 bp amplified fragment by GUSF/GUSR primers and M: 1Kb DNA ladder, Thermo
Scientific



19 ol 3 s 151850t oL lar /55598 59 (g 5330

1500 bp

GUS > pB1121°%* juicee;

NPT II (Kan")

> €
UP35SF  GUSF  GUSR

Sled S8 (g, bS5l Jlas! Jowe PBIL21CUSY J36 15 K5 15 o5 (o jlwailuon 9l jglaieas PCR 3JLT 0 S
$959ilS 9 1O+ ¢ dga> axkad .Y (GUSF/GUSR (sla,S5leT b oSS 5l ol (0u592lS5 B ¢ dga dnkad 1) .l oo aseine
Thermo Scientific kb JsSIge (455 ,S5Lis (M g UP35SFIGUSR (sla ,S5leT b 355 51 Jol>

Fig. 5: PCR analysis confirming cloning of reporter gene in pBI1216YS® vector. The position of primers are shown in
the schematic figure.1: A 500 bp amplified fragment by GUSF/GUSR primers; 2: A 1500 bp amplified fragment by
UP35SF/GUSR primers and M: 1Kb DNA ladder, Thermo Scientific
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Fig. 7: A: Explants inoculated with Agrobacterium; B: Seedling emergence and C: Shoot development of seedlings after
about 2 months
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Fig. 8: PCR analysis of different putative transgenic lines. Expected 500 bp fragment amplified by PCR from the DNA
isolated from putative transgenic plants using GUSF/GUSR primers. 1: Transgenic plant transformed by pBI121;
2: Nontransgenic Plant (negative control); 3: Transgenic plant transformed by pB1121¢Y5; 4: Transgenic plant
transformed by pB11213*; 5: Transgenic plant transformed by pBI1121%YS cloned with gus gene; 6: pB1121 plasmid
DNA template as positive control; M: 1Kb DNA ladder, Thermo Scientific
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Fig. 9: GUS activity assay in leaves of nontransgenic (A), and transgenic plants transformed by pB1121, pB11216Ys
containing gus gene (C), and pB1121%** (D) plasmids
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