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Preparation of a Seed Specific Construct Containing Sequences OMEGA and SAR in
Order to Increasing Gene Expression in Plant Seed
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Table 1: Primers sequence

1) F: 5" ATTCTAGA

GTATTTTTACAACAATTACCAACAACAACAAACAACAAACAACAACAAACAACAA

ATGTTACGTCCTGTAG-3'

2) R: 5' CTATAATAATAGCTGGATCTTTACTGTTTACCTCCCTGCTG-3'
3) F: 5' CAGCAGGGAGGTAAACAGTAAAGATCCAGCTATTATTATAG-3'
4) R: 5" TGAGCTCGAGCTTCTATTGCTTGCTTAATAAAACTACTAATTATAAG-3'
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Reaction materials Thermal cycler conditions
sl oSy yo cdale al> 1o Lo ok
Component Concentration inreaction Step Temp Time
PCR buffer 1X Initial denaturation 95°C 27
dNTP 0/2 mM denaturation 95°C 1’
MgCl, 1/5mM X5 Annealing (overlapping parts) 58°C 1’
Enzyme 1U Extension (overlapping parts) 72°C 1:10"
First PCR product 34l Final Extension 72°C 2
Templet Second PCR product 1/5 pl Addprimers Pause
H,0 (D.W) Up to volume Initial denaturation of completed template 95°C 2
Total volume 25 ul denaturation 95°C 1
Primer no.1 10 pM Annealing 57°C 1
25X
) Extension 72°C 1:30”
Primer no.4 10 pM _ _ , )
Final Extension 72°C 20
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Fig. 1. PCR amplification of Q- GUSand pS 206-1 fragments: A and B) Lane 1, 100bp DNA marker; lane 2- 4-
amplicons; Lane5, negative control
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Fig. 2: PCR amplification of 2-GUS-PS206-1 fusion by SOEing PCR: Lane 1, 100bp DNA marker; lane 2, SOEing
PCR product; lane 3, GUSPCR product; lane 4, negative Control
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Fig. 3: Double digestion of recombinant pTZ57R/T-Q-GUS-S plasmid to confirm correct insert. lane 1,2,4,
Recombinant plasmids were digested with Sacl and Xbal enzymes; 3) 1kb marker

o olS (sden ;5 s 90 (sankid ol elS soanSunl

Dgs ol oy

b o3 il
by ol s Gl sojle oled anlb jslates
G5y » olyen ysba Sacl 5 Xbal iy slaw ]
PBI121-N- 4 pTZ57RIT-Q-GUS-S oS 5igi (sloosandly
(o 5o (gankas wilé) atgl PBI121 wendly 5 Q-GUS-S
Spandly 1 LCERVAVY gaxkd Gadolil Lol bl
cloed 5l jbcasYIAA gasdad o adgl pBI121
PBI121-N-Q-GUS-S 4 pTZ57R/T-Q-GUS-S .S ;g
5 (F JS8) cd )5 8 ol ol )90 oud aslu sojle

b 4l B S b llae ol o5l

(I i Lnwgi 03590 a3k JIgf Camo b
Sy SIS y5e askd Jlg como I Glebl jglarea
ws Jl)l b s sl PTZETRIT-Q-GUS-S (oS 5iss
SNl Kb o s 00 o I Lo b Jls gams

855 00 1y s g0 saxkd JIgf Cumo g 0092 Gekaie

PBI121 gailFgs J8U ;0 KwigSolv 3l Jols s
30 g oad Jatie E. cOli aivce slo Jobu a4 conls augs o5l
wolais! sla 55kl 5l ooliwl L PCR SglS plos! (gams

9 oSSl bae (0 005 0l slo SolS (59, 2 F o)
S ab ody jbcdr YVAA Jsbay Slabs .y lalls



ol g5 lio

2188 bpee

~SAR §OMEGA wlabid sol> iy sobais o3l and

= 1812 bp

sacl g Xbal slags 51 L pBI121-N-Q-GUS-S 5 pTZE7RIT-Q-GUS-S (oS 55 (slovsansdl (ool miad F S0
(F coaipan PBIL2L-N-Q-GUS-S oS jigi apausdl (¥ VKD ,SLeS (¥ wonipian PTZETRIT-Q-GUS-S (oS g5 durasdly ()

ods gean PBIL21 S apendly
Fig. 4: Double digestion of recombinant pTZ57R/T-Q-GUS-S and pB1121-N-Q-GUS-S plasmid by Xbal and Sacl
enzymes
Lane 1) digested recombinant pTZ57R/T-Q-GUS-S plasmid; lane 2) 1kb DNA marker; lane 3) digested recombinant
pBI121-N-Q-GUS-S plasmid; Lane 4) digested control pBI121 plasmid
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Fig. 5: Schematic view of recombinant pBI1121-N-Q-GUS-S plasmid
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