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Figure 2- Molecular analysis of E8 promoter in pTZ57R/T cloning vector. A: PCR analysis
of bacterial colony containing the product of pTZ57R/T+ E8 ligation for the presence of
1100 bp E8 promoter. B: Enzymatic digestion of the recombinant plasmid using Hindlll
and BamHI. W- Negative control (water); M- DNA molecular weight marker 1 kb ladder;
1, 2- Two sample plasmids from two bacterial colony.
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> emb|X13437.1] Tomato ethylene-responsive fruit ripening 8ene E8
Length=3042;Score = 1766 bits (956), Expect = 0.0;ldentities =977/998 (98%), Gaps = 0/998
(0%;Strand=Plus/Plus

Query 38 AATTTCACGAAATCGGCCCTTATT Caaaaataacttttaaataatgaattttaaatttta 97
Shict 9||||||||||||||||||||||||||||||||||||||||||||||||||||||||||||

TTTCACGAAATCGGCCCTTATTCAAAAATAACTTTTAAATAATGAATTTTAAATTTTA 68
Query 98 aﬁaaataatatccaatﬁaataaatGACANGTAGCATTTTACCTAAATATTTCAACTATTT 157

(TR TR AR A
Shjct 6££

SGAA?éFéA\ATATCCAATGAATAAATGACATGTAGCATTTTACCTAAATATTTCAACTATTT 128
uer
TAATCCAATATTAATTTGTTTTATTCCCAACAATAGAAAGTCTTGTGCAGACATTTAATC 217

Shict ﬁlglllllllllll||||||||||||||||||||||||||||||||||||||||||||||

EAAT%CllngTATTAATTTGTTTTATTCCCAACAATAGAAAGTCTTGTGCAGACATTTAATC 188
uer
TGA%ZTTTTCCAGTACTAAATATTAATTTTCTGAAGAI TTTCGGGTTTAGTCCACAAGTTT 277

bict 12%IIIII||||||||||||||||||||||||||||||||||||||||||||||||||||

Shjc

géAC'Ié';'EI;TCCAGTACTAAATATTAATTTTCTGAAGA| TTTCGGGTTTAGTCCACAAGTTT 248
uery

TAGTGAGAAGTTTTGCTCAAAATTTTAGGTGAGAAGGTTTGATATTTATCTTTTGTTAAA 337

Shict 2MIIIIIIIIII||||||||||||||||||||||||||||||||||||||||||||||

BAGT%Q\E(;BAAGTTTTGCTCAAAATTTTAG GTGAGAAGGTTTGATATTTATCTTTTGTTAAA 308
uer
TTA%\TTTATCTAGGTGACTATTATTTATTTAAGTAGAAATTCATATCATTACTTTTGCCA 397

) 3élgllllllllll||||||||||||||||||||||||||||||||||||||||||||||

Shjc

51‘IAA'I;5£ATCTAGGTGACTATTATTTATTTAAGTAGAAATTCATATCATTACTTTTGCCA 368
uer

AC%T GTAGTCATAATAGGAGTAGGTGTATATGATGAAGGAATAAACAAGTTCAGTGAAGT

45
Shict 3élgllllllllll||||||||||||||||||||||||||||||||||||||||||||||

QZ%TTGTAGTCATAATAGGAGTAGGTGTATATGATGAAGGAATAAACAAGTTCAGTGAAGT
Query 458
GATTAAAATAAAATATAATTTAGGTGTACATCAAATAAAAACCTTAAAGTTTAGAAAGGC

o R R
Shjct 4%

A(f388TTAAAATAAAATATAATTTAGGTGTACATCAAATAAAAACCTTAAAGTTTAGAAAGGC
Query 518
ACCGAATAATTTTGCATAGAAGATATTAGTAAATTTATAAAAATAAAAGAAATGTAGTTG

o7 R R
Shjct 42&13

é‘é CGAATAATTTTGCATAGAAGATATTAGTAAATTTATAAAAATAAAAGAAATGTAGTTG
Query 578 TCAAGTTGTCTTCttitttt GGATAAAAATAGCAGTTGGCTTATGTCATTCTTTTACAA
637

Shict 5AI£IIIIIIIIIII||||||||||||||||||||||||||||||||||||||||||||||

5 AA%':I;;;I'GTCTTCTTTTTTTTGGATAAAAATAGCAGTTGGCTTATGTCATTCTTTTACAA 608
uer
CCT%CATGCCACTTGTCCAATTGTTGACACTTAACTAATTAGTTTGATTCATGTATGAAT 697
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(R AR
ct 609

88TC%®§GCCACTTGTCCAATTGTTGACACTTAACTAATTAGTTTGATTCATGTATGAAT 668
uer
ACT%\AATAATTTTTTAGGACTGACTCAAATATTTTTATATTATCATAGTAATATTTATCT 757

Shict 6é|£|||||||||||||||||||||||||||||||||||||||||||||||||||||||||

ACTAAATAATTTTTTAGGACTGACTCAAATATTTTTATATTATCATAGTAATATTTATCT 728
Query 758
AATTTTTAGGACCACTTATTACTAAATAATAAATTAACTACTACTATATTATTGTTGTGA 817

IgIIIIIIIIIIIIIIIIIIIIII||||||||||||||||||||||||||||||||||

Shjct 7&
AATTTTTAGGACCACTTATTACTAAATAATAAATTAACTACTACTATATTATTGTTGTGA 788
Query 818
AAC),/AACAACGTTTTGGTTGTTATGATGAAACGTACACTATATCAGTATGAAAAATTCAAA

o7 R R
Shjct 72&19

CAACAACGTTTTGGTTGTTATGATGAAACGTACACTATATCAGTATGAAAAATTCAAA
848

Query 878

ACGYATTAGTATAAATTATATTGAAAAl TTGATATTTTTCTATTCTTAATCAGACGTATTG 937
. MIIIIIIIIII||||||||||||||||||||||||||||||||||||||||||||||

Skgct 8

8 GA‘g‘géAGTATAAATTATATTGAAAA| TTGATATTTTTCTATTCTTAATCAGACGTATTG 908
uery

GGTTTCATATTTTAAAANNGGACTAAACTTanaannnnaGTTNGTTTNNAACTANTTTTG 997
Shict 9éllallllllllllllll EHEEECT 1 R

GGTTTCATATTTTAAAAAGGGACTAAACTTAGAAGAGAAGTTTGTTTGAAACTACTTTTG 968
Query 998 NCTCTTTNNNGTTCCCATTTCNNNNNTAGATTTCaaaa 1035

)
Shjct 969" TCTCTTTCTTGTTCCCATTTCTCTCTTAGATTTCAAAA 1006

b g 0 (Query) Jyl <iss,y I E8 ok ol JI g ankad s 20S 5 Blast ases 51 somd -3 K3
AFB15784 o zws sjlod JIg & bgypn pss M5 5 ColB8 aadad N5 o 5 Jolm a3

-

s

Figure 3- Blast on the sequenced E8 promoter. Query is the E8 promoter isolated from
tomato plant; subject is the sequence of accession number AF515784.
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Figure 4- Enzymatic digestion of pBI-E8-GUS. M-DNA molecular weight marker 1kb
ladder; 1,2- Plasmid digested with Hidlll and BamHI
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Figure 5- PCR analysis of A. tumefaciencs LBA4404 containing pBI-E8-GUS recombinant
vector using E8 primers. 1- DNA Molecular weight marker 1 kb ladder; 2-7- Different
agrobacterial colony containing pBI-E8-GUS. 8- Negative control (water).
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Figure 6- Transient expression of gus gene under the control of E8 and CaMV35S promoter
using Agroinfilteration system. Control- agroinfilteration using agrobacterium free from
plasmids
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Abstract

Isolation and characterization of fruit specific promoters is important for manipulation and
targeted expression of recombinant proteins in plants. E8 is a fruit specific promoter with 2.2 kb
length. In this study, a 1.1 kb core part of E8 promoter was used. The amplification of the E8
promoter was conducted using specific primers and pfu polymerase by Polymerase Chain
Reaction (PCR). After sequencing of E8 promoter for its confirmation, the CaMV35S promoter
in pBI121 binary vector replaced by E8 promoter. The recombinant plasmid pBI-E8-GUS was
transfered to Agrobacterium tumefaciens LBA4404 by using freeze-thaw method. The specific
expression of gus gene in tomato tissue was evaluated using Agro-infiltration method.
Agrobacterium harboring pBI121 was used as control. The results showed that gus gene can
express specifically in tomato fruits under the control of E8 promoter. Therefore, E8 promoter
can be used for tissue specific expression of recombinant protein in the fruit of tomato plants.
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