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A r-p2 Gene Cloning and Partial Sequencing of
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Pseudomonas aeruginosa EMS1 and KH7

rhamonolipid gene
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Fig. Gene involved in the synthesis and regulation

of rhamonolipid in Pseudomonas aeruginosa.
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2. A48 4 4% ¥y

rhiR, rhlA, rhlIBZ primerS o} 2o] ZA3}e] predenaturation 5 min at 94T,
(denaturation 94°C, 1min 30 sec; annealing 50°C, 1min 30 sec; extension 72C, lmin 30
sec; and final extention 72°C 7 min) 30 cycles 72 Z PCR (Polymerase chain
reaction)2 3%t  PCR%¥ product® elution 3t pGEM®- T Easy Vector
cloning ( Ligation, trasformation , plasmid prep )53 gt}

Table. Nucleotide sequence of the oligonucleotides used in this study

Primer Sequence (5’ — 3")
sense |GCA ATG AGG AAT GAC GG
rhiR
antisense |GCT TCA GAT GAG GCC GAG
sense |GAA ATG CGG CGC GAA ATG CTG TT
rhiA
antisense |GTT CAG GCG TAG CCG ATG GC
sense |CCA TGC ACG CCA TCC TCA
rhiB
antisense |CGT TCA GGA CGC AGC CIT
Xmn 1 2009
Scal 1890 I2V73067) T7 1
\ 1 start
f1 on Apa | i4
Aat i 20
Sphi 26
L ool | 37
Amp pGEM®-T Easy 1nez Bsiz | | 43
Veclor T g{m ‘” 33
(30150p) Ecor1 | 52
Sort | %
Not i 77
Bsiz1 | 77
. Psi | 8
ori Sal't 0
Nde t 97
Sacl 109
Bsixl |118 &
Nsil 127 .
147 %
T sps g

Fig. Plasmid map of pGEM®— T Easy Vector
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3. 2% % nF

3-1. PCR amplification of rhlR gene
Fig. Agarose gel electrophoresis of the PCR products

amplified using rhlR gene in P. aeruginosa EMS1 and

Lane 1 : Size marker (100bp ladder)

Lane 2,3 : rhiR gene of P. aeruginosa EMS1

Lane 45 : rhiR gene of P. ageruginosa KH7

3-2. PCR amplification of rhlA gene

Fig. Agarose gel electrophoresis of the PCR products
«—802bp amplified using rhlA gene in P. aeruginosa EMSI1
and KH7
Lane 1 : Size marker (100bp ladder)
Lane 2,3 : rhiA gene of P. aeruginosa EMS1

Lane 45 : rhlA gene of P. aeruginosa KH7

4. 8 <
B A3 873331482 biosurfactant® A4tet= Pseudomonas aeruginosa EMS1
and KH7Z rhamnolipid®] rAlR, rhlA, rhiBE 7] %23 primerE ©]&3} 752bp, 802bp,
1280bp pcr< F3sld o pGEM® T Easy Vector gene cloning 3% Pseudomonas
aeruginosa EMS1 and KH7¢] Partial SequencingE A& v®]u3lsit} o]E AL £33}
o Pseudomonas aeruginosa 9 FAA FZ 9L EAS ¥ty FAF 23g 9%
]z7<4o] x]._g_7} Qii ‘61—1:}-
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