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Table 1- PCR reaction mix

Material Stock Volume (pl)

H20 12.5
PCR Buffer 10X 2
MgCl, 50 mM 0.5
dNTP mix 10 mM 0.5
Forward Primer 10 uM 1
Reverse Primer 10 uM 1
Target DNA 50 ng 15
Tag DNA polymerase 5 U/ul 1
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Table 2- PCR Programe

Time Temprature

5 min 94cC°

45 sec 94C°

30 cycles 45 sec 52C°
1 min 72C°

10 min CovY
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Table 3- mer B Primers sequence
Primer Sequence
Forward 5- ATGAAGCTCGCCCCATATA
Reverse 5- TCACGGTGTCCTAGATGAC
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Figure 1- Constructed recombinant plasmid with merB gene.
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Figure 4- Electrophoresis image of
PET-28a(+) vector digest with Ncol
and Ndel restriction enzymes on 1%
agarose gel. 5311bp band had matched
with expected size of vector in linear
form. (M=1KB Ladder marker).
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Figure 3- Electrophoresis image of
PET-28a(+) vector digest with
restriction enzymes on 1% agarose
gel. (a) Vector digest with smal and
Ndel , (b) Vector digest with smal

and Ncol. (M=1KB Ladder
marker).

Yy XA

¥ O ™

639 by

Sl oy 2Sls Jgama 5555580 5 pas Y IS
ol g sy MerB oy olast! gl S5LETL 51l
Serratia marcescens (s b jl sad | sl |
05 slr olasl syse o5l L gilicr T L

S gla)l S0 LY
.(1KBJSJL: M) e

Figure 2- Electrophoresis image of PCR
product with specific primers of merB
gene on extracted DNA of Serratia
marcescens. 639bp band had matched
with expected size of merB gene. 1, 2, 3,
4, and 5 are independent replications.
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Figure 7- Electrophoresis image
of PET-28a(+)-merB  vector
digest with Ncol and Ndel
restriction enzymes on agarose
gel. 639bp band had matched

with expected size of gene.
(M=1KB Ladder marker).

Sl ooy Sl Jsame 50l npal A YSS
iy sla s Sl eds sl gladealdy g5 Sl
Wy o5 4 CF 50 bl 205 Jases 55 aily
W4 L edaline duil o 45l MErB 03 5 DNA o5
0555 ol L la IS &S s e 0L (g5

(AKB s,L:M) tzes S 55

Figure 6- Electrophoresis image of PCR
product with specific primers of merB gene on
extracted plasmid of transformed colony.
639bp band showed existance of gene into
transformed  bacteria. (M=1KB Ladder
marker).
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Figure 5- Electrophoresis image of
merB gene digest with Ncol and Ndel
restriction enzymes on agarose gel.
639bp band had matched with expected
size of gene. (M=1KB Ladder marker).
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Figure 9- Electrophoresis image of protein merB on 15%
acrylamide gel. Related band to merB protein with size 23kDa
is visible in lanes. Lanes 1-8 belong to pre-induced samples
with IPTG and lane 9 is empty vector. Lanes 1-3, 5-6, and 8
related to pre-induced samples in 22, 28, and 37°C,
respectively. Lane 10 was BSA protein and used as protein
marker.
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Abstract

Organic mercury is a sustainable form of mercury that enters the food chain of organisms and cause
dangerous environmental hazards for natural ecosystem. Mercury stability and high cost conventional
refining methods are disturbing factors. In this field, biological methods such as the use of bacteria or
enzyme based for microbial remediation provided low-cost strategy and environmental lover of
bioremediation. In this research, merB gene isolated from resistance bacteria by PCR technique by
specific primers containing Ncol and Ndel restriction sites, so after amplification, it cut with restriction
enzymes and after purification of gene, ligation was performed into PET28 a+ expression vector.
PET28a+-merB recombinant vector was transferred into E. coli strain TOP10 by heat shock. The
recombinant bacteria were selected in kanamycin selective medium. The presence of gene in transformed
bacteria was confirmed by PCR on plasmid and by enzymatic digestion. Results confirmed the accuracy
of cloning of merB gene into this expression vector. In order to the expresse its protein, the recombinant
vector was transferred into E. coli BL21 (DE3). Expression of the protein was confirmed by SDS-PAGE
method. Finally, the growth of E.coli strain BL21 containing the recombinant vector with E coli BL21
bacteria including empty vector was measured by adding methyl mercury into the environment during 48
hours. Growth ability of E.coli containing the empty vector indicates lack of bacteria resistance to
mercury, on the other hand; merB protein in transformed bacteria increased their resistance to methyl
mercury in the environment. Therefore, bioremediation of organic mercury from pollutant environments
could be possible by using this methodology.
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