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Construction of Fluorescent Labeled Shewanella decolorationis S12 Using Plasposon
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Wuhan Instiute of Virology CAS Wuhan 430071 ! Guangdong Institute of Microbiology — Guangdong Provincial Key Laboratory of
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Abstract The plasmid pTE-okm which was obtained by inserting the fluorescence gene eyfp into the plasposon pI'nMod-okm transferred from
E . coli S17-1 into Shewanella decolorationis S12 by conjugation. pTE-okm could not replicate in Shewanella decolorationis S12 because of its narrow-
host-range replication origin  but the minitransposon within pTE-okm could transpose to the chromosome of Shewanella decolorationis S12 and made it
survive the LB medium with kanamycin and rifampicin. The clones which expressed fluorescence gene eyfp were screened from all the clones on the
selected plates under fluorescent microscope and it was make sure that pTE-okm didn’ t exist in these clones. S12-40 which had the the same growth
rate and decoloration ability with the original strain S12-1 was picked out within these clones. S12-40 expressed EYFP stably even after successive
re<culturing for 20 times 8h/time . The construction of S12-40 laid a foundation for the study on the ecological performance of Shewanella
decolorationis S12.
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Strains or plasmids Characteristics Reference or source

Strains
Shewanella decolorationis S12
Shewanella decolorationis S12-1

Shewanella decolorationis S12-40

Rifr selected form the Shewanella decolorationis S12

Rifr Kanr  eyfp derived from Shewanella decolorationis S12-1

Reference !
This work

This work

E. coli S17-1 Tpr Smr recA thi pro hsdR-M+ RP4 2-Tc Mu Km Tn7 Apir Reference ®
E. coli DH5a supFA4AlacU169 recAl endAl gyrA96 thi-1 relAl This laboratory
Plasmids

pTnMod-okm Kan" RP4 oriT pMBloriR Mob* Trans* Reference ®

pEYFP Ampr Plac pUCI9 vector with eyfp gene This laboratory

pTE-okm Kan® eyfp pTnMod-okm vector with eyfpgene This work
1.1.2 M9 ° 1B ’ S17--1

100p:g/mL 50pg/ml. ! pEYFP pUC19
50pg/mL EYFP EYFP
EcoRl Hindlll Spel Xba 1 GFP
T4 DNA Taq DNA
dNTPs K 513nm
RNaseA Sigma DNA DL3000  a- 527nm 1 DNA
EcoRT digest TaKaRa 9
Sigma E. coli S17--1
Kanr PCR PCR
eyfp Pel 5" ACT
2 AGA GGA TCC CGG GTA 3" Pe2 5" AAG CGG CCG
2.1 CGA CTC TAG TGC 3’ pTE-okm
pInMod-okm Tn5 RP4 E . coli S17--1/pTE-okm
pMBI 2.2

E . coli

Shewanella decolorationis
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Inverted Repeat PCR pTE-okm
“ K Immol
LB 0 LB
34°C 30min
0Dy
Inverted Repeat
Spe | digested Xba T digested >
Ligation
2.3 S12-1
S12-40 S12-1 E. coli S17-1
Immol IPTG E. coliS17-1 pEYFP  30°C
16h 1mL 0.5mL PBS
10s
) 10s 10min 120001/ min
10min PAGE
0 ~ 50pg/mL 4°C
10pg/mL LB
50pg/mL LB 9
S12-1 pTE-okm 2.4 SI12-1  eyfp
E . coli S17--1 S12-1 11 CTAB S12-40
3500r/min DNA  Ipg/mL  Rnase 37°C 30min
0.7% DNA
50pL LB
LB 30°C 18h 5'CTG CTG GAG TTC GTG
pTE-okm S12-1 AC 3 $12-40
NCBI
S12-1 MR-1
LB
LB
pTE-okm  S12-1 pTE- 3
okm 3.1
S12-1 s Xba | pEYFP
LB 30°C 772bp
Spe 1
pInMod-okm T4 DNA S17-1
pTE-okm up 5 HindIll  EcoR [
GCAGGGCTTCCCAACCTTCCCAGAG 3" DN 5
GAGGCCACCACATTCCGCCACCGTAG 3’ PCR PCR
DNA 2 pTE-okm

S12-1 pTE-okm DNA EYFP DNA
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pTE-okm pThMod-okm DNA
pTE-okm  pThMod- S12-40 LB
okm 720bp 20 8h/
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30
——S12-38
by 251 —8—512-40
193249 — ——S12-77
7:4_‘:_ o 20F —=—S512-79
= by g ——s1211
i — %
2690 — — 300 g Br
e
87— — 200 S 10}
=
1459 —
5 -
w15 — — 1000 0 e
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— 730 th
— 500 3
2 PCR 3.3
M1 ADNA-Ecol4T digest M2 DNA DL3000 1 pTnMod-okm
EcoR | digest 2 pTE-okm EcoR I digest 3 PCR product of eyfp
pIE-Okm as template
3.2
pTE-okm S17-1 G-250
S12-1
5 S12-1 E . coli S17-1/
pEYFP
S12-1 3
3 S12- S12-40
40 CTAB S12-40 2 E . coli
DNA S17-1/ pEYFP
PCR G-250 M A B
S12-40 57kD  28.4kD C

4 S12-40 1000 x
A E. coli S17-1/pEYFP B Shewanella decolorationis S12-40 C Shewanella decolorationis S12-1



1178 -
27kD E . coli
S17-1/pEYFP IPTG GFP
S12-40
S12-40 GFP G250
SDS-PAGE ~ GFP
S12-40

S12-40

G250 M
57kD 28.4 kD 1 E. coli S17-1/ pEYFP
3 S12-1

2 S12-40

3.4 PCR eyfp
pTE-okm eyfp DNA
pTE-okm eyfp
DNA
5'CTG CTG GAG TTC GTG AC 3’
690bp Shewanella decolorationis MR-1
MR-1
502027
S12 MR-1

S12
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