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Step 2. Clustering  
[overlap: 90% & identity: 90%]
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Step 3. Reciprocal BLASTP analysis 
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5. 2nd recombination event: 

A. Construction of pPAR002 B. Curing of pSMC1 from SM39
1. Transformation of pPAR002 into E. coli S17-1

2. Conjugal transfer of pPAR002 into SM39 on LB plates

3.  Select trans-conjugants (SM39 carrying pPAR002) on BM2-Cm (150 g/ml) plates*

*BM2 medium: 0.7 % K2HPO4, 0.3% KH2PO4, 0.1 % (NH4)2SO4, 0.01 %    
  MgSO4 7H2O, 1.08 % sodium succinate, 1.5 % agarose 

4. 1st recombination event:

    Confirmation of the 1st recombination by PCR
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Screening of sucroses colonies on LB and LB-10% sucrose plates  
Confirmation of Cmr on BM2-Cm (150 g/ml) plates

Screening sucroser colonies on LB-10% sucrose plates

pSMC1-cured derivatives were confirmed by the loss of HgCl2-resistance 
 on LB-HgCl2 (16 g/ml) plates
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CmrsacB

CmrsacB

    Confirmation of the 2nd recombination by PCR 
            and lack of growth on LB-Cm (150 g/ml) plates
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SM39

Db11

2462 24952493

2244 22762274

Rh
s 

fa
m

ily
 p

ro
te

in

2474

2255 2278

Vg
rG

 (T
ss

I)

  L
ip 

(T
ss

J)
 Ic

m
H 

(T
ss

L)

Ts
sK

 Ic
m

F 
 (T

ss
M

)

 C
lpV

  (
Ts

sH
)

 H
cp

  (
Ts

sD
)

 V
ipB

  (
Ts

sC
)

 V
ipA

 (T
ss

B)

 T
ss

A

 V
gr

G  (
Ts

sI)

 T
ss

G

 T
ss

F

 T
ss

E

 T
ag

J

 P
pp

A

 T
ag

F

 F
ha

 H
cp

 

 R
ap

1a
 

 R
ap

1b
 

 R
ap

2a
 

 R
ap

2b
 

 S
sp

1 

 S
sp

2 

aa identity %10
0

98 10
0

91 89

SM39

Db11

T6SS machinery

secreted component

Ssp protein (secreted effector)
[Tae4 family]

Rap protein (immunity)
[Tai4 family]

 P
pk

A




