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1、Experimental purpose: Prepare competent cells of E.coli K-12 MG1655, E.coli K-12 MG1655 panD-; transform 

 

2、Material 

E.coli K-12 MG1655、E.coli K-12 MG1655 panD-、pGLO-Cas9（428ng/ul）、pTF-p15A（444ng/ul）、50 mM CaCl2 

3、Experimental procedure 

(1) Prepare competent cells according to our protocol; 

(2)transform according to our protocol; 

Add the following volume plasmid to the competent cells: 

1 2 3 4 

100ul E.coli K-12 MG1655 100ul E.coli K-12 MG1655 panD- 

pTF-p15A pGLO-Cas9 pTF-p15A pGLO-Cas9 pTF-p15A pGLO-Cas9 pTF-p15A pGLO-Cas9 

1ul 1ull 0 0 1ul 1ul 0 0 

(3)Spread plate as shown below: 

 1 2 3 4 

Plate number A1 A2 A3 B1 B2 B3 

Amp + + + + + + 

Spec + + + + + + 

Ara + - - + - - 

 

 

4、Results 

 

 

Table1. Number of transformants 

 

 

 

 

According to the transformation results, both B1 and B2 have transformants because the panD-mutant strain has 

no panD gene on the genome, so the sgRNA targeting panD on pTF cannot function, and the strain is normal in the 

 A1 A2 A3 B1 B2 B3 

Number of 

transformants 

0 0 0 117 160 0 
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case of Ara induced and non-induced Cas9 expression. The expected result of the wild strain is that when Ara is 

not induced (A2), there should be a transformant. When Ara is induced (A1), expression of Cas9 and sgRNA results 

in the cleavage of the panD gene in the wild strain genome. So there there is no transformants or fewer 

transformants. However, the experimental results showed that A2 also had no transformants. The possible reason 

was that a small amount of Ara was contained in the LB medium, resulting in Cas9 leakage expression and no 

transformant production. 

The medium will be replaced in the next step, and the leakage expression of the arabinose promoter will be 

reduced using the M9 basic salt medium. 

 

 

 

 

 

 


