
 
 
 

 
 

2020.8.10 

1、 The plasmid Pasr-pUC19 was transformed into DH5 α 

The plasmid lyophilized powder was centrifuged to ensure that 4ug powder was concentrated at the bottom 

of the bottle. 

The lyophilized plasmid powder was dissolved in 40 UL of 1 × te buffer. 

The mixture was centrifuged again and stored at -20 ℃. 

Take 2.5μl and transfer to DH5 α receptive state. 

Place on ice for 30 minute…… 

Heat shock 90s. 

Place on ice for 2 min. 

Add 900 μl LB liquid medium. 

37 ℃ shaking table culture for 1 h. 

It was coated on the plate containing amp and cultured at 37 ℃. 

 

2、 The plasmid pUC19 was transformed into DH5 α 

The pUC19 plasmid was transformed into DH5 α. 

3、 Resuscitation of pSB1C3 plasmid bacteria 

5 ml LB + 5 μl 34 mg / ml cm + 100 μl glycerol bacteria. 

37 ℃ 220 RMP shaking table culture. 

4、 PCR verification of electroporation mixed plasmid 

Test top / test bottom and plasma top / plasma bottom were used as primers. 

Preparation of 10 μl Max system. 

5μl Max 

Primer on 1μl 

1 μl primer 

1 μl template bacteria 

2μl  dd H2O 
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result: 

 
Verification failed 

 

The literature shows that Dr strain needs special promoter to start expression, so it can not express 

The plate of AMP may be infected with mixed bacteria, because the probability of bacterial growth is very 

low, not all the boards grow bacteria 

 

2020.8.11 

1、 Pasr-pUC19 coated yesterday was transformed into DH5 α flat panel Monoclonal (3 clones) and shaken 

in liquid LB medium containing amp 

 



 
 
 

 
 

2、 The flat panel clones (three clones) transformed from pUC19 coated yesterday to DH5 α were shaken in 

liquid LB medium containing amp 

 

3、 Transfer culture of pSB1C3 plasmid bacteria recovered yesterday (transferred to two tubes) 

 

4、 Plasmid Extraction 

The plasmids were extracted from the above three kinds of bacteria 

The plasmids Pasr-pUC19, pSB1C3 and pUC19 were extracted 

Determination of concentration 

 
 



 
 
 

 
 

The length of plasmid was verified by electrophoresis 

 
 

According to the concentration and electrophoretic bands, pSB1C3 was selected as the second tube and Pasr-

pUC19 as the third tube for enzyme digestion and preservation 

PUC19 select No. 2 tube preservation bacteria 

 

2020.8.12 

1、 Enzyme digestion 

① Preparation of enzyme digestion system (20μl) 

Pasr-pUC19 plasmid (120ng / μl): 7μl 

EcoRI (10U/μl) :1μl 

XbaI (10U/μl):1μl 

10× buffer:2μl 

 dd H2O:10μl 

The enzyme was digested at 37 ℃ for 30 min and stored at 4 ℃ 

Results: 



 
 
 

 
 

 
There was no target fragment in the 140 BP pasr, which might not have been cut 

Note: later, it was found that my enzyme cutting time was set incorrectly. I set 30 minutes to 30 seconds, so 

there was no enzyme cutting 

② Preparation of enzyme digestion system (20ul) 

pSB1C3 plasmid (120ng / μl): 7μl 

EcoRl (10U/μl) :0.5μl 

Xbal (10U/μl):0.5μl 

10× buffer:2μl 

 dd H2O:10μl 

The enzyme was digested at 37 ℃ for 30 min and stored at 4 ℃ 

 

 



 
 
 

 
 

 

 

Results: 

The target fragment was most of pSB1C3 plasmid with normal band, but it was not found because it was 

only about 10 bp away from the complete plasmid 

Method to determine whether the enzyme digestion was successful 

Improvement: a loop plasmid without enzyme digestion was selected as the control, and the linear plasmid 

was longer than the circular plasmid at the same length 

For the time being, it is regarded as a successful enzyme digestion fragment for gel recovery 

Note: later, it was found that my enzyme cutting time was set incorrectly. I set 30 minutes to 30 seconds, so 

there was no enzyme cutting 

 

2、 The enzyme digestion of pasr was performed again 

The system and conditions are the same as above. 

 
The last pore is Pasr-pUC19 plasmid control 

result: 

There was no difference between the circular plasmid and the linearized fragment 

Note: later, it was found that my enzyme cutting time was set incorrectly. I set 30 minutes to 30 seconds, so  

enzyme cutting is failed. 

 

3、 pSB1C3 was digested by enzyme and recovered 

 



 
 
 

 
 

 

 
Results: 

There is a problem with the concentration of the glue cutting recovery. It may be that W1 is wrongly added to 

W2 in the glue cutting recovery step (I don't remember).On the left side of the electrophoretic map is the 

tangent product of the enzyme recovered from gel cutting, and on the right side is the circular plasmid that has 

not been digested.However, due to the poor concentration of gel recovery, it may need to be renewed in the 

future conduct. 

Note: Because enzyme digestion is failed,  the recovered glue is also discarded. 

 

2020.8.13 

1、Preservation of bacteria 

The DH5 α of Pasr-pUC19 plasmid was preserved 

The DH5 α of pSB1C3 plasmid was preserved 

The DH5 α of pUC19 plasmid was preserved 

 

2、Pasr fragment was obtained by PCR 

System 20μl 



 
 
 

 
 

 
results: 

140 BP is too short, 

① Run electrophoresis with 2% gel may run out. 

② Max enzyme PCR is not suitable for such a short fragment, you can try other enzymes. 

 

3、Enzyme digestion 

Recovery of pasr 140bp by cutting glue 

 

 
The concentration of glue recovery is too low 

 

Cut the glue and recover the fragments below 500bp, and wash them with isopropanol 

 

4、Re digestion of Pasr-pUC19 

 

100bp length strips may not be suitable for 1% gels. 

 

improvements: 

① The enzyme digestion was repeated 

② SDS was added to terminate the enzyme digestion reaction 

③ After electrophoresis, 2% agarose gel was used for electrophoresis. 

 

5、Enzyme digestion of pSB1C3 plasmid and Pasr-pUC19 plasmid 



 
 
 

 
 

The system is the same as above, and each tube is made of 4 tubes of 20μl 

The enzyme was digested at 37 ℃ for 30 min and inactivated at 65 ℃ for 5 min 

Glue running verification 

 

6、Glue cutting recovery 

There is a problem with the gel cutting Recovery Kit. In recent days, the concentration of the kit is very low, 

so it has been discarded. 

 

2020.8.14 

1、Preparation of improved granules by shaking bacteria 

Because the recovery of pSB1C3 plasmid gel cutting failed, it had to be redone 

Pasr-pUC19 was not digested successfully, so we have to do it again 

But the plasmid is gone, so shake the bacteria 

Three tubes of pSB1C3 and Pasr-pUC19 were used 

5 ml LB + 5μl Amp + 100μl pSB1C3 glycerol bacteria, 

5 ml LB + 5μl Cm + 100μl Pasr-pUC19 glycerol bacteria, 

37 ℃, 220 RMP overnight. 

 

2020.8.15 

1、The plasmid was extracted, the concentration was determined and the electrophoresis was detected 

The concentration measured by a small spectrophotometer was as follows: 

 
Secondary recovery: 

Note: if you want to obtain a higher concentration of plasmids, you can add the centrifuged plasmid into the 

adsorption column for centrifugation 

The lower plasmid concentration was higher than the first concentration 

 
 

Electrophoresis verification： 



 
 
 

 
 

 
 

The concentration was analyzed by image lab as follows: 

 
The following concentrations were obtained: (in the order above) 



 
 
 

 
 

 
Enzyme digestion 

The plasmid pSB1C3 was digested by enzyme： 

 

 
Compared with the circular plasmid, the length of the control became longer. 

Pasr-pUC19 plasmid was digested by enzyme: 



 
 
 

 
 

 
results: 

The length of 140 BP was not found, which was difficult to run. Therefore, we gave up the restriction enzyme 

to get the fragment. 

 

2020.8.16 
 

1、Pasr fragment was obtained by PCR 

M13 FWD new and M13 rew new primers were selected to p down pasr gene (406bp) 

System: (20ul) 4 tubes 

Pasr-pUC19 plasmid: 1μl 

M13-fwd-new：1μl 

M13-rew-new：1μl 

Max（2×）:10μl 

 dd H2O：7μl 

The program follows the saved Max program 

Preparation of agarose gel 1.5% resin 



 
 
 

 
 

 

2、The plasmid pSB1C3 was linearized by PCR (2894 BP) 

System: (20μl) 4 tubes 

pSB1C3 plasmid: 1μl 

liner_ pSB1C3_ top: 1μl 

liner_ pSB1C3_ bottom：1μl 

Max（2×）:10μl 

 dd H2O：7μl 

The program follows the saved Max program 

Preparation of agarose gel 1% resin 



 
 
 

 
 

 

3、The above fragments were recovered by running glue and cutting glue (simgen for glue cutting recovery) 

The concentration was determined after the glue was recovered 

 
Run out to verify the cut and recovery strip and concentration 

 
 



 
 
 

 
 

 

 
The concentrations were as follows: 

The linear fragment concentration of pSB1C3 was 150 * 3.380966 = 507.1449 

The concentration of pasr fragment was 150 * 4.911888 = 736.7832 

 

4、Sosoo recombination and transformation (10ul system) 

Sosoo: 5μl 

Pasr fragment: diluted 10 times and added 1.5μl 

Linearization pSB1C3: add 1.5μl after 10 times dilution 

 dd H2O:2μl 

The reaction time was 15 min at 50 ℃ and stored at 4 ℃. 

 

 

5、Novozan recombination and transformation (20ul system) 

Exnase Ⅱ: 2μl 

5 × CE Ⅱ Buffer: 4μl 

Pasr fragment: diluted 10 times and added 2μl 

Linearization pSB1C3: add 1 μl after 100 times dilution 

 dd H2O:9μl 

The reaction time was 30 min at 37 ℃ and stored at 4 ℃ . 

 

 


