
 
 
 

 
 

2020.8.17 
Reorganization and transformation validation 

It's a good selection of six clones. 

 
From left to right wereSOSOO ①, sosoo ② and vazyme. 

Six clones were selected from sosoo and vazyme respectively. 

Shaking at 37 ℃ at 220 rpm. 

Clonal shaking bacteria. 

 

2020.8.18 
1、Colony PCR: (860 BP) Qing family red enzyme 

2 × T5 Super PCR Mix: 25μl 

liner_ pSB1C3_ bottom: 2μl 

Pasr-pSB1C3- bottom: 2μl 

Template: 1 μl 

 dd H2O: 20μl 

 

Team Name--XHD-Wuhan-China 



 
 
 

 
 

 
 

No.1, 2 and 3 appeared normal band (2000 marker, 860bp target band) 

 

2、The length of recombinant plasmid was verified by plasmid 

Recombinant plasmid: 3275 BP 

The concentration of recombinant plasmid was as follows： 

 
Electrophoresis verification: 

 



 
 
 

 
 

the concentrations of No. 1，2 and 3 were normal, and there was a normal band (5000marker, 3295bp target 

band) 

 

3、Preservation of bacteria 

 

2020.8.19 

1、Transfer of Pasr-pSB1C3 plasmid strain by shaking last night 

1: 100 transfer capacity 

Three tubes of 5 mllb + 5ulcm + 50ul Pasr-pSB1C3 plasmid bacteria. 

The plasmid was composed of 200 μl / L SBL and 20 μl / L PbSr 3. 

2、Preparation of M9 medium 

M9 mother liquor preparation: (980ml deionized water) high pressure sterilization 

Na2HPO4.12H2O: 17.1g (molecular weight 358.14) 

KH2PO4: 3g (molecular weight 136.09) 

NaCl:0.5g 

NH4Cl:1g 

1mMgSO4.7H2O: 2.46g was added to 10ml dd H2O and autoclaved 

20% Glucose: 4g Glucose added to 20ml dd H2O, filtered and sterilized 

1mCaCl2.6H2O: 2.191g was added into 10ml dd H2O, and autoclaved 

 

2ml MgSO4100μl CaCl2 and 20ml filtered and sterilized Glucose were added into the above 980ml mother 

liquor. 

M9 medium was prepared successfully. 

 

3、The bacteria liquid was cultured to logarithmic growth stage and put into 4℃ refrigerator to avoid the 

growth of bacteria as far as possible 

Adjust the pH of M9 medium 

The pH of the original medium was 7.03. 

Firstly,  75 μl HCl was added, and the pH is 3.89. Secondly, 500 μl M9 medium was added, and the pH is 

4.44. Thirdly,  20 μl M9 medium was added ,and the pH is 4.47. 

Firstly , 80 μl HCl was added, and the pH is 4.43.  Secondly,  500 μl M9 medium was added,and the pH is 

4.93. Thirdly , 20 μll M9 medium was added , and the pH is 5.01. 

 



 
 
 

 
 

 
 

1 ml of bacterial liquid (Pasr-pSB1C3 plasmid strain) in logarithmic growth phase was centrifuged at 3000 

RMP for 5 min, and the supernatant was discarded 

200 μl of the above medium was added, and three biological repeats were made for each gradient. 



 
 
 

 
 

 
 

  

100 μl was added into 96 well plate and determined every 3 minutes for half an hour 

The data of OD580 and OD600 were as follows: 

 



 
 
 

 
 

 
 

2020.8.20 

1、Transfer of Pasr-pSB1C3 plasmid strain shaken yesterday 

1: 100 transfer capacity 

The plasmid was composed of 200 μl LB, 20 μl Cm, and200 μl  Pasr-pSB1C3 

2 hours later, the OD was 0.454. 

2、Transfer to M9 medium 

Take 1000ml and centrifugate at 4000rpm for 10min. 

Abandon supernatant solution. 

200 μl M9 medium (pH = 4.5 , 5 , 7) was added. 

Each pH was repeated in three groups. 



 
 
 

 
 

 

 
Sampling: 

When 200μl was added into each pore, the pH values were 4.5, 5 and 7 respectively. 

The first three wells were samples, and the last three wells were M9 medium corresponding to pH. 

 



 
 
 

 
 

The shaking time of the microplate : 

In the first hour, measure every 3 minutes. 

In the second hour, measure once every 10 minutes. 

In the third hour, measure every 20 minutes. 

At the fourth hour, the fifth hour and 30min. 

The data are attached: 

 



 
 
 

 
 

 



 
 
 

 
 

 
Take photos after taking out the enzyme labeled instrument after running. 

The bacteria with pH = 4.5 and pH = 5 turned blue and the acid induced promoter expression. 

pH = 7 did not turn blue and the promoter expression was weak. 

 



 
 
 

 
 

 
 

Drawing graphics: 

 

 

 


