
Experimental Notes of MBC 

Experimental Notes in 7.15 

1.PCR PGM（Phosphoglucomutase） 

2.Agarose Gel Electrophoresis 

 PGM 

 

 

M :2000maker 

 1  2  3  4  5  6 :PGM 

3.Agarose Gel Electrophoresis Products Recycling  

 PGM 

4.A restriction endonuclease cleaves the plasmid-pseva331 

 Q.cut XbaI 

5.Purify product of PCR 

Experimental Notes in 7.16 

1.The linkage between target DNA fragments and vectors 

 PGM, pSEVA331 

2.Hot-shock Transformation 

 PGM+ pSEVA331 

 A B C 

1 DNA Insert size (bp) Plasmid size (bp) 

2 PGM 2145  

3 pSEVA331  2893 

4 PAsr 201  

5 J23119 84  

6 cdigmp 876  

                       M    1  2  3  4  5  6  



 

Experimental Notes in 7.17 

1.Colony PCR 

 PGM+ pSEVA331 

Experimental Notes in 7.18 

1.Extract plasmids-pseva331 

2.Colony PCR 

 PGM+ pSEVA331 

3.Two restriction endonuclease cleaves the plasmid-pseva331 

 XbaI,EcoRI 

 

 

M : 5000maker 

1  2 : pseva331 

Experimental Notes in 7.19 

1.Purify product of  ‘7.18(3)’ 

2.The linkage between target DNA fragments and vectors 

 PGM，pSEVA331 

3.Hot-shock Transformation 

 PGM+ pSEVA331 

Experimental Notes in 7.20 

1.Extract plasmids-pET28a 

                                M  1  2 



 

2.Colony PCR 

 PGM+ pSEVA331 

3.The linkage between target DNA fragments and vectors 

     PGM，pSEVA331 

4.Hot-shock Transformation 

 PGM+ pSEVA331 

Experimental Notes in 7.21 

4.Colony PCR 

 PGM+ pSEVA331 

2.Two restriction endonuclease cleaves the plasmid-pseva331 

 PstI, EcoRI 

Experimental Notes in 7.22 

1.Purify product of‘7.21（2）’ 

2.PCR PGM 

3.Agarose Gel Electrophoresis 

 PGM 



      

M : 5000maker 

1  2 : PGM 

4.Agarose Gel Electrophoresis Products Recycling 

PGM 

 

 

M : 5000maker 

1  2 : PGM 

5.The linkage between target DNA fragments and vectors 

 PGM，pSEVA331  (PstI, EcoRI) 

 

     M  1  2  M 

 

         1        M       2 

 

                     M 1 2 

 



 
M : 5000maker 

1  2 : PGM 

6.Hot-shock Transformation 

 PGM+ pSEVA331  (PstI, EcoRI) 

Experimental Notes in 7.23 

1.A restriction endonuclease cleaves the plasmid-pseva331 

 Q.cut XbaI 

2.Purify product of‘7.23（1）’ 

3.Colony PCR 

PGM+ pSEVA331‘7.22（6）’ 

4.A restriction endonuclease cleaves the plasmid-pseva331 

    XbaI 

Experimental Notes in 7.24 

1.Purify product of‘7.23（4）’ 

2.Extract plasmids-pSEVA331 

 

 

                M 1  2  3  4  5  6  

 



M : 5000maker 

1 2  3  4  5  6  : pSEVA331 

3.A restriction endonuclease cleaves the plasmid-pseva331 

 Q.cut XbaI 

4.The linkage between target DNA fragments and vectors 

 PGM，pSEVA331  (Q.cut XbaI \ XbaI) 

5.Hot-shock Transformation 

 PGM+ pSEVA331  (Q.cut XbaI \ XbaI) 

Experimental Notes in 7.25 

1.Colony PCR 

PGM+ pSEVA331‘7.24（5）’ 

Experimental Notes in 7.26 

1.Colony PCR 

PGM+ pSEVA331‘7.24（5）’ 

Experimental Notes in 7.28 

1.PCR pSEVA331（Primer mix） 

2.PCR pSEVA331（pfu）proof of primer 

 

 

M : 5000maker 

1  2  3  4  5  6  7  8  9 : proof of sequence 

Experimental Notes in 7.30 

1.PCR new pSEVA331 

2.PCR new pSEVA331 

3.Inoculate new pSEVA331 

Experimental Notes in 7.31 

1.Extract plasmids-pseva331 

                M 1  2  3  4  5  6  7  8  9  

 



2.PCR PGM 

3.Agarose Gel Electrophoresis 

 PGM 

4.Agarose Gel Electrophoresis Products Recycling 

PGM 

5.PCR PGM+pseva331 

 

 

M : 5000maker 

1  2：PGM 

3  4 : pseva331 

Experimental Notes in 8.1 

1.PCR PGM+pseva331 

2.Agarose Gel Electrophoresis 

 PGM 

3.Agarose Gel Electrophoresis Products Recycling 

PGM 

Experimental Notes in 8.2 

1.The linkage between target DNA fragments and vectors 

 PGM‘8.1（1）’，pSEVA331‘8.1（3）’ 

2.Hot-shock Transformation 

 PGM+ pSEVA331‘8.2（1）’ 

Experimental Notes in 8.3 

1.Colony PCR 

PGM+ pSEVA331‘8.2（2）’ 

2.Preparation medium 

        M  1  2  3  4  



3.The linkage between target DNA fragments and vectors 

 PGM‘8.1（1）’，pSEVA331‘8.1（3）’ 

4.Hot-shock Transformation 

 PGM+ pSEVA331‘8.2（1）’ 

 

 
M : 5000maker 

1~20 : proof of sequence 

5.Inoculation of A.xylinus 

Experimental Notes in 8.4 

1.inoculate transformant of E.coli into LB 

2.culture preservation of ‘8.3（4）’ 

Experimental Notes in 8.5 

1.Inoculate pSEVA331-PGM 

2.Extract plasmids-pSEVA331-PGM 

 

   M 1  2  3  4  5  6  7  8  9  1 0  1 1  1 2  1 3  1 4  1 5  1 6  1 7  1 8  1 9  2 0  

                      M  1  2  3  4 



 

M : 5000maker 

1  2  3  4 : plasmids-pSEVA331-PGM 

Experimental Notes in 8.6 

1.Transfer A.xylinus into conical flask 

Experimental Notes in 8.7 

1.Electric-shock Transformation 

 PGM+ pSEVA331‘8.5（2）’ 

Experimental Notes in 8.8 

1.PCR PGM 

2.PCR Asr 

 

 

         M 1  2  3  4  M 5  6  7  8 



M : 5000maker 

1  2  3  4：PGM 

M : 500maker 

5  6  7  8:  Asr 

3.Purify product of PCR 

 

 
M : 5000maker 

1 ：PGM 

M : 500maker 

2 :  Asr 

Experimental Notes in 8.9 

1.Fusion PCR 

Asr+PGM‘8.8（1）（2）’ 

 

 

                     M 1  M 2 

                    M 1  2  3  4 



M : 5000maker 

1  2  3  4：Asr+PGM 

Experimental Notes in 8.10 

1.Colony PCR 

PGM+ pSEVA331‘8.7（1）’ 

 

M : 5000maker 

1~6 : proof of sequence 

Experimental Notes in 8.11 

1.PCR PGM 

2.PCR Asr 

3.Agarose Gel Electrophoresis 

 PGM 

 

 

M : 5000maker 

1  2  3  4 : PGM 

           M 1  2  3  4  5  6 

       M              1  2  3  4 



3.Agarose Gel Electrophoresis 

 Asr 

 

 
M : 5000maker 

1 : PGM  

2  3  4  5 : Asr 

4.Agarose Gel Electrophoresis Products Recycling 

PGM 

5.Agarose Gel Electrophoresis Products Recycling 

Asr 

 

M : 5000maker 

1 : Asr 

Experimental Notes in 8.12 

1.Fusion PCR 

 Asr+PGM 

                  1 M 2  3  4  5  

                    M  1 



2.Agarose Gel Electrophoresis 

 Asr+PGM 

 

 

M : 5000maker 

1  2  3  4 : Asr+PGM 

3.Agarose Gel Electrophoresis Products Recycling 

Asr+PGM 

4.PCR pSEVA331 

5.Agarose Gel Electrophoresis 

    pSEVA331 

 

  

M : 5000maker 

1  2  3  4 : pSEVA331 

Experimental Notes in 8.13 

1.Agarose Gel Electrophoresis Products Recycling 

pSEVA331 

                M 1  2  3  4  

                   M 1  2  3  4  

                          M 1 

 



 

 

 

M : 5000maker 

1 : pSEVA331 

2.Inoculate PGM+ pSEVA331‘8.7（1）’ 

Experimental Notes in 8.14 

1.PCR PGM 

2.Agarose Gel Electrophoresis 

 PGM 

3.Agarose Gel Electrophoresis Products Recycling 

PGM 

 
M : 5000maker 

1 ：PGM 

     M                1 



Experimental Notes in 8.15 

1.The linkage between target DNA fragments and vectors 

2.Hot-shock Transformation 

 Asr+PGM+ pSEVA331 

3.Hot-shock Transformation 

 J23119+PGM+ pSEVA331 

Experimental Notes in 8.16 

1.Colony PCR 

Asr+PGM+ pSEVA331‘8.15（2）’ 

2.Colony PCR 

J23119+PGM+ pSEVA331‘8.15（3）’ 

Experimental Notes in 8.17 

1.Colony PCR 

Asr+PGM+ pSEVA331‘8.15（1）’ 

2.Colony PCR 

J23119+PGM+ pSEVA331‘8.15（2）’ 

    

 

M : 5000maker 

1~9 ：Asr+PGM+ pSEVA331 

10~19 ：J23119+PGM+ pSEVA331 

3.inoculate transformant of E.coli into LB 

Experimental Notes in 8.18 

1.Extract plasmids-Asr+PGM+ pSEVA331 

2.Extract plasmids-J23119+PGM+ pSEVA331 

                    1  2  3  4  5  6  7  8  9 M10 11 12 13 14 15 16 17 18 19  



 

M : 5000maker 

1  2 ：Asr+PGM+ pSEVA331 

3  4 ：J23119+PGM+ pSEVA331 

3.culture preservation of‘8.18（1）（2）’ 

Experimental Notes in 8.24 

1.PCR cdigmp 

2.PCR Asr 

3.Agarose Gel Electrophoresis 

 cdigmp/Asr 

 

M : 5000maker 

1  2  3  4 ：cdigmp 

5  6  7  8 ：Asr 

4.Agarose Gel Electrophoresis Products Recycling 

cdigmp/Asr 

                    1  2  M 3  4 

          1  2  3  4M 5  6  7  8 



Experimental Notes in 8.25 

2.Fusion PCR 

Asr+cdigmp‘8.24（4）’ 

3.PCR cdigmp 

4. 

 

M : 5000maker 

1  2  3  4 ：cdigmp 

5  6  7  8 ：Asr+cdigmp 

3.Agarose Gel Electrophoresis Products Recycling 

cdigmp/Asr+cdigmp 

 
M : 5000maker 

1 ：cdigmp 

2 ：Asr+cdigmp 

 

        1  2  3  4  M  5  6  7  8 

                         1 M 2 



Experimental Notes in 8.26 

1.The linkage between target DNA fragments and vectors 

2.Hot-shock Transformation 

 Asr+cdigmp+ pSEVA331 

3.Hot-shock Transformation 

 J23119+cdigmp+ pSEVA331 

Experimental Notes in 8.27 

1.Colony PCR 

Asr+cdigmp+ pSEVA331‘8.26（2）’ 

 

M : 5000maker 

1~23 : Asr+cdigmp 

2.inoculate transformant of E.coli into LB 

Experimental Notes in 8.28 

1.Extract plasmids-Asr+cdigmp+ pSEVA331 

2.culture preservation of‘8.28（1）’ 

Experimental Notes in 8.30 

1.PCR cdigmp（new primer） 

2.Agarose Gel Electrophoresis 

 cdigmp 

            M  1  2  3  4  5  6  7  8  9  1 0  1 1  M121314151617181920212223  

                       1   2   3  4   M  5   6  7   8 



 
M : 5000maker 

1~8 ：cdigmp 

Experimental Notes in 8.31 

1.Agarose Gel Electrophoresis Products Recycling 

cdigmp‘8.30（2）’ 

 

M : 5000maker 

1~8 ：cdigmp 

2.The linkage between target DNA fragments and vectors 

3.Hot-shock Transformation 

 J23119+cdigmp+ pSEVA331 

Experimental Notes in 9.1 

1.Colony PCR 

J23119+cdigmp+ pSEVA331‘8.31（3）’ 

                                   1 M 



 

M : 5000maker 

1~14 : J23119+cdigmp 

Experimental Notes in 9.2 

1.culture preservation of‘9.1（1）’ 

2.Extract plasmids-J23119+cdigmp+ pSEVA331 

 
M : 5000maker 

1  2 : plasmids-J23119+cdigmp+ pSEVA331 

3.culture preservation of‘9.2（2）’ 

Experimental Notes in 9.4 

1.Electric-shock Transformation 

  Asr+PGM+ pSEVA331 

J23119+PGM+ pSEVA331 

Asr+cdigmp+ pSEVA331 

J23119+cdigmp+ pSEVA331 

 

                     1  2  3  4  5  6  7  M  8 9 10 11 12 13 14  

                                   1 M  2   



Experimental Notes in 9.8 

1.Colony PCR 

  Asr+PGM+ pSEVA331 

J23119+PGM+ pSEVA331 

Asr+cdigmp+ pSEVA331 

 

 
M : 5000maker 

1~10 : Asr+PGM 

11~20 : J23119+PGM 

1~5 : Asr+cdigmp 

Experimental Notes in 9.9 

1.Inoculate Asr+PGM+ pSEVA331，J23119+PGM+ pSEVA331，Asr+cdigmp+ pSEVA331

‘9.8（1）’ 

Experimental Notes in 9.10 

1.culture preservation of‘9.9（1）’ 

Experimental Notes in 9.12 

1.PCR J23119+cdigmp/Asr+PGM 

      1  2  3  4  5  6  7  8  9  10M 11 12 13 14151617181920               M 1  2  3  4  5  6  



 

M : 5000maker 

1  2  3  4 ：Asr+PGM 

5  6  7  8 ：J23119+cdigmp 

Experimental Notes in 9.13 

1.Agarose Gel Electrophoresis Products Recycling 

Asr+PGM/J23119+cdigmp 

 

M : 5000maker 

1  ：Asr+PGM 

2  ：J23119+cdigmp 

Experimental Notes in 9.16 

1.The linkage between target DNA fragments and vectors 

2.Hot-shock Transformation 

                        1 2 3 4 M 5 6 7 8   

                               2  M  1  



 Asr+PGM+J23119+cdigmp+ pSEVA331 

Experimental Notes in 9.17 

1.Colony PCR 

  Asr+PGM+ J23119+cdigmp+ pSEVA331 

 

M : 5000maker 

1~16 : Asr+PGM+J23119+PGM 

Experimental Notes in 9.18 

1.Inoculate Asr+PGM+J23119+cdigmp+ pSEVA331‘9.17（1）’ 

2.Extract plasmids-Asr+PGM+J23119+cdigmp+ pSEVA331 

 

 
M : 5000maker 

1  2 ：Asr+PGM+J23119+cdigmp 

Experimental Notes in 9.19 

1.Electric-shock Transformation 

  Asr+PGM+J23119+cdigmp+ pSEVA331 

           1 2 3 4 5 6 7 8 M 9 1 0 1 1 1 2 1 3 1 4 1 5 16 

            2  M  1  



J23119+cdigmp 

Experimental Notes in 9.24 

1.Colony PCR 

  Asr+PGM+ J23119+cdigmp+ pSEVA331 

J23119+cdigmp 

 

 
M : 5000maker 

1~10 : Asr+PGM+ J23119+cdigmp+ pSEVA331 

11~20 : J23119+cdigmp 
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