
One-pot digestion and ligation 

All these reagents were mixed together, and were incubated by PCR machine, with 

the programme indicated below. 

 

Phagemid                                          3μL (30ng/ μL) 

Insert                                                  1μL (100ng/ μL) 

T4 ligase buffer                                   2μL 

T4 ligase enzyme                                1μL 

BsaI                                                     1μL 

H2O                                                    12μL 

--------------------------------------------------------------------------- 

Total                                                         20μL 

 

 

temperature duration cycle 

37℃ 1.5min 15 

16℃ 3min 

50℃ 5min 1 

80℃ 10min 1 
 

 

Producing P1 phage 

1. E. coli C600 P1 lysogen transformed with P1 phagemid was cultured in LB medium (with 

25 µg/mL chloramphenicol) overnight.  

2. Next morning, dilute the culture 100 fold using phage lysis (PLM) medium with no  

    antibiotic, and incubate again for 45 minutes at 37℃ in a shaking incubator.  

    PLM medium is a LB medium with 100mM MgCl2 and 5mM CaCl2.  

3. In order to induce P1 phage to its lytic cycle, add arabinose to 0.02% and shaken  

   for approximately 3 hours until the medium started to clear. 

4.Add  2.5% Chloroform (v/v), and leave the mixture at room temperature for 15 minutes.  

5. Spin down at 4000g for 20 minutes.  

6. Filtered the supernatant with a 0.22mm filter into a fresh microcentrifuge tube  



    and add several drops of chloroform. 
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Infecting MoClo cells with engineered P1 phage  
 

1. Culture the host E. coli cells overnight (The host E.coli cells possess plasmid which 

contains Kanamycin resistant gene and target sequence of the CRISPR system. 

Hereinafter called MoClo cells) 

2.Next morning, dilute the culture 100 times and grow for 1-3 hours  

3.Centrifuge the culture, and resuspend in phage lysis medium (PLM).  

4.From this culture, 50mL of cells was mixed with P1 phage, in a ratio of either 1:1 (50mL),  

  1:2 (100mL), 1:4 (200mL).  

5.Incubated the mixture at 37℃ for 30 minutes without shakeing 

6.Add 900ml of LB medium and shake for 1 hour for transformation recovery.  

7. Spread 200µL of the cells infected with P1 phage onto LB plates (with 25 µg/mL 

Chloramphenicol/ one with 50 µg/mL Kanamycin/, and one without any antibiotics). These 

plates were incubated at 37℃ for 36 hours.  
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