
 
 
Example: 
 
I’d to ligate SmGPCR like Smp 043340 insert (1.6Kb, 20ng/µl) with pGEM-T vector 
(3Kb, 50ng/µl) in 3:1 molar ratio (insert:vector). 
Thus, I need 80ng insert and since the gel purified insert is 20ng/µl, then I should use 4µl 
 
Prtocol: 
(1) Pulse-spin pGEM-T vector to collect it in the bottom of the tube. 
(2) Vortex 2X Rapid ligation buffer vigorously to dissolve its components prior to use. 

Keep the   T4-ligase and its buffer on ice always. 
(3) In 10ul ligation rxn tube, addthe following (respect the order) 

2X ligation buffer ------------------5µl 
Insert* ---------------------------- 4µl 
pGEM-T (50ng/µl) -------------- 1µl 
T4 Ligase (3U/µl) --------------- 1µl 

 
Pipette up and down to mix the stuff and either incubate for 1hour at room temperature or 
O/N at 4°C. 


