Protocol for Infusion Cloning

· Prepare Vector

· Digest ~2-5ug vector overnight in 50 ul reaction using preferably two restriction enzymes.  If performing double digest, be sure enzymes are compatible with same buffer, otherwise perform sequential digests. 
· Gel-purify the linearized vector with GeneJet Gel Extraction Kit (Fermentas)

· Elute from column with 12 ul elution buffer

· Quantify on Nanodrop spectrophotometer

· Prepare Insert

· PCR amplify insert using Infusion primers and high fidelity Taq (e.g. Phusion taq)
· Gel-purify insert using GeneJet Gel Extraction Kit (Fermentas)

· Elute from column with 12 ul elution buffer

· Quantify on Nanodrop spectrophotometer

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

Infusion Reaction

· 100ng linearized vector
· 35 ng of each PCR fragment
· 1 ul 5x Infusion enzyme mix
· Bring reaction up to 5 ul with water
· Incubate reaction at 50C for 15 min
· Place reaction on ice and add 20 ul TE buffer (Infusion enzyme mix contains reagents that reduce transformation efficiency.  This dilution is necessary to maintain decent transformation efficiency)
· Transform 2.5 ul into 100 ul of competent cells (more than 2.5 ul will reduce transformation efficiency)
· Following 1hr.  recovery at 37C, pellet cells and resuspend in 50-100 ul LB broth
· Plate the entire transformation reaction on a single plate
