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[bookmark: _GoBack]Tips for packaging and use of HIV-based Lentiviruses:

This protocol was optimized with pLKO.1 but works well with all HIV-based lentiviral plasmids such as pLL5 and pLenti. This is a second-generation HIV-based packaging system. It will not work for pLPCX or pLNCX.

Lentiviral shRNA:
The following shRNA sequences have been cloned into the pLKO.1 expression system available from Addgene (http://www.addgene.org/tools/protocols/plko).  I have optimized protocols for packaging lentivirus, titrating virus, and infecting target cells. I will attach my extended protocol, but a basic protocol is available in the above link and in the methods section of Mohni et al 2010 (1). 

All of the plasmids are Amp resistant. I recommend growing the pLKO.1 based plasmids (or pLL5, pLenti) at 200µg/mL of Amp. Alternatively, I also use 150µg/mL of Carbenicillin. The pLKO.1 plasmids have repeat sequences and replicate rather slow, so you may also need to allow a little more time for your cultures to grow. You will need high quality DNA preps of at least 1mg/mL if you plan to transfect these plasmids directly or produce lentivirus particles with them, do not use Mini-Prep DNA.

I package VSV-G pseudotyped replication defective lentivirus particles using a second generation packaging system consisting of the packaging plasmids psPAX2 (expresses gag/pol) and pMD2.G (expresses VSV G). These plasmids are both Amp resistant and grow quite well. If VSV-G pseudotyping is not appropriate for you, I have several other ecotropic (murine only) and amphotropic envelope proteins for pseudotyping. I do not have any third generation packaging plasmids (which use separate vectors to express gag and pol).

Sequences for pLKO.1 inserts (The first red sequence is the specific targeting sequence and the second red sequence is its complement). 
NON-TARGETING CONTROL SEQUENCES
5’
GFP 1 FORWARD (1)
CCGGGCAAGCTGACCCTGAAGTTCACTCGAGTGAACTTCAGGGTCAGCTTGCTTTTTG
shLuci Forward (2)
CCGGGTGCGTTGCTAGTACCAACCTCGAGGTTGGTACTAGCAACGCACTTTTTG
shControl Forward
CCGGAAATGAACGTGAATTGCTCAACTCGAGTTGAGCAATTCACGTTCATTTTTTTTG

ATR 1 FORWARD (1)
CCGGAACCTCCGTGATGTTGCTTGACTCGAGTCAAGCAACATCACGGAGGTTTTTTTG
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