Preliminary :

1. full-length cDNA clones are purchased and received as glycerol stocks
· sources include: Harvard Institute of Proteomics, Open Biosystems, 



Invitrogen
· clones are stored at -80C

2. record data in the excel file ‘NCI exp-solubility plate template’

3. Predict solubility / membrane localization using http://www.cbs.dtu.dk/services/TMHMM/
      http://www.cbs.dtu.dk/services/SignalP/
4. design primers : http://tools.bio.anl.gov/bioJAVA/jsp/ExpressPrimerTool/
5. order Forward and Reverse primers through IDT

day 1 

streak out clones onto LB plates using the appropriate antibiotic 
· pour LB plates with the appropriate antibiotic

7.75g LB in 500mL + 7.5 agar


autoclave on Liquid cycle for 30 minutes

cool and add 500ul antibiotics for 500mL media


AMP: 150mg/ml


KAN: 30mg/ml


CAM: 34mg/ml

· divide plates into 4 quadrants and label with clone ID
· streak from glycerol stock onto plate using sterile inoculating loop – 4 clones into 4 quadrants per plate

· incubate at 37C overnight

day 2
prepare 3 deep well plates for plasmid purification and glycerol stocks
prepare appropriate volume of 2XYT + antibiotic, depending on the vector source of the cDNA clones
· deep well plate 1 : add 1.3mL media, to spin down into bacterial pellets
· deep well plate 2 : add 1.3mL media, to spin down into bacterial pellets as a 



       backup plate
· deep well plate 3 : add 1.0mL media, for storage as glycerol stock

inoculate single colonies from fresh plate to matching well
shake all 3 deep wells plates at 250rpm at 37C overnight
day3 
prepare 2 plates of glycerol stock in the morning
· add 450ul 50% glycerol to 2 deep well plates
· transfer 450ul culture to each of the 2 deep well glycerol plates

· store in -80C

in the afternoon remove the deep well cultures from 37C shaker for plasmid purification
· spin at 5000rpm for 20 minutes

· discard supernatant and blot well 

· store at -20

Plasmid Purification – pelleted bacteria will yield ultrapure DNA
Qiagen QIAprep 96 Turbo miniprep kit 
refer to manufacturer protocol : http://kirschner.med.harvard.edu/files/protocols/QIAGEN_QIAGENPlasmidPurification_EN.pdf
· resuspend pelleted bacterial cells in 250ul Buffer P1 and transfer to flat bottom block

· add 250ul Buffer P2 to each sample, seal, and gently invert 4-6 times to mix, incubate 5 minutes at room temperature for 5 minutes

· prepare the QIAvac 96

· add 350ul Buffer N3, seal and invert 4-6 times to mix

· pipet the lysate of 850ul per well into the TurboFilter plate

· apply vacuum until samples have passed through

· discard the TurboFilter plate and transfer the QIAprep plate to the top plate of manifold and waste tray on bottom

· apply vacuum

· wash QIAprep plate by adding 0.9ml Buffer PB, then apply vacuum
· repeat once

· apply vacuum for an additional 10 minutes to dry the membrane

· remove QIAprep plate and blot

· modification : instead of Buffer EB, elute with 150ul TE and spin 3-4 minutes at 4000rpm by placing QIAprep plate on a round well plate

· store at -20C

Templiphi reactions for sequencing analysis

GE Healthcare Templiphi 100 amplification kit 
refer to manufacturer protocol : http://www.gelifesciences.co.jp/tech_support/manual/pdf/dnaseqr/74003921ab.pdf
· for purified plasmid: prepare 1:20 dilution plasmid and TE

· for glycerol stock inoculate 5-10ul into 500ul 2XYT AMP and grow overnight, then prepare 1:20 dilution plate

· transfer 1ul dilute plasmid template to new plate

· add 5ul sample buffer (500ul for 100 rxns)

· heat plate to 95C for 3 minutes (thermocycler program : WEN 95)
· prepare premix of 5ul reaction buffer and 0.2ul enzyme mix (500ul + 20ul for 100 rxns) and add to plate

· incubate at 30C for 4-18hrs, then incubate at 65C for 10 minutes (thermocycler program : suneeta templiphi-inc)

· store at -20C

· send plate to University of Chicago for sequencing analysis


Bill Bukema



CRC-DNA Sequencing Facility


Univ. of Chicago, Knapp Rm R022


924 E. 57th Street 



Chicago, IL 60637


(773)702-1088
· Results are available via FTP download and Sequencher software is used for sequencing analysis and clone validation

