Purify HSV Plasmid
This outline is based on a protocol provided by Madeline from Alyson Fournier’s lab.
Materials:
- Competent bacteria (see competent bacteria)
- 42°C water bath
- LB Media
- Ampicillin stock: 50mg/ml in water, filter sterilized

- LB/Amp: LB media + 50μg/ml Amp (1:1000)

- Ampicillin plates
- 15g agar to 1L of LB media

- Adjust to pH 7.5 with NaOH 

- Autoclave

- Cool to ~50°C

- Add ampicillin to a final concentration of 100μg/ml (i.e. 2ml of 50mg/ml ampicillin stock)

- Pour ~30ml into 10cm Petri dishes
Day 1 - Transform Bacteria:

- Combine competent cells and ~1ng DNA
- Gently mix cells and leave on ice for 15min

- Heat shock for 1.5min at 42°C

- Cool on ice for 1-2min

- Grow in 500μl of LB media for 1hr at 37°C

- Spread 100μl onto an Amp plate

- Grow O/N 37°C

Day 2 - Purify Plasmid:
- Pick colony into 3ml of LB/Amp
- Grow for 6-8hrs at 37°C

- Transfer 500μl to 500ml of LB/Amp in a 2L flask
- Grow O/N at 37°C

- Purify plasmid by Maxiprep

- Using BioRad’s kit (#732-6130), takes ~1.5hrs


- Spin at 5,000xg for 5min


- Add 15ml of Resuspension buffer to pellet and completely re-suspend by vortex and/or pipet up and down



- Add 23ml of Cell Lysis Soln and swirl to mix (do not vortex, soln should become viscous)



- After no longer than 5min, add 15ml of Neutralization Soln, mix by swirling (should see white ppt)



- After no longer than 10min, centrifuge for 20min at 8-10,000xg



- Transfer supernatant into a new centrifuge bottle



- Re-suspend the Quantum Prep Matrix by shaking and add 10ml to the supernatant


- Mix by swirling for 15-30sec and centrifuge for 5min at 3,000xg



- Pour off supernatant, add 25ml of Wash Buffer to pellet and re-suspend by shaking



- Centrifuge for 5min at 3,000xg



- Add 15ml of Wash Buffer to the pellet



- Re-suspend and then transfer to a spin basket into a 50ml tube (do not put lid on)


- Centrifuge for 5min at 3,000xg



- Pour off filtrate and add 10ml of Wash Buffer to basket



- Centrifuge for 5min at 3,000rpm



- Transfer basket to a new 50ml tube (supplied) and add 5ml of sterile water or TE


- Centrifuge for 5min at 3,000xg



- Determine concentration by OD @ 260nm 



- Using BioRad SmartSpec Plus





- Select ‘DNA/RNA’, press enter





- Ensure at A260 and that conversion is 1.0 = 50μg/ml





- Fill cuvet with water or TE and press ‘Read Blank’





- Press ‘enter’ to continue




- Fill cuvet with DNA (min 50μl), press ‘Read Sample’ 
Day 3 to 6 - Test Plasmid:
- Two nights before, plate 300k HEK 293Ts per well of a 6-well plate
- In the morning, transfect HEK 293Ts:
- Dilute 2μg of amplicon DNA (needs to be >50ng/μl) to 100μl with 37°C Opti-MEM I

- Dilute 12μl of LipofectAMINE with 88μl of 37°C Opti-MEM I

- Create transfection mixture by mixing these two solutions in a 1.5ml tube (without vortexing) 

- Incubate for 20-45min at RT, then add 800μl of 37°C Opti-MEM I 

- Wash 2-2 cells with 2ml of 37°C Opti-MEM I and replace with another 2ml of 37°C Opti-MEM I (this removes pen/strep that is toxic during transfection)
- To cells already in 2ml of Opti-MEM I, add 1ml of transfection mixture dropwise, over the entire plate **

- Incubate for 5.5hrs

- Wash cells 3x with 2ml of 37°C PBS
- Culture for 24hrs in DMEM/10%FBS

- Lyse and run SDS-PAGE & western blot using 9E10 antibody
http://www.geocities.com/simonwaynemoore/protocols.htm 
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