Protocol for PPI pool screen

I. Setting up the screening plate:

1. Inoculate an overnight culture (500 (l) from frozen stock (label: BPI-pool; 250 strains) into 25 ml minimal Media (supplemented with his, leu, lys, leu). 

2. Dilute the pool to a starting OD of 0.01 per ml. Add methotrexate (concentration of stock solution is 10 mg/ml) at a 1:100 dilution. 

3. Seed 700 (l of the cell suspension into two 48-well plates.  

4. Add 7 (l of compound. 

5. Harvesting OD is 0.42 (5 generations). 

II. Sample processing

1. Spin cell suspension for 3 min @ 3000 rpm. 

2. Use Liquidator to remove supernatant.

3. Extract genomic DNA using Qiaxtractor. 

4. Elute gDNA in 275 (l water. 

5. PCR amplify barcodes using UP- and DN-tag mixtures (use 12.5(l of gDNA). 

6. Dilute 10 (l of UP- and DN-tag PCR products in 480 (l of water. Mix well. 

7. Transfer 60 ul into 0.5 ml Eppendorf tubes. Freeze hybe-ready samples. 

III. Control samples (well decide later whether we want to include these in every run)

a. well D01 + 7 (l FK506 (concentration of stock is 10 (M)

b. well E01 + 7 (l cbf_5236571 (concentration of stock is 10 (M)

c. well D12 + 7 (l methionine (concentration of stock is 10 mg/ml)

d. well E12 + 7 (l erythromycin (concentration of stock is 20 (M)

IV. Details about barcoded runs and sample processing

1. Bar coded run – scan tecan, drug plate.

2. When it says column to use – change to right or left as appropriate (Each 96 well drug plate will have a corresponding left and right)

3. Select innoc_well_to_well

4. Choose add_drug_48_5g_low_od_iS_A_48.txt
5. After start of run – edit protocol -  read to 1st add drug from 16 to 2
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· Collect and consolidate cells from left and right screens into one 96 well QIAGEN lysis plate

· Use Liquidator to remove supernatant and freeze samples at -20C

· Genomic Prep using Qiaxtractor.  Elute in 275 ul

· PCR – same protocol using 12.5ul gDNA

· Mix 10ul UP and 10ul DN in 480ul dH2O (using liquidator)

· Use 60ul of above for Hybe.
