A. Quantity Parameters:

1. For each experiment, use 2L of each strain (6L in total, my labmates will kill me).

2. For each 2L, bead beat to break more than 95% cells.

3. For each 2L, use 500(l IgG beads, which is coated with 3 mg of IgG.  In total, need to prepare 1.5ml IgG beads, coated with 10mg of IgG

B. IgG Coupling (Reaction performed in 15ml tubes)

1. Concentrate 5ml Dynabeads, wash in 5 ml Buffer A (2min), then resuspend in 1ml Buffer A.

2. Add 10mg IgG (in 1ml Buffer A), incubate for 20-24hrs@37(C for conjugation.

3. Wash in 5ml Buffer C. (2(5mins@4(C)

4. Wash in 5ml Buffer D. (24hrs@20(C+4hrs@37(C)

5. Wash in 5ml Buffer C. (5mins@4(C)
6. Resuspend in 1ml Buffer A. Store@4(C (Total volumn should be 1.5ml).
C. Co-precipitation. (For each strain, 3 strains in total)

1. Grow 2L cells, OD to 0.5-0.6.

2. Spin down (4(C, 8,000 rpm, 6 mins) cells to get 4ml cell pellet, transfer to a 30 ml tube. 

3. Wash with 5ml ice cold water, then 5ml ice cold lysis buffer.

4. Resuspend in 5 ml ice cold lysis buffer (+protease inhibitor and anti-foam) to gain 8ml total volumn, aliquot 500(l each into 16(1.5ml eppendorf tubes.

5. Add 300-400(l pre-chilled glass beads.  Beating 6(1min @ max.speed. Check under microscope.  More than 95% cells should have been broken after 4 pulses.
(Note: Fastprep can also be used, Level 6, 40 seconds. Alternatively, use large format bead beater)

6. Spin down pellets, combine, and get 5-6ml cleared lysates, bring the volumn to 6ml with ice cold lysis buffer, and transfer to 15ml tube. (The lysate should contain 15-25 mg/ml total protein)

7. Add 500(L IgG beads for binding (5 hrs @ 4(C)

8. Remove 2% beads to analyze on WB.  Wash the rest with lysis buffer 4(5ml. (No strong Vortexing)
9. Wash with 1(TEV protease buffer 1(2ml.

10. Concentrate beads in 500 (l TEV protease buffer, add 30-35(l AcTEV protease (Invitrogen 12575-015, 10 U/(l).

11. Digest (20hrs @ 4(C+1hr @ 25(C),  vortex vigorously for 1min before sample.

12. Concentrate beads and remove 500 (l TEV eluates, take out 10(l for protein concentration measurement and 40(l for analyze on WB.

13. Resuspend beads in 400(l Buffer A.

14. Mix with 200(l of 1% SDS.  Vortex vigorously for 1min and separate to collect 500 (l SDS eluates.

15. Resuspend beads in 400(l Buffer A, add 200(l 4(LB and boil.  Take supernatant and discard the beads.

16. Analyze Total Beads, TEV Eluate, SDS Eluate, and Eluted Beads on protein gel.

Optional: RNase Treatment

a. If want to do RNase treatment, boil 10 (l RNase for 10 mins before using.

(RNase is ordered from Fermentas Life Sciences, #EN0531, 10mg/ml)

b. Split Lysates (6ml) into 2 ( 3mls in 15ml tubes, add 3 (l RNaseA to one of them so the final concentration is 10 (g/ml.

c. Incubate at 4(C for 1 hr with rocking.

d. Take 10 (l to analyze on agarose gel to confirm complete digestion of RNA.

e. The rest proceed onto Step 7 (Scale down 2 fold). 

Buffer

A:  0.1 M Na-phosphate Buffer pH7.4

C:  PBS pH7.4 with 0.1% (w/v) BSA

D:  0.2M Tris pH8.5 with 0.1 % (w/v) BSA

IP Lysis Buffer:  50mM Tris pH7.4, 140mM NaCl, 0.5% Triton.

Buffer A: 
10 ml
Prepare 100ml

Buffer C: 
20 ml
Prepare 100ml

Buffer D:
10 ml
Prepare 100ml

Buffer L:
50 ml
Prepare 500ml

1. Prepare 1M Tris pH8.5 (100ml)

2. Prepare 1M Tris pH7.4 (100ml)

3. Prepare 0.1 M Na-phosphate Buffer pH 7.4 (100ml)

4. Prepare PBS pH7.4 (100ml)

