 CHTSB protocol id: cxex1

Description: Phizicky lab's yeast protein complex expression: includes transformation into yeast,



40 mL growth and IgG cleavage

Yeast Transformation










Samples: miniprepped DNA









Total: ___ + cells only








Day 1:
Put up o/n growth (in 250mL flask) of single colony of yeast strain in 50ml YPD 


Grow 30C shaking to saturation (YPD only as - controls)









yeast

OD600

x50
    ml to spin

vol of 1

spun down


strain

1:50dil

      
down for 50 OD
step buffer
OD


EJG1117
0.222

11.1
   
4.5

   1ml

50

Day 2:
**All procedures at room temp** 









***Turn flame on/ Wipe everything down with EtOH/ Get new tips, etc.








1
Defrost salmon DNA on ice

2
measure OD 600 of 1/50 dilution

3
calculate volume of culture to spin down to get 50 OD cells

4
Spin down culture in 2059 tubes @ 4C, speed 3500rpm 10min

5
Take off supernatant and resuspend with 1mL of the 1 step buffer per 2059 tube

6
Add 50 ul of salmon sperm DNA (Sigma:1mg/ml ) per 1 ml yeast resuspended cells


i.e. add 125 uL salmon DNA for 2.5 mL cells 

7
Deliver 50 ul of cells to each eppie

8
Add 2.5 ul of mpDNA, pipet mix

9
Heat @45C for 30 min in heat block

10
Add 75ul YPD 

11
Plate 50 uL on SD-___ plates

12
Incubate @ 30C for 2~3 days

One Step Buffer













x1

x4





1M LiAc

300 uL

1.2 ml





*60% PEG 3350
990 uL

3.96 ml

* filter sterile


1M DTT

150 uL

600 ul





DMSO


55.5 uL
222 ul





Total


1495.5 ul
5.982 ml

*********************************************************

40 mL Growth

Samples:

**any blank line in protocol that is not for time, is for the amino acid for plasmid selection

(i.e. SD-ura)"

Day 1:

-5 mL SD-___ cultures from single colony

-set up around ___PM and grow shaking O/N @ 30C

Day 2:

-transfer 250 ul of O/N culture into 5 mL -___ + 2% Raff

-grow O/D @ 30C:  inoculated @ ____AM

-save 1.5 mL culture into cryovial for all samples

-spin down and decant

-resuspend in 1 mL pre-made YPD (920 ul) + DMSO (80 ul) mix

-mix and quick freeze



-take 1/10 dilution OD600_ of O/D culture around ____PM




30 mL * 0.02 OD = y OD * x mL

-innoculate into 30 mL culture of -_____+ 2% Raff



-shake O/N @ 30C



Day 3:



-take 1/10 dilution OD600



-if culture is between OD600 0.8-1.2, then:




-induce with 15 mL 3x YP + 6% Gal


-final concentration: 1x YP + 2% Gal


-induce O/N @ 30C





Day 4:



-take 1/20 dilution OD600



-harvest:  spin down in 50mL centrifuge tube: 5K, 10 min




    resuspend in 2 mL cold H20à split into 2 x 2 mL eppies


    spin 5K, 10 min, then decant and quick freeze

*********************************************************

Preparation of Crude Extracts

Samples:       

Total:  

-40 mL O/N Induction Growth

-Harvested in two tubes: average OD ___

-Using one tube to make CE: 40 mL x ___OD = ____ ODmLs

-Root Vector(s) _______; Expression Strain _______  

** Everything Should Be Cold **

1. Resuspend cells by tap mixing with 0.8 mL IgG extraction buffer

   (including the protease inhibitors)

2. Move cells into bead beater tubes that already contain 0.5 mM PMSF


a. Add up to 1.4 mL total volume if needed

3. Add 0.5 mm dia. zirconia/silica beads

4. Beat cells in cold room for 20 sec on high level, then chill on ice 1 min.  Repeat 10x.

5. Remove the extracts from the beads


a. Use hot needle and poke hole in bottom of tube


b. Place in 2063 tube (which already contains 0.5mM PMSF) and remove cap


c. Spin 1,000 rpm for 1 min @ 4C


d. Add 0.5mL extraction buffer to wash beads


e. Spin again and transfer liquid to 2 mL eppie

6. Centrifuge 2mL eppie for 10 min at max speed 4C

7. Transfer s/n to new 2 mL eppie (which already contains 0.5mM PMSF) and mix gently


a. Move ~80 ODmLs of mixed s/n into a new tube for the IgG cleavage and quick freeze


b. Save the remaining CE and quick freeze

8. Bradford 1 uL of crude extract and then quick freeze the remaining CE

*********************************************************

Purification on IgG Sepharose

Samples:  ______ --> total: ___






40 mL O/N Induction growth






Half of growth (20 mL @ OD___) made into 1.5 mL crude extract






Using _____ mL crude extract for cleavage test (~80 ODmLs)






Root Vectors _________; Expression Strain _______






Everything Should Be Cold

1. Wash 40 uL IgG beads per CE with 1 mL IPP150 buffer







a. Put 200 uL beads into 4 x 1.5 mL eppies (group bead wash)




b. Add IPP150 and tapmix/invert






2. Spin at 2K, 30 sec 4C






3. Remove s/n and repeat wash 2x






4. After last s/n removal, add equal volume of IPP150 to the beads


(determine first approximate amount of beads in eppie)"






5. Thaw ____ uL CE on ice and transfer to 2059 tube






6. Add ____ uL 10% NP40 (0.1% final)

7. Add  ____ mL IPP0 buffer (want to go from 1M to 150mM NaCl concentration)

8. Add _____ uL 10mg/mL PMSF (for final concentration of 170ug/mL)

9. Add 80 uL slurry pre-washed IgG beads using a cut tip (40mL compact)

10. Nutate at 4C for 2 hours

11. Spin 1min at 2K, 4C (in JS-5.3 rotor)

12. Remove s/n

13. Add 1 mL IPP150 and move to 1.5 mL eppie, then invert/tapmix

14. Spin at 2K, 30sec 4C

15. Remove s/n and repeat wash with IPP150

16. Do 2x washes with 1 mL 3C Cleavage Buffer

17. Remove as much s/n as possible after last wash (spin again and remove s/n with gel loading tip)

18. Add 40 uL 3C Cleavage Buffer

19. Remove 20 uL IgG slurry for pre-cut sample using CUT tip and keep at 4C

20. Spin main samples and remove liquid, then add 40 uL 3C Cleavage Buffer

21. Add: 3.5 ug GST-3C protease (6x) to remaining slurry


-using ____ mg/mL stock of protease


-1x GST-3C protease = 0.58 ug

22. Mix by gentle tapping and incubate in mini-roller overnight at 4C

23. Next Day: remove 20 uL slurry into a new eppie for post-cut sample using CUT tip

24. Spin both eppies at 2K, 30sec 4C

25. Using gel loading tip, move s/n from both eppies into one new eppie labeled S/N

26. Add 40uL 3C Cleavage Buffer to main resin tube & put on mini-roller for 20min

27. Spin 2K, 30sec 4C and remove s/n into eppie labeled W1

28. Add 40 uL 3C Cleavage Buffer and remove 20 uL slurry for post-wash sample with CUT tip

29. Using filter eppies, filter the S/N and W1 samples

30. Run SDS-PAGE gel with the following samples:


-pre-cut beads: spin down and remove any excess liquid


-post-cut beads: excess liquid already removed = s/n


-post-wash beads: spin down and remove any excess liquid


-cut protein (S/N) and wash 1 s/n (W1)

