Melissa Landis
Whole Cell Lysate Preparation
5/22/18

Nondenaturing Protein Lysis Buffer

	Final Concentration
	For 100ml
	For 1000ml

	20mM Tris, pH7.5
	.242 g
	2.42g

	1% Triton X-100
	1ml
	10ml

	100mM NaCl
	.584g
	5.8g

	40mM NaF
	.168g
	1.7g

	1mM EDTA
	1ml of 100mM stock
	10ml of 100mM stock

	1mM EGTA
	1ml of 100mM stock
	10ml of 100mM stock


Put at 4(C, then pH to 7.4-7.5 so that NaF will go into solution.  Store up to 6 months at 4(C
Add protease and phosphatase inhibitors fresh each time.

	Stock concentration
	Final concentration
	Dilution factor
	For 10ml, add ___(l

	100mM Na3VO4
	1mM
	1:100
	100

	1 mg/ml Leupeptin
	10(g/ml
	1:100
	100

	1 mg/ml Aprotinin
	10(g/ml
	1:100
	100

	100mM PMSF
	1mM
	1:100
	100


Or add 100(l Sigma Protease Cocktail plus 100(l 100mM Na3VO4 per 10ml lysis buffer.  

Whole Cell Lysate Preparation
*Keep samples on ice through out procedure to prevent degradation.*
1. Homogenize tissue on ice in 1.5ml lysis buffer + protease inhibitors + phosphatase inhibitors.

a. Wash probe with 100%EtOH at max setting 10 sec

b. Wash probe with 20-30 ddH20

c. Homogenize tissue 15-20 sec at 6 to 7 setting.

d. Repeat a-c for each tissue.

e. Wash probe as above after completion of homogenizing.   

2. Let sit on ice 30 min

3. Spin 10 minute 4(C 10,000 rpm

4. Remove supernatant under the lipid layer to a fresh tube.  (This is your whole cell lysate).  Avoid the lipid layer.  

5. Use Biorad Bradford Protein Assay.
Add .5ml lysis buffer (+ PIs) if you lost volume in the previous steps.  Remember to make 3 blanks for the Nilson spec.  For the samples, set up duplicates.  Also remember that the program calculates for 1(l so divide final result by 2.  
6. Make aliquots for Western blots: add 1X Laemmli Sample Buffer.  Remember to add 50(l BME to 950 LSB.  Boil 3 minutes. Store at –20(C.


Store cell lysate at -80(C.  Do not want to freeze thaw too many times.

	IgG (mg/ml)
	Lysis buffer ((l)
	Water
	dye

	0
	2 
	750
	200

	1
	2
	750
	200

	4
	2
	750
	200

	8
	2
	750
	200

	16
	2
	750
	200

	2 (l of sample
	--------
	750
	200


	Sample name
	Weight

(mg)
	Concentration (g/l)
	Yield

(g)
	Volume for 1mg
	Volume lysis buffer to 1ml

	
	
	
	
	
	

	
	
	
	
	
	

	
	
	
	
	
	

	
	
	
	
	
	

	
	
	
	
	
	

	
	
	
	
	
	

	
	
	
	
	
	

	
	
	
	
	
	

	
	
	
	
	
	

	
	
	
	
	
	

	
	
	
	
	
	


