pNPP and picogreen assay solutions


0.2M carbonate buffer

2:1 (vol:vol) of 0.2M Na2CO3 to 0.2M NaHCO3, pH 10.2

0.2M Na2CO3 = 4.2g in 200ml
0.2M NaHCO3 = 1.7g in 100ml
Add together and adjust pH to 10.2

pNPP lysis buffer

0.1% Triton-X in 0.2M carbonate buffer

Make 1% Triton (500μl in 50ml)
Dilute 1 in 10 (5ml in 50ml)

100mM MgCl2

2.0g in 100ml dH2O

pNPP stock substrate

10mg pNPP (P4744, Sigma) in 9ml 0.2M carbonate buffer + 1ml 100mM MgCl2
stored -20C is in cardboard box on right in communal (top) shelf in freezer next to Naz’s bench. Phosphatase substrate. 
10mg = 0.1g 

pNPP working substrate

1 volume of stock substrate + 2 volumes dH2O

TE buffer (100ml)

10mM Tris		0.12g
1mM EDTA		0.029g
pH 7.5

pNPP alkaline phosphatase assay

1. Culture cells in a 96 well plate
2. Wash with 0.2M carbonate buffer
3. Lyse cells with 150μl 0.1% Triton-X in 0.2M carbonate buffer
4. Freeze/thaw cells (-80°C/37°C) 3 times 
· [bookmark: _GoBack]TAKE CARE: heating cell lysates at 37oC for too long results in inactivation of ALP. Check on plates every 5 minutes when defrosting at 37oC. Defrosting should be finished at room temperature to avoid issue.
5. Pipette up and down to fully lyse cells
6. Transfer 50μl to a new clear 96 well plate for pNPP assay
7. Transfer 50μl to a black 96 well plate for picogreen assay
8. Make up pNP (10mM cat N7660, Sigma, kept in fridge next to Naz’s bench) standards 

	Concentration pNP (μmol/ml)
	pNP (μl)
	0.2M carbonate buffer (μl)

	0.5
	20
	380

	0.3
	12
	388

	0.2
	8
	392

	0.1
	4
	396

	0.05
	2
	398

	0.025
	1
	399

	0.0125
	0.5
	399.5

	0
	0
	400



9. Add 100μl standards to wells in triplicate
10. Add 50μl working substrate to samples and incubate at 37°C for up to 1 hour until colour change seen
11. Record length of time plate is incubated
12. Read absorbance at 405nm on Mountford group plate reader on F1


Picogreen assay

1. Prepare DNA standards as follows:

Stock salmon sperm DNA = 10mg/ml (in -20C freezer in pico green pot or Jen has an aliquot in box cat no 15632-011 10mg/ml Invitrogen)
Make a 1 in 100 dilution to 100μg/ml
= 2.5μl + 247.5μl 0.1% Triton-X in 0.2M carbonate buffer

	DNA conc (μg/ml)
	Volume of DNA
(μl)
	Volume of 0.1% Triton (μl)
	Total
(μl)

	8
	80 (μl of 100μg/ml stock)
	920
	1000 (A)

	4
	500 of A
	500
	1000 (B)

	2
	500 of B
	500
	1000 (C)

	1
	500 of C
	500
	1000 (D)

	0.5
	500 of D
	500
	1000 (E)

	0.25
	500 of E
	500
	1000

	0
	0
	500
	500



2. Add 50μl standards in triplicate to black 96 well plate (can freeze leftover standards to use again)
3. Make up picogreen reagent 1:50 dilution in TE buffer (cover in foil)
4. Add 50μl picogreen/TE to each standard and sample
5. Shake and leave for a few minutes covered in foil
6. Read at 485nm excitation and 538nm emission (use 520P filter on TF plate reader as they don’t have 538).

Picogreen dsDNA reagent cat no P7581 Invitrogen. -20c storage. 
