Dual-Luciferase Assay Protocol
Expected: co-expression of β-catenin should induce higher promoter activity in the 

“pGL3-promoter” construct-transfectants, when compared to vector-transfected cells.

300 ng of the reporter plasmids and 300 ng of the pcDNA3 or pcDNA3-S33Y plasmids will be transfected with 30 ng of pRL-TK plasmid into Huh7 cells using Lipofectamine 2000.

Part A: Preparation

Prepare all the plasmids. Measure the concentrations and calculate how much should be taken of each plasmid in order to have 300ng for the reporter and “inducer” plasmids and the internal control pRL-TK plasmid.

Prepare all the buffers and reagents.

	For 40mL
	

	35.7mL
	dH2O

	1.3mL
	30% Triton X-100

	2mL
	0.5M HEPES, pH 7.4

	670µL 
	0.9M MgSO4

	320µL 
	0.5M EGTA

	40µL 
	1M DTT


1X Triton-HEPES Lysis Buffer
1% Triton X-100

25mM HEPES, pH 7.4

15mM MgSO4
4mM EGTA

1mM DTT

Seed the cells in 12-well plates. Transfect them when the confluency is between 80-90%.

Part B: Transfection
Luciferase assay protocol for 12-well plates

· Label 22+2 1.5mL tubes

· Master Mix1 (11X)

· Add 1.1mL of DMEM to a 1.5mL tube.

· Add 8.8 µL of 42ng/µL pRL-TK

· Add 2.2 µL of 1389ng/µL pcDNA3-S33Y or 8.8 µL of 389ng/µL pcDNA3
· Divide into 11 parts, 100 µL each
· Add the reporter plasmids:

	
	Concentration (ng/ul)
	Take µL for 300ng

	E630
	246.30
	1.2

	E1045
	250.27
	1.2

	E1250
	259.34
	1.2

	M633
	209.55
	1.4

	M716
	588.54
	0.5

	BRI3
	509.96
	0.6

	HSF2
	432.21
	0.7

	PTP4A1
	675.22
	0.4

	TADA3L
	564.61
	0.5

	STIP1
	187.1
	1.6

	pGL3
	12.6
	24


· Master Mix2 (11X)
· Add 1.1mL of DMEM to a 1.5mL tube.

· Add 44 µL of Lipofectamine2000.

· Incubate for 5 minutes at room temperature.

· Combine Mix 1 and Mix 2 for each well.

· Incubate for 20 minutes at RT (solution may appear cloudy).
· Aspirate the medium from the cells.

· Wash the cells with 0.5mL Dulbecco’s-PBS, 3 times.
· Add the transfection mixtures (final vol. is 200 µL) to the corresponding wells.

· Replace the transfection mixtures with complete medium after 12 hours.
Part C: Luciferase measurements (for 12-wp)
Lysis:

1) After 48-60hrs (post-xfection), aspirate the medium and add 250 l of 1X PLB using a stepper.
2) Shake for 15-20min @ RT.

3) Collect the lysates into 1.5mL tubes.

4) Spin: 3min @ 16,000xg.

Firefly:

5) Take 100ul of the lysates into a 96-well plate (with opaque walls).

6) Add 100 l of DualGlo Buffer + Substrate with stepper.

7) Incubate: 10min @ RT covered w/ aluminium  foil.

8) Shake briefly (10sec).

9) Take the Firefly luciferase readings.

Renilla:

10) Add 100uL of Stop&Glo Buffer.

11) Incubate: 10min @ RT covered w/ aluminium  foil.

12) Shake briefly (10sec).

13) Take the Renilla luciferase readings.
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