Reagents 

Most reagents are kept at -20 degrees in the middle freezer in the lab. Labeled RT- Genotyping.

Primers

· Undiluted primers kept in boxes labeled either chromosome III (100mM) or chromosome X (1000µM) in –20 freezer. 100µM CXS1 primer set kept in box labelled chromosome X primers (100µM),

· Primer mix consist of all 3 N2/CB/R primers each diluted to 10µM. Some primers need to be diluted 1:5 N2:CB primer ratio for optimum reading.

· Table below summarizes primers used:

	 
	1:5 (N2:CB)
	Gold Taq
	Stoffel 
	Stoffel + Jumpstart

	C3P1
	x
	x
	 
	 

	C3P3
	 
	 
	x
	 

	C3P6
	x
	x
	 
	 

	C3P8
	 
	x
	 
	 

	C3P10
	 
	 
	x
	 

	C3P16
	x
	 
	x
	 

	 

	CXS1
	 
	 
	 x
	 

	CXS3
	 
	 x
	 
	 

	CXS5*
	 
	 
	 
	 x

	CXS8*
	 
	 
	 x
	 

	CXS13
	 
	 
	 x
	 

	CXS17
	 
	 
	 x
	 

	CXS20
	 
	 
	 x
	 


Rox Reference Dye and SYBR Green

· Rox Dye kept in –20 where all the restriction enzymes are. No dilution needed before use

· SYBR Green kept in -20 lysate freezer but needs to be diluted 1:1000 before use.

· ** Before making SYBR Green 10X, cover an empty 1.5ml tube with color tape and cover the top as well with a round sticker. Pipet in 999 µliter of water and then add 1µliter of 10000X SYBR

DMSO

· Use 25% DMSO for RT. The lab has anhydrous 100% DMSO. Use syringe needle when making more 25% DMSO.

µseal ‘B’ Film

· Kept in drawer where all the other seals are.

Plates:  Use low-profile multiplates (white) 

Real-time Buffer (2.5mM)

· For a 12 ml buffer,

1. 1.2 ml Tris pH 8.0 1M

2. 4.8 ml KCl 1M

3. 0.3ml MgCl2 1M

4. 5.7 ml water

PCR Program (RTG)

1. 12 minutes @ 95C

2. 20 sec @ 95C

3. 1 minute @ 58C (RTG1) or 60C (RTG2)

(Step 2-4) 40 cycles

4. 30 sec @ 72C

5. 4C forever

Recipe

	 
	Gold Taq
	Stoffel 
	Stoffel + Jumpstart

	
	1 rex
	106 rex
	1 rex
	106 rex
	1 rex
	106 rex

	*** DNA
	1
	 
	1
	 
	1
	 

	Water
	8.455
	896.23
	6.555
	694.83
	6.555
	896.23

	Real-time Buffer
	1.5
	159
	1.5
	159
	1.5
	159

	Primer mix 
	0.9
	95.4
	0.9
	95.4
	0.9
	95.4

	10mM dNTP
	0.075
	7.95
	0.075
	7.95
	0.075
	7.95

	Sybr Green 10X
	0.3
	31.8
	0.3
	31.8
	0.3
	31.8

	Rox Reference Dye
	0.3
	31.8
	0.3
	31.8
	0.3
	31.8

	25% DMSO
	2
	212
	2
	212
	2
	212

	100% Glycerol
	0.37
	39.22
	0.37
	39.22
	0.37
	39.22

	Taq
	0.1
	10.6
	*2
	*2
	**2
	**212


All volumes are in microliters.

* Stoffel fragment and 10X Stoffel buffer are diluted in 1:10 ratio. 

** Stoffel fragment, Jumpstart Antibody and Jumpstart Dilution Buffer are diluted 1:2:8 ratio and must be incubated at room temperature for 10 minutes before adding to reagent mix.

*** Not to be added to the reagent mix. Either add before or after the 14 reagent mix microliters are aliquoted to individual wells.

Protocol

1. For efficiency purposes, prepare all lysate plates before starting.  Using the 8 head multi-channel pipette, transfer 1µliter thawed lysate into each well of a 96 well low profile white real time plate. Make sure that N2, CB and heterozygote controls are included. Seal lysate plates with clear seals (NOT the µseal B Film) and store at 4 degrees.

2. ** This step only for primer .... Make Jumpstart/Stoffel Conjugate. (If running more than 1 reaction, I recommend making enough Antibody/Taq mix for 2 plates worth). For a 96-well reaction (1 plate), mix 160 µliter dilution buffer, 40 µliter Jumpstart Antibody and 20 µliter Taq Stoffel Fragment in a 1.5ml tube. Incubate at room temperature for 10 minutes then place it on ice if not used immediately)

3. Make a mix of all reagents for 106 reactions. Refer to post it on benchtop or table of reagents above for recipe. Add Taq/Stoffel conjugate last. **Glycerol tends to accumulate at the bottom of the tube, so mix well by pipetting up and down until no ‘swirls’ are seen in the tube.

4. Mix the whole mix well. Aliquot 120 µliter mixture into each well of a 12-well row of a 96 well plate. Using the 12 head multichannel, add 14µl of mix to each well in the pre-prepared lysate plate.

5. Cover with the µseal B Film and run on the RTG2 program. Avoid using block 3 on the right hand-side thermal cycler in Alison's lab.

6. Warm up the RT machine 30 minutes before the first plate is done. Run the program using a used plate.

7. Immediately after PCR, insert plate into the real time PCR machine by squeezing the blue bar until it pops up and pulling out the bottom tray. Close the tray and push down the blue bar. Make sure the machine is on. 

8. Before starting a new run on the RT PCR, be sure to X all previous programs, otherwise the run won’t start.

9. For RT machine downstairs, click on the Rachel-Master icon on the desktop. For RT machine upstairs, click on Jaclyn-Master. Make sure that all wells with samples are highlighted red before proceed. If not, click on edit under “Plate” and change all wells to red by clicking on white wells then selecting “Sample”.

10. Click run, name the file and then click Run.

11. Make sure a blue line appears on the graph space and starts moving. 

12. Let it run for 30 minutes. ••If the run is completed, the “Melting Curve” tab on the left will turn from gray to blue. 

13. To analyze data, click on the blue Melting Curve tab and select the wells that you want to analyze. If the graph looks weird, check to make sure that “Subtract Baseline” box on the right side of the screen is unchecked.

*** To access data on the computer, click on My Computer, C-drive, Program Files, Opticon Monitor, Users, Shared Files, Data.

