Rieseberg Lab Protocol for PCR with SSR primers

Primer note: For each primer set used, the 5’ end of the “forward” primer was labeled with one of the following fluorophores: 6FAM, NED,  or HEX/VIC.  The pig-tail sequence GTGTCTT was added to the 5’ end of the “reverse” primer.  M13 forward primers are not labeled.  Instead, M13 fluorophore primers labeled with FAM, VIC, NED or PET can be added to any M13 primer pair. Primer working stocks are10uM; 10X primer stocks are 100uM; 100X primer stocks are 1000uM. 

1. Aliquot 2ng of genomic DNA (1ul of a 2 ng/ul stock) into PCR tubes. Keep on ice.

2. Prepare PCR master mix. Keep on ice. 

Master Mix:

20 ul dNTPs (100mM each dNTP)

500 ul Taq Buffer (300mM tricine, 500mM KCl, 20mM MgCl2)

680 ul ddH20

Prepare PCR reaction mix (make enough for the number of reactions you will be setting up + 4):

3. Add 9 ul reaction mix** to each PCR tube containing DNA for a final reaction volume of 10 ul. 
** Add Taq to reaction mix last

Forward labeled Reaction Mix: (10ul reaction):

5.95 ul ddH20

2.40 ul Master mix 

0.25 ul Forward labeled primer (10uM)

0.25 ul Reverse primer (10uM)

0.15 ul Taq9

1.00 ul DNA (2 ng/ul)

10.00 ul Reaction volume

Final reaction concentrations: 40uM each dNTP, 50mM tricine, 2mM MgCl2, 0.25uM each primer, ?units polymerase.

M13 labeled Reaction Mix: (10ul reaction):

6.03 ul ddH20

2.40 ul Master mix

0.02 ul Forward primer (10uM)

0.20 ul Reverse primer (10uM)

0.20 ul M13 labelled primer (10uM)

0.15 ul Taq9

1.00 ul DNA (2 ng/ul)

10.00 ul Reaction volume

Final reaction concentration: 40uM each dNTP, 50mM tricine, 2mM MgCl2, 0.02uM forward primer, 0.20 uM reverse and M13 primer, ?units polymerase.

4. Carefully dry plate top with kimwipe and seal plate with plastic plaster (NOTE: incomplete sealing of plate will cause evaporation during PCR and result in inconsistent product).

5. Spin plate if necessary

6. Place in PCR machine, make sure hot bonnet is secured; begin program.
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7. PCR products should be stored at -20C until used.

Protocol for Diluting PCR products  for 3730

1. Thaw PCR product if necessary; spin down and make sure there are no air bubbles in wells

2. Aliquot water into new PCR plate; then aliquot PCR product (Try not to aliquot less than 1ul volumes)
water  ul= final ul– pcr product ul
eg. 1:20 dilution with 1 primer pair:   20ul total = 19ul water, 1ul PCR product
      1:20 dilution with 4 primer pairs: 20ul total = 16 ul water, 1ul each PCR product

	Dilutions:
	 
	 
	 
	 

	Fw labeled primers:
	1:30? in ddH2O (may combine multiple primers)

	M13 primers:
	1:20 in ddH2O (may combine multiple primers)


3. Mix water and ladder; Aliquot 9 ul per well into skirted plate; add 1ul per well diluted PCR product to plate; seal with either plastic or foil cover

	3730 Plate:
	One Plate:
	One Well:

	ddH2O or formamide:
	890
	Ul
	8.90
	ul

	Ladder:
	10
	Ul
	0.10
	ul

	Dilution Product:
	1.00
	Ul per well
	1.00
	ul per well


4. Spin if necessary; Place in thermocycler and denature for 5 minutes;  Have ice bucket ready to snap cool; Place on ice immediately following denaturation for a minimum of 5 minutes prior to spinning down.

5. Spin down plate; remove cover and replace with septa sealer

6. Transport on ice to the Institute.
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