PCR Sexing Protocol for Zebra Finches, Chicken, and Quail

Materials Needed:

Bio-Rad ITaq DNA polymerase and included 10X buffer and MgCl2
Bio-Rad dNTP mix
TE Buffer (pH 8.0)
Agarose
10 XTAE Buffer

Primers:

For ZEFI:

P2: 5’ – TCTGCATCGCTAAATCCTTT – ‘3
P8: 5’-CTCCCAAGGATGAGRAAYTG-5’

For Chicken & Quail

2718R: 5’ – ATTGAAATGATCCAGTGCTTG- 3’
2550F: 3’ – GTTACTGATTCGTCTACGAGA – 5’

All primers are resuspended in a volume of 1nmol/ul. Then, we dilute 1:100 (1ul primer in 99ul TE buffer – pH 8.0) and use that for the following protocol:

PCR Protocol:

1. Using DNA concentrations from Nanodrop, calculate volume needed for 500ng DNA. Dilute part of the sample with TE buffer if necessary.

Example: If your concentration is 2243.5ng/ul
5ul x (2243.5ng/ul) X (ul/500ng) = 22.435ul – 5ul = 17.435ul TE added to 5ul sample

You will use 1ul of 500ng/ul DNA in the remainder of the protocol.

2. In a 0.5ml PCR tube, make the Master Mix, which will include the following (per sample)(be sure to make some extra).

	2.5ul 10X buffer
	3mM

	0.5ul dNTP mix
	200uM

	1.5ul MgCl2
	1.75mM

	0.5ul F primer
	5 pmol

	0.5ul R primer
	5 pmol

	0.13ul iTap Polymerase
	0.625U



Total = 5.63ul Master Mix per sample.

3. To all tubes, add the needed amount of water (molecular biology grade). To calculate this, subtract the 5.63ul of Master mix from the 25ul reaction total. Then subtract the volume of DNA sample added, and the remainder is water. 

(ex. If 1ul DNA is needed, then 25ul-5.63ul Master mix – 1ul DNA = 18.37ul water)
4. Add correct volume of each sample DNA to each sample tube. 
5. Add 5.63ul of Master Mix to all tubes.
6. Place tubes in a thermocycler and run the following protocol:

Cycle 1 (1X): 95ºC for 3:00
Cycle 2(30X): 
(1) 48ºC for 0:45
(2) 58.3ºC for 0:45 for chickens & quail, 72º for 0:45 for zebra finches
(3) 94ºC for 0:30
      Cycle 3 (1X)
(1) 48ºC for 0:45
(2) 72ºC for 5:00
      Cycle 4 (1X): 72ºC for 0:35
[bookmark: _GoBack]      Cycle 5 (1X): 4º for infinity

Gel Electrophoresis Protocol

1. Make 1X TAE by doing a 1:10 dilution of the 10X TAE buffer.
2. Make 3% Agarose Gel
For small gel: 35ml 1X TAE buffer and 1.05g Agarose
For large gel: 125ml 1X TAE buffer and 3.75g Agarose
3. Heat on hot plate or in microwave until boiling
4. Allow to cool until you can rest the flask on a gloved hand for a full 5 sec.
5. Add EtBr concentration 10mg/ml) to flask and swirl
For small gel: 3ul EtBr
For large gel: 1ul EtBr
6. Pour into gel cast and allow to set:
Small gel: 20-30 minutes to set
Large gel: 35-50 minutes to set
7. Carefully pipet 6ul 100bp ladder (5ul 100bp and 1ul provided loading dye) into the first well for small gel, and first and last wells for large gel.
8. Add 1ul loading dye to each PCR sample tube.
9. Carefully pipet 10ul of each dyed sample into the remaining wells.
10. Run the gel:
Small gel: 90V for 50min
Large gel: 110V for 70min.
11. Visualize the bands using a gel doc system.
