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Gene: 

Cytochrome oxidase I (COI)
Length: 
Approximately 700 bp
Primers:
25 nmole DNA Oligo (IDT)

	LCO-1490
	GGT CAA CAA ATC ATA AAG ATA TTG G

	HCO-2198
	TAA ACT TCA GGG TGA CCA AAA AAT CA


PCR mix:
TaKaRa Ex Taq Hot Start (RR006A)

PCR protocol:


1. Create master mix containing:

	37.75 µl
	Water

	5.00 µl
	10X buffer

	4.00 µl
	dNTPs

	1.00 µl
	Primer LCO-1490

	1.00 µl
	Primer HCO-2198

	0.25 µl
	Taq


2. Add 49 µl of master mix to each PCR tube

3. Add 1 µl DNA template for total of 50 µl per PCR reaction
PCR program:


T50/C39 (TODDCOI) – approximately 1 ½ hours

1. 94°C / 3 min.

2. 39 cycles of:

a. 94°C / 20 sec.

b. 50°C / 20 sec.

c. 72°C / 30 sec.

3. 72°C / 5 min.

4. Hold at 4°C

Run PCR product on normal gel (9 µl DNA + 2 µl dye) and note band intensity.

Clean successful amplifications using standard PCR cleanup protocols.

Samples are now ready for sequencing.
