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ABSTRACT

DNA barcoding is a well-established method for species identification that uses 
standard fragments of the mitochondrial DNA cytochrome oxidase subunit I gene 
(mtDNA COI) to detect differences among species.

GUIDELINES

Collect fresh and clean tissue samples. Sampling live animals is highly 
recommended as tissue degradation in marine organims happens very fast.
Manipulate live organisms as little as possible to reduce stress.
If working with fishery products avoid damange the organisms while collecting 
samples, as this diminish the price of the product. Fishers might not allow you to 
collect samples from them if this is the case.
 

MATERIALS

MATERIALS

QIAgen DNeasy Blood and Tissue Kit, 50 rxn Qiagen Catalog
#69504

GoTaq(R) DNA Polymerase, 500u Promega Catalog
#M3175

ExoSAP-IT™ PCR Product Cleanup Reagent Thermo Fisher Scientific
Australia Catalog #78201.1.ML

BDX64 MCLAB Catalog #BDX-100

Big Dye Terminator v3.1 Cycle Sequencing Kit Thermo Fisher Scientific Catalog
#4337455

1 Tissue samples were dry-preserved in silica gel until processed for DNA barcoding. Genomic 
DNA was extracted using the DNeasy extraction kit (Qiagen, CA)

2 To amplify fragments of ~600 base pairs (bp) of the gene cytochrome oxidase I  in a 25 µL 
volume PCRs mix: 16  µL of Nuclease free water, 5  µL of 5x Buffer Green Flexi (Promega), 1 µL 
MgCl2 25 mM (Promega, 1 µL dNTP’s 10 mM, 0.4 µL of each primer and 0.2 µL of GoTaq 
(Promega). The cycling profile consist of a denaturation step of 5 min at 94 ºC, followed by 35 
amplification cycles of 30 sec at 50 ºC, 45 sec at 72 ºC and 30 sec at 94 ºC and a final 
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elongation step of 5 min at 72 ºC.

3 Purify PCR products with Exo-SAP-IT (Affymetrix, Inc., Santa Clara, CA, USA).

4 Cycle sequencing using BDX64 enhancing buffer (MCLAB, San Francisco, CA, USA) and the Big 
Dye Terminator v3.1 cycle sequencing (Applied Biosystems, Foster City, CA, USA). Run the 
recommended thermocycling program in MCLAB BDX64 protocol.Master Mix: 5 µL of Nuclease 
free water , 0.875  µL of BDx64, 1.5  µL 5x Buffer, 0.125 µL of BigDye, 1 µL of Primer 10µM and 
1.5 µL of clean PCR product.Note: Cycle  sequencing reactions must be run independently for 
each primer, one reaction for forward and another for reserve direction sequences.

5 Clean up sequencing reactions using millipore multiscreen plate 96 well or PCR purification kits.

6 Analyze sequences  on an ABI 3730 DNA Analyzer (Applied Biosystems, Foster City, CA, USA).
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