
Inter-laboratory collaborative trial of real-time
PCR method phase 1: conclusions and
references

Conclusions

We have internally verified the published method [5, 6] for horse and pork quantification using
real-time PCR in the Fera laboratory.  We have demonstrated that the CTAB method chosen is
suitable to obtain DNA of sufficient quality and quantity.  Eight-fold standard curves with a starting
concentration of at least 40 ng/µl on raw 100% horse and pork cover a dynamic range of five
points, and we were able to quantify all % w/w combinations of raw and processed horse in beef
and pork in beef mixtures using the horse and pork standard curves respectively.  

Processing of the meat and meat combinations in the laboratory was done so that there was
minimal DNA degradation by dehydration of the meat.  This may differ to real world samples
where meat has been cooked outside of the laboratory by a variety of methods that could
accelerate DNA degradation.  However, for the purpose of the collaborative trial, we have shown
reliable detection of 0.1% w/w contamination by horse or pork meat in a beef background in
laboratory processed samples.

The internal method validation in turn has allowed the verification of all the samples prepared for
the full collaborative trial and confirmed their fitness for purpose in terms of their homogeneity and
expected concentration.  The outcome of the collaborative trial, as far as can be prepared for, is
now dependent on the analysis by the participant laboratories in the trial.
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