HighThroughput MethylEasy — Troubleshooting Guide

PROBLEMS

POSSIBLE SOLUTIONS

No PCR product was found for any

sample

PCR has failed — make sure all the
components were added to the PCR
reaction tube and that the PCR cycle

was correct.

Confirm that the polymerase is within
its storage date and that it retains its

activity.

No PCR product was found for any

sample except for control sample # 2

Modification has failed — check that the
3M NaOH solution was fresh and that
combined Reagent #1 and Reagent #2
were no older than 4 weeks.

Ensure that all the steps in the
modification and clean up protocols

were followed.

DNA was degraded during modification
- check that all reagents and tubes
used during the procedure were of
molecular biology quality (ie DNase

free).

Modification was incomplete. Return
the samples to 95°C or 72°C (Method
A or Method B, respectively) for a

further 15 minutes incubation.




The starting DNA was not sufficiently
pure. Re-purify the starting DNA using
Qiagen mini-kit (Cat.# 51304). If this is
not possible yet it is suspected that the
DNA may contain impurities, it is
recommended that the DNA is treated

with phenol/chloroform before use.

Inhibitory substances could be present
in the purified DNA - Increase the
volume of the PCR reaction to 50l
keeping the volume of input bisulphite
treated DNA the same.

PCR products were present only in the

control reactions

Sample DNA was degraded before
modification - check that the DNA has

been stored/handled correctly

Check that the DNA concentration is

not too dilute.

Check that the pump pressure for the
vacuum manifold is pulling at least —
10inHg(4.9psi).Residual

from the wash step will affect elution.

Isopropanol

Recovery of DNA during elution will be

PCR products were present in the
control reactions only when the control

primers were used

diminished if pressure is not high
enough.
PCR primers were not designed

correctly - check Section 5 below for

details on the primer design.

Check that the PCR-grade water and
not the template was added to the

negative control.




PCR products were present in all the
lanes including the ‘no-template’

control

Make sure that the PCR is being set up
in a separate area with dedicated
reagents and equipment to prevent

cross contamination.




