	Problem
	Possible reason
	Solution

	No amplification 
	Ticks did not feed on host tested for
	Include a positive control to determine whether PCR worked.

	
	DNA extraction did not work
	Test whether tick DNA is amplifiable by doing a PCR targeting tick 16S or other tick-specific gene.

	
	Bleach was not washed sufficiently from ticks
	Do a side-by-side PCR comparison of ticks (using tick 16S primers) that are bleached and those that are not to determine whether the bleaching step is the problem.

	
	PCR Master Mix was not prepared properly
	Repeat PCR and make sure that all reagents are added and well mixed.

	
	Probes have degraded
	Do a test PCR with positive control DNA.  Be sure to resuspend probes in Tris or Tris-EDTA and not just water.

	
	Old ticks
	Success of bloodmeal identification decreases with the age of the tick.  Ticks were either not promptly killed when collected, or the ticks collected were already too old.  It is unknown how long ticks may survive in nature and whether a portion of each emerging cohort can survive more than a year.

	Low amplification curves
	Amplification of partially degraded retrotransposons
	Repeat these samples.  If they can be reproduced, they are real positives (Figure 1)

	
	Master Mix not well mixed
	Repeat the run

	Too many positives
	Ticks all fed on the same host
	Negative controls included at each stage (DNA extraction and PCR amplification) will give confidence that this is not contamination. 

	
	Contamination
	Contamination can occur at all stages of the protocol.  Extraction and processing of lab-reared ticks, unfed larvae, as well as negative controls may help determine whether contamination is occurring and its source.  Refer to the contamination control measures detailed throughout the protocol.

	Positive for multiple hosts
	Partial bloodmeals occurred
	Tick fed briefly on one host, detached (groomed or host died) and then reattached to a new kind of host.  Note that Cts can not always be used to determine the major host.

	
	Cross contamination of samples during PCR
	Use negative controls to determine whether this is occurring.  Repeat sample.

	
	Questing tick was contaminated by  phoretic host
	This contamination should be removed by bleaching the tick before DNA extraction

	
	Contamination with environmental DNA
	Although we have no evidence that this assay can detect contamination of environmental DNA, treatment with bleach before extraction should eliminate this.



