	

Stext1:  Sample selection and sampling technique for deep skin scrapes   

Deep skin scrapes (DSS) were taken on day 180 in Bali to investigate generalised demodicosis. Having to catch affected dogs by net precluded true random selection, therefore a convenience sample of 15 dogs in Kelusa and 17 in Antiga were selected from the pool of 168 dogs diagnosed with generalised dermatitis during the preceding survey. To estimate the true prevalence of demodicosis in free-roaming dogs with dermatitis a sample size of approximately 90 dogs was required [1] [assuming an expected prevalence of 12% [2,3], precision of 5%, and sensitivity of 90% and specificity of 99% based on operator experience and type of test [4]]. Practical constraints limited testing to approximately 30 dogs with generalised dermatitis as a pilot study, considered sufficient to gauge the involvement of Demodex spp. 

Lesions were arbitrarily classified as generalised according to the general literature on demodicosis [5,6]. Dogs with generalised dermatitis had 12 or more localised lesions, and/or contiguous lesions that may have included complete involvement of an entire body region (e.g. face, flank), and/or complete involvement of two or more feet.  

Multiple deep skin scrapes, approximately 2x2cm, were taken from each affected dog according to standard protocols [6]. The cellular debris was placed into plain, coded 3ml blood tube and examined within 12 hours of sampling using a standard light microscope (from 4-40x magnification). Prior to microscopy, the samples were soaked in 10% potassium hydroxide for approximately 20 minutes to dissolve the cellular debris.   
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