Screening for CMV: (supplemental digital content)

The location and number of biopsies was left to the discretion of the treating endoscopist. More than 95% of the endoscopic exams were performed by a single, experienced gastroenterologist. In general, assessments for CMV involved recto-sigmoid biopsies taken from the most inflamed tissue.  All biopsy samples were examined for CMV by H&E staining, IHC, and tissue PCR. Histopathology examination for all biopsies was performed by a single experienced pathologist who was blinded to the results of the PCR. A biopsy was considered as positive by light microscopy for CMV infection if any sampled colonic biopsy contained at least one cell with intranuclear or cytoplasmic inclusions and cytomegalic characteristics. Immunohistochemistry stain was utilized in order to highlight the CMV infected cells. The technique was performed on formalin-fixed, paraffin embedded sections mounted on positively charge slides, using antibodies against CMV (Dako, Monoclonal Mouse Anti-Cytomegalovirus Clones CCH2 + DDG0, 1:100 dilution). There is a 20 minutes heat-induced epitope retrieval in high pH buffer (EnVisionTM FLEX, Dako), followed by 30 minutes incubation at room temperature with the primary antibody. Pertinent positive and negative controls (positive: brain with confirmed diffuse severe CMV encephalitis) were included for each case. Cells labelled by the antibody displaying nuclear or faint nuclear and cytoplasmic staining pattern were considered positive, regardless of the number of cells found on any given section, signifying  a qualitative (positive versus negative) rather than quantitative (number of positive cells per number of biopsies) result.

For PCR, total nucleic acid was extracted from colonic tissue using one of two magnetic silica based nucleic acid extraction methods: NucliSENS® easyMAG™ (Biomerieux) or MagMax-96 Viral RNA isolation kit (ThermoFisher Scientific cat #1836) as per the manufacturer’s instructions, then placed in in-house PCR mix.  Biopsy material was ground using a TenBrock grinder, and then lysed and treated with Proteinase K. It was then placed in the in-house PCR mix.  For a positive biopsy, a cut-off of 40 cycles with a limit of detection of 100 copies/1mg was used. Qualitative reporting was performed with a biopsy reported as positive if 100 copies or more were detected.
