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DNA extraction
Bacterial genomic DNA was extracted from stool samples as previously described with a few modifications.1  Briefly, frozen stool:PBS mixture was thawed and centrifuged (8,000 x g for 5 min at room temperature).  The fecal pellet was rinsed twice with PBS then resuspended in 200 µl lysis buffer (2 mM EDTA, 1.2 % TritonX-100, 20 mM Tris-HCl, pH 8.0) with freshly added 40 mg/ml lysozyme. The solution was incubated at 37°C for 30 min. Buffer ASL from QIAamp DNA Stool Mini Kit (Qiagen, Valencia, CA) was added to equal 2.0 ml, vortexed until thoroughly mixed, and then homogenized by bead-beating in a FastPrep-24 Instrument (MP Biomedicals, Solon, OH) for 2 min at 6.5 m/sec. The homogenate was incubated for 5 min at 95°C, vortexed, and centrifuged at 13,000 x g for 1 min to pellet stool particles. DNA in the supernatant was purified with the Qiagen Stool Mini Kit.

qPCR
SYBR green and TaqMan quantitative real time PCR (qPCR) assays were performed on a 7500 Fast Real-Time PCR System (Applied Biosystems, Carlsbad, CA) with primers specific for universal eubacteria and bifidobacteria. Universal eubacteria SYBR green assays contained 10 µl of 2x Takara Perfect Real Time master mix (Clontech Laboratories, Mountain View, CA), 6 µl water, 400 nM of forward and reverse primers (all primers listed in supplementary Table 1), and 2 µl diluted 1:100 genomic DNA.  Cycling conditions were as previously described, 95°C for 20 sec, then 40 repeats of 95°C for 4 sec, 65.5°C for 30 sec, and melt curves were detected from 55°C to 90°C.2  Bifidobacteria TaqMan qPCR assays contained 12.5 µl 2x TaqMan Universal PCR master mix (Applied Biosystems),  300 nM of forward and reverse primers, 150 nM TaqMan probe, 3.75 µl water, and 2.5 µl diluted 1:100 genomic DNA.3  Cycling conditions were as previously described: denaturing at 50°C for 2 min, 95°C for 10 min, then 40 cycles of 95°C for 15 sec and 60°C for 60 sec.2  All reactions were carried out in triplicate with a nontemplate control. 
TRFLP analysis of the fecal microbiota
PCR amplification was performed in 50-µL reactions containing 1-5 ng of DNA template, 25 µL 2X Promega GoTaq Green Master Mix (Promega, Madison, WI), 1 mM MgCl2, and 2 pmol of each primer).4,5  Each PCR was performed in triplicate and the products combined prior to purification. The PCR conditions were an initial denaturation at 95°C for 2 min, followed by 30 cycles of denaturation at 95°C for 30 sec, annealing at 50°C for 30 sec, and extension at 72°C for 2 min, with a final extension at 72°C for 5 min. 
Bacilli-specific TRFLP (Bac-TRFLP)  was performed as described.6  PCR conditions consisted of an initial denaturation at 95°C for 5 min, followed by 30 cycles of denaturation at 95°C for 45 sec, annealing at 66°C for 30 sec, and extension at 72°C for 45 sec, with a final extension at 72°C for 5 min. 
PCR products were analyzed by electrophoresis and purified using the QIAquick PCR Purification Kit (Qiagen, Valencia, CA).  All 16S-TRFLP amplicons were digested using the enzymes AluI, MspI, HaeIII, and HhaI. Bac-TRFLP amplicons were digested using the enzymes MseI, Hpy188I, and Hpy188III.  Next, 1.5 µl of the digestion mixture was used for fragment analysis and traces were visualized with the program Peak Scanner v1.0 (Applied Biosystems). Peak filtration and clustering analyses were performed with R software, using published program scripts and analysis protocols.7  Taxonomic assignments of operational taxonomic units were based on comparison to an in silico digest database generated by the virtual digest tool from MiCA8 of good-quality 16S rRNA gene sequences compiled by the Ribosomal Database Project Release.9,10  
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