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(A)  RNA could be utilized for gyrA and parC mutation analysis.
Both DNA and total RNA were extracted from E. coli (JCM1649) obtained from RIKEN BioResource Research Center (Tsukuba, Japan). Total RNA (2.5g) was reverse-transcribed using Superscript III First Strand Synthesis System (Invitrogen) with random hexamers. DNA and cDNA were amplified with the set of gyrA (upper panel) or parC primers (middle panel). 

Upper panel: PCR- restriction fragment length polymorphism (RFLP) analysis of the gyrA gene using E. coli DNA (lane 2, 3, 4) and cDNA (lane 5, 6, 7). 
Lane 1: Molecular weight marker. Lane 2: Amplicons of the gyrA gene using DNA. Lane 3: Shorter DNA fragments digested with Hinf I. Lane 4: Shorter DNA fragments digested with Tth111 I. Lane 5. Amplicons of the gyrA gene using cDNA. Lane 6. Shorter DNA fragments digested with Hinf I. Lane 7: Shorter DNA fragments digested with Tth111 I. Similar results were obtained from DNA and cDNA.

Middle panel: PCR- RFLP analysis of the parC gene using E. coli DNA (lane 2, 3) and cDNA (lane 4, 5).
Lane 1: Molecular weight marker. Lane 2: Amplicons of the parC gene using DNA. Lane 3: Shorter DNA fragments digested with Xmn I. Lane 4: Amplicons of the parC gene using cDNA. Lane 5. Shorter DNA fragments digested with Xmn I. Similar results were obtained from DNA and cDNA.

Pouch biopsies were obtained at endoscopy from patient A and B and homogenized with guanidine thiocyanate buffer. Total RNAs were extracted using cesium chloride gradients. RNAs were reverse-transcribed and cDNAs were amplified with gyrA or parC primers.

Lower panel: RT-PCR amplification of the E. coli gyrA or parC genes using biopsy RNA samples from patient A (lane 2, 4) and patient B (lane 3, 5).
Lane 1: Molecular weight marker. Lane 2, 3: Amplicons of the gyrA genes using biopsy cDNAs. Lane 4, 5: Amplicons of the parC genes using biopsy cDNAs. 

(B), (C), (D) Mutation rates of gyrA and parC genes of E. coli in feceses and biopsies.
We obtained both fecal and biopsy samples from 9 patients. The time of fecal sampling and biopsy was not the same day in each case but reasonably close (the mean time lag was 7.6 months). DNAs were extracted from fecal samples and total RNAs were extracted from biopsies. Consequently, we obtained 6 paired (fecal DNA and biopsy RNA) samples from CFX-untreated patients and 3 paired samples from patients with CFX treatment of pouchitis. Mutation rates at gyrA 83 and 87 and at parC 84 were quantified using both fecal DNAs and biopsy cDNAs by rapid PCR-RFLP as described
An open circle indicates mutation rates using fecal and biopsy samples from a CFX-untreated patient and a closed circle indicates those from a CFX-treated patient.
The positive correlations were found in all of the three mutation rates between fecal and biopsy samples although the correlation coefficient was not necessarily high in the mutation rates at gyrA 83 position
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