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Gen PCR
Primer RppH2 CloneP Sequence

RhIS MT0232 + 1-1 ATGTGT GT GCT GGTAT GTCCTCCGACT GAGAGGGCCCAGGAGTATCA

RhIS MT0232 + 1-2 GCT GGTAT GTCCTCCGACT GAGAGGGCCCAGGAGTATCA

RhIS MT0232 + 1-3 ATGTGT GT GCT GGTAT GTCCTCCGACT GAGAGGGCCCAGGAGTATCA

RhIS MT0232 + 1-4 ATGTGT GT GCT GGTAT GTCCTCCGACT GAGAGGGCCCAGGAGTATCA

RhIS MT0232 + 1-5 ATGTGT GT GCT GGTAT GTCCTCCGACT GAGAGGGCCCAGGAGTATCA

RhIS MT0232 + 1-6 ATGTGT GT GCT GGTAT GTCCTCCGACT GAGAGGGCCCAGGAGTATCA

RhIS MT0232 + 1-7 ATGT GT GT GCT GGTAT GTCCTCCGACT GAGAGGGCCCAGGAGTATCA

RhIS MT0232 + 1-8 ATGTGT GTGCT GGTAT GTCCTCCGACT GAGAGGGCCCAGGAGTATCA

RhIS MT0232 + 1-9 ATGT GT GT GCT GGTAT GTCCTCCGACT GAGAGGGCCCAGGAGTATCA

RhIS MT0232 + 2-3 ATGTGT GT GCT GGTAT GTCCTCCGACT GAGAGGGCCCAGGAGTATCA

RhIS MT0232 + 2-4 TCATGTGTGTGCT GGTATGTCCT CCGACT GAGAGGGCCCAGGAGTATCA

RhIS MT0232 + 2-5 ATGTGT GT GCT GGTAT GTCCTCCGACT GAGAGGGCCCAGGAGTATCA

RhIS MT0232 + 2-6 ATGTGT GT GCT GGTAT GTCCTCCGACT GAGAGGGCCCAGGAGTATCA

RhIS MT0232 + 2-8 ATGTGT GT GCT GGTAT GTCCTCCGACT GAGAGGGCCCAGGAGTATCA

RhIS MT0232 + 2-9 ATGTGT GT GCT GGTAT GTCCTCCGACT GAGAGGGCCCAGGAGTATCA

RhIS MT0232 + 2-10 ATGTGT GT GCT GGTAT GTCCTCCGACT GAGAGGGCCCAGGAGTATCA

RhIS MT0232 + 2-11 ATGTGT GT GCT GGTAT GTCCTCCGACT GAGAGGGCCCAGGAGTATCA

RhIS MT0232 + 2-12 ATGT GT GT GCT GGTAT GTCCTCCGACT GAGAGGGCCCAGGAGTATCA

RhIS MT0232 - 7-1 ATGTGT GGGCTGGTATGTCCTCCGACT GAGAGGGCCCAGGAGTATCA

RhIS MT0232 - 7-2 ATGTGT GT GCT GGTAT GTCCTCCGACT GAGAGGGCCCAGGAGTATCA

RhIS MT0232 - 7-3 ATGTGT GT GCTGGTAT GTCCTCCGACT GAGAGGGCCCAGGAGTATCA

RhIS MT0232 - 7-4 ATGTGT GT GCT GGTAT GTCCTCCGACT GAGAGGGCCCAGGAGTATCA

RhIS MT0232 - 8-1 TGCT GGTATGTCCTCCGACT GAGAGGGCCCAGGAGTATCA

RhIS MT0232 - 8-3 TCATGTGT GT GCTGGTATGTCCTCCGACT GAGAGGGCCCAGGAGTATCA

RhIS MT0232 - 8-4 ATGT GT GT GCT GGTAT GTCCTCCGACT GAGAGGGCCCAGGAGTATCA
ATGTGTGT GCT GGTAT GTCCTCCGACT GAGAGGGCCCAGGAGTATCAGGGTAGGGATGC

rhll MTO0238 3-3 CGCCTTTTTTTTCTCGGCCGGCACGACACGGGGACTTGGT CAT GATCGAATT GCTCTCT GAATCGCT GGAAGGGCTTT
ATGTGTGT GCT GGTAT GTCCTCCGACT GAGAGGGCCCAGGAGTATCAGGGTAGGGAT GC

rhll MT0238 34 CGCCTTTTTTTTCTCGGCCGGCACGACACGGGGACTTGGT CAT GATCGAATT GCTCTCT GAATCGCT GGAAGGGCTTT

rhil MT0238 4-11 GACTT GGT CATGAT CGAATTGCTCTCT GAATCGCT GGAAGGGCTTT

rhll MT0238 4-13 ATGATCGAATTGCTCTCT GAATCGCT GGAAGGGCTTTCC

ATGTGTGT GCT GGTAT GTCCTCCGACT GAGAGGGCCCAGGAGTATCAGGGTAGGGATGC
rhil MTO0347 5-8 CGCCTTTTTTTTCTCGGCCGGCACGACAC



8Used to determine if a transcript 5' end is a primary transcription start or processed transcription start. No
difference in +/- RppH (RNA 5' Pyrophosphohydrolase) treatment indicates the 5' end of both RhIS and rhll
are primary transcription start sites.

bNumber of pCRII-TOPO clone. Each independent clone indicates a separate RNA transcript that was
sequenced

Figure S2: Analysis of transcription start sites identifies a single transcription
start for RhIS and rhll. (A) Primer extension analysis. To detect the 5 end of RhIS,
primer VAOOO1 (corresponding to nt -61 to -42 relative to the rhll start of translation) was
end-labeled with [y-3?P] ATP and incubated with the primer extension enzyme mix. The
rhll-rhiR fragment was amplified from PAOL1 to generate the sequencing ladder. To
resolve the 5’ end of RhIS, primer extension reactions and the DNA sequencing ladder
were run on an 8% polyacrylamide-6M urea gel. *Corresponds to +1 of RhIS indicated
in Fig 3A. (B) 5 RACE data for RhIS and rhll. Total RNA isolated from WT PAO1 was
subjected to 5° RACE analysis using the indicated primers. Each row represents an

independent clone (and RNA transcript) that was sequenced.



