
Alternatively, our observed phenotypes could be explained by polar effects of

transposon insertions upstream of esxB, which exert a polar effect on transcription. To

distinguish between these possibilities, total RNA were extracted from wild type bacteria

as well as esxA, esxB, essA, essB and essC isogenic variants. Primers specific for

esxA, esxB or an unrelated control sdrE, were used to generate complementary DNA

(cDNA) using the enzyme Reverse Transcriptase (RT).  cDNA products were used as

templates for PCR reactions with appropriate primers and Taq polymerase. As shown in

Fig. 1S, PCR products were generated in all cases. However, when Reverse

Transcriptase was omitted from the first reaction, no PCR products were generated.

These data suggest that the observed phenotype of esxA, esxB, essA, essB and essC

mutants in EsxA and EsxB synthesis is not due to polar effect of transposon insertions

on the transcription of downstream genes, specifically on the transcription of esxB.

Fig. 1S. esxA, esxB and sdrE transcripts revealed by RT-PCR. (A) Schematic drawing of

the ess cluster with the position of the esxA24 mutation (∆) and bursa aurealis insertions 


