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SUPPLEMENTARY MATERIALS AND METHODS
Analysis and visualization of pyrosequencing results

After 5’end linker and polyA-tail clipping from the initial pyrosequencing results, all inserts ≥ 18 nt of  the Hfq coIP and control coIP libraries were separately mapped to the Salmonella LT2 genome (NC_003197.fna) using WU-BLAST (http://blast.wustl.edu/). From the resulting blast positions one graph for each strand of the Salmonella chromosome was calculated, where the number of cDNA hits for each nucleotide position was plotted. To compare the graphs of the Hfq coIP and control coIP, the graphs were normalized to number of blastable reads. Following upload of the Salmonella genome sequence and annotation (NC_003197.fna and NC_003197.gff), the two graphs for each library were loaded into the Integrated Genome Browser (IGB) of Affymetrix (http://www.affymetrix.com/support/developer/tools/download_igb.aff, version IGB-4.56).  Different panels show the annotations for the “+“ and “–“ strand (blue), the graphs for the “+” and “-“ strand of the Hfq coIP (red) and the control coIP (black), and the genome coordinates in the center. A specific genomic region can be selected for further analysis (e.g. SPI-1, Fig. 4). 
SPI-1 represents an example of an entire genomic region highly enriched in the Hfq coIP library. In contrast, very few cDNA sequences mapping to SPI-1 are contained in the control coIP library. The flanking genes of invR (i.e. the border of SPI-1) nicely give an example of the specificity of the method (Fig. 4). While cDNAs mapping to the InvR sRNA gene represent the most abundant cluster in the Hfq coIP library, the genes in the closest proximity are barely represented in this library. In addition, the example of InvR underlines the reliability of the method to identify Hfq-dependent sRNAs.  
The numbers of cDNA clones that overlap Salmonella sRNA genes or annotated ORFs are listed in Table S3 (sRNAs) and S4 (mRNAs). Comparing the numbers of cDNAs obtained for the Hfq coIP vs. control coIP, false positive sequences in the list of cDNAs of Hfq-bound RNAs were easily detected (see CsrB and CsrC, Table S3), based on the number of sequences received from the control coIP. In those cases the number of sequences was almost identical in the Hfq coIP and the control coIP libraries (note that the numbers are not normalized to the number of blastable reads.) While Table S3 and S4 only present absolute numbers of sequences, which map along an entire RNA transcript, it is necessary to analyze a gene of interest in detail. The ratio of hits per nucleotide of the Hfq coIP to hits from the control coIP provides a measure of enrichment, which can be visualized for every single nucleotide in a stepstair diagram. In the case of ompD, the number of cDNAs obtained in the Hfq coIP library (246) compared to those of control coIP library (76) lead to an overall enrichment factor of 3.3. Analysis of the single cDNA sequences over the entire transcript length reveals single “hot spots” in the transcript bound by Hfq, leading to enrichment factors up to 30 (for the region spanning the ATG start codon; Fig. 7A).  However, the number of ompA cDNA sequences received in Hfq coIP (102) vs. control coIP (77) only lead to an overall enrichment factor of 1.3. At first glance, this would lead one to assume that ompA is not an Hfq-bound mRNA. However, closer inspection of the clone distribution along the entire mRNA, and of the enrichment of certain parts of the mRNA, reveals that the 5’ region (around ATG start codon) and a central region are highly enriched in the Hfq coIP (up to 12-fold; Fig. 7B)). Such detailed inspection offers the advantage of being able to analyze the 5’/3’ UTRs of mRNAs, which are not included in Table S4, but are known to be often bound by Hfq.
Quantitative RT-PCR

The wild-type strain SL1344 and JVS-0255 (hfq) were grown in liquid culture from single colonies to an OD600 of 2 or for 12 hours under SPI-1 inducing conditions, respectively. Experiments were carried out as described previously [1]. Briefly, RNA was isolated using the SV40 Total RNA Isolation kit (Promega) according to manufacturer’s instructions. Expression of rpoE, degP, and rpoS mRNA was quantitatively assessed by qRT-PCR in a 7900HT (Applied Biosystems), with the rfaH gene as reference. For each reaction (25µL final vol.) 1µl of RNA sample (100 ng/ reaction) were mixed with 0.25µl of primer pairs (0.5 µM final) and 12.5 µL of SYBR Green mix (Qiagen). For coupled cDNA synthesis and target gene amplification 0.25µl of Quantitect RT mix was added. Each sample was assayed in triplicate for each run. Control RNA from wild-type cells was used to construct a standard curve for all inspected genes. Reaction conditions were: 30 min 50°C, 15 min 95°C, and 45 cycles at 94°C for 20 sec, 60°C for 40 sec, and  72°C for 40 sec. Oligodeoxynucleotides used in this experiment (JVO-1234/1235 (degP), JVO-1117/1118 (rfaH), JVO-1236/1237 (rpoE), JVO-1342/1343 (rpoS)) are listed in Table S6.
Western blot 

Cultures were inoculated into fresh medium 1/100 from o/n cultures. Incubation was carried out under standard conditions to early stationary phase (OD600 of 2) or for 12 hours under SPI-1 inducing condition, respectively. Whole cell proteins were resolved by 12 % SDS PAGE and transferred to a PVDF membrane. Sigma proteins were detected using monoclonal antibodies against RpoE or RpoS, respectively (Neoclone).

Northern analysis

Cultures were inoculated into fresh medium 1/100 from o/n cultures. Incubation was carried out under standard conditions to logarithmic phase. RNA was extracted using TRIzol Reagent. For detailed protocol see [2].
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