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Validation

All sample sizes were chosen under the constraints of the experimental systems to allow enough statistical power. For example, the sample
size of FACS-NGS experiment was limited by the transformation efficiency and competence of a random library of clones into bacteria.
However, the sample size was predicted and found that it allows enough statistical power. Computational analysis sample sizes include all
available data.

The only experimental data that was excluded, are of synthetic operon which did not have efficient start codons and /or harboured additional
stop codons in the variable region. AS described in the methods section.

All experiments were replicated more than once, all replications were successful and within the errors of the measurements.

1) Randomized sequences (in the mRNA stability analysis) were sampled from the distribution representing the null hypothesis, namely, only
the amino acids sequence, nucleotides and codon composition (see below) were under selection at a given position in the coding sequence.
While only nucleotide composition was under selection in a given UTR. To produce random sequences maintaining these properties,
synonymous codons within each coding sequence were randomly per mutated and the nucleotides of each UTR were randomly per mutated.
Regions overlapping multiple coding sequences were maintained without permutations. Codons containing one or more ambiguous
nucleotides ('N' bases) were likewise maintained without permutations. Synonymous codons were identified according to the gene translation
table for each specie.

2) Randomization of the 24 nucleotides library in the recombinant construct was achieved by random synthesis of the library, without a
specific nucleotide bias or constrains in the synthesis.

3) 128 bacterial strains that were analyzed in this study were randomly selected from all bacteria with sequenced genomes, with one
constraint: it should have represented all bacterial Phyla.

A randomized library of 24 nucleotides were sorted by FACS, according to GFP fluorescence. Sequencing of library was only conducted after
sorting, and correlation of results was performed.

anti his-tag-probe (H-3) antibodies, Santa Cruz Biosciences sc-8036, Lot #B2317 dilution 1:2000

Commercial validation and citations are available at: http://www.scbt.com/p/his-probe-antibody-h-3




