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_ _ _ RB-TnSeq mutant library is grown in selective

RB-TnSeq mutant library is grown in LB condition (alone or in the presence of other species
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An aliquot of these cells is collected and Cells are harvested from plate

DNA is extracted (TO condition) and DNA is extracted
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Unique barcodes are amplified with primers annealing to
common U1 and U2 regions. These primers also add on
lllumina adapter sequences and a unique index to facilitate
pooled sequencing
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Number of times
a barcode is seen
Number of times
a barcode is seen

Following amplicon sequencing, barcodes Following amplicon sequencing, barcodes
are counted are counted
Insertion mutant fitness = f; = log, (nafter + \/@) —log, (ngy + \/z) Nafer = abundance after growth
¢ ng = abundance in TO
l ¢ = pseudocount (avoid noise in low to null counts)
£.Gi wj = strain weight (inverse of the variance)
Unnormalized gene fitness = f, = M M = smoothed median of the unnormalized fitness
Zi Wj Md = Mode of the previously normalized gene fitness

l o = constant to represent uncertainty in the normalization

of small fitness values
Normalized gene fitness: f;; = f;, —Mthen f; = fg; —Md Vy = naive gene fitness variance (based on counts)

V. = estimated gene fitness variance (based on insertion

l mutant fitness)
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t-score = ———
Jo2+max(Vy,Ve)



