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Table S1. Summary of genes that passed the baseline cutoff (>30 gene counts) required for fitness analysis. The 
number of NGS reads associated with each sample is also provided.

Experiment
/ Replicate Condition description Genes included in 

analysis # Reads

1A M9 + 20 mM D-glucose (T=0) 4953 5,618,453
1B M9 + 20 mM D-glucose (T=0) 5022 8,197,689
1C M9 + 20 mM D-glucose (T=0) 5004 7,186,676
2A LB (T=0) 5015 7,514,940
2B LB (T=0) 4997 7,338,799
2C LB (T=0) 5024 8,310,257
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Table S2. Experimental layout description with corresponding OD600 readings taken at time of sampling. Values A, 
B, and C denote the biological replicate.

Experiment Media composition and description OD600nm_A OD600nm_B OD600nm_C
1 M9 + 20 mM D-glucose (T=0) 1.153 0.900 0.990
2 LB (T=0) 1.087 1.265 1.075
3 M9 + 20 mM D-glucose (passaged from #1) 1.002 1.090 1.252
4 M9 + 20 mM D-glucose (passaged from #2) 0.984 0.944 1.078
5 M9 + 10 mM ferulate (passaged from #1) 1.056 0.910 1.285
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Table S3. BarSeq forward primers, BarSeq_P2_ITXXX, used in this study (original sequences from Wetmore et al.1). 
BarSeq P2 indices used for demultiplexing sequencing data are in bold.

Experiment/ 
Replicate

Index 
name

Index 
sequence BarSeq_P2 primer sequence

1A IT001 ATCACG CAAGCAGAAGACGGCATACGAGATCGTGATGTGACTGGAGTTCA
GACGTGTGCTCTTCCGATCTGATGTCCACGAGGTCTCT

1B IT002 CGATGT CAAGCAGAAGACGGCATACGAGATACATCGGTGACTGGAGTTCA
GACGTGTGCTCTTCCGATCTGATGTCCACGAGGTCTCT

1C IT003 TTAGGC CAAGCAGAAGACGGCATACGAGATGCCTAAGTGACTGGAGTTCA
GACGTGTGCTCTTCCGATCTGATGTCCACGAGGTCTCT

2A IT004 TGACCA CAAGCAGAAGACGGCATACGAGATTGGTCAGTGACTGGAGTTCA
GACGTGTGCTCTTCCGATCTGATGTCCACGAGGTCTCT

2B IT005 ACAGTG CAAGCAGAAGACGGCATACGAGATCACTGTGTGACTGGAGTTCA
GACGTGTGCTCTTCCGATCTGATGTCCACGAGGTCTCT

2C IT006 GCCAAT CAAGCAGAAGACGGCATACGAGATATTGGCGTGACTGGAGTTCA
GACGTGTGCTCTTCCGATCTGATGTCCACGAGGTCTCT

3A IT007 CAGATC CAAGCAGAAGACGGCATACGAGATGATCTGGTGACTGGAGTTCA
GACGTGTGCTCTTCCGATCTGATGTCCACGAGGTCTCT

3B IT008 ACTTGA CAAGCAGAAGACGGCATACGAGATTCAAGTGTGACTGGAGTTCA
GACGTGTGCTCTTCCGATCTGATGTCCACGAGGTCTCT

3C IT009 GATCAG CAAGCAGAAGACGGCATACGAGATCTGATCGTGACTGGAGTTCA
GACGTGTGCTCTTCCGATCTGATGTCCACGAGGTCTCT

4A IT010 TAGCTT CAAGCAGAAGACGGCATACGAGATAAGCTAGTGACTGGAGTTCA
GACGTGTGCTCTTCCGATCTGATGTCCACGAGGTCTCT

4B IT011 GGCTAC CAAGCAGAAGACGGCATACGAGATGTAGCCGTGACTGGAGTTCA
GACGTGTGCTCTTCCGATCTGATGTCCACGAGGTCTCT

4C IT012 CTTGTA CAAGCAGAAGACGGCATACGAGATTACAAGGTGACTGGAGTTCA
GACGTGTGCTCTTCCGATCTGATGTCCACGAGGTCTCT

5A IT019 GTGAAA CAAGCAGAAGACGGCATACGAGATTTTCACGTGACTGGAGTTCA
GACGTGTGCTCTTCCGATCTGATGTCCACGAGGTCTCT

5B IT020 GTGGCC CAAGCAGAAGACGGCATACGAGATGGCCACGTGACTGGAGTTCA
GACGTGTGCTCTTCCGATCTGATGTCCACGAGGTCTCT

5C IT021 GTTTCG CAAGCAGAAGACGGCATACGAGATCGAAACGTGACTGGAGTTCA
GACGTGTGCTCTTCCGATCTGATGTCCACGAGGTCTCT
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Table S4. Sequencing read counts and quality metrics for each sample used in this work.

Experiment
/ Replicate # Reads Yield (Mbp) Mean Quality Score

1A 5,618,453 1686 32.41
1B 8,197,689 2459 32.58
1C 7,186,676 2156 32.14
2A 7,514,940 2254 32.47
2B 7,338,799 2202 32.47
2C 8,310,257 2493 32.56
3A 7,105,842 2132 32.63
3B 6,731,403 2019 32.53
3C 6,202,795 1861 32.52
4A 7,596,456 2279 32.46
4B 6,943,381 2083 32.3
4C 6,937,674 2081 32.47
5A 7,144,571 2143 32.56
5B 6,860,069 2058 32.35
5C 5,727,812 1718 32.4
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Figure S1. Fitness comparison for the M9 + 20 mM D-glucose enrichment condition using LB or M9 + 20 mM D-
glucose inoculum (T=0) cultures. LB-derived mean fitness values are plotted on the X-axis and mean fitness derived 
from M9 + 20 mM D-glucose are plotted on the y-axis. Means values are taken from three biological replicates and 
genes with a mean fitness difference >|1| between the datasets have red markers and are labeled with locus tags.
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Figure S2. Fitness comparison for the M9 + 10 mM ferulate enrichment condition where (A-C) mean fitness derived 
from three biological replicates using non-trimmed data is plotted on the X-axis and mean fitness derived from three 
biological replicates using excluding counts from transposons localized within (A) the first 10% of a gene’s coding 
DNA sequence (CDS), (B) the last 10% of a gene’s CDS, or (C) the first and last 10% of a gene’s CDS. (D) mean 
fitness derived from three biological replicates excluding counts from transposons localized with the first and last 10% 
of a gene’s CDS on the X-axis vs. the first and last 5% of a gene’s CDS. Genes with a mean fitness difference >|1| 
between the trimmed dataset and the non-trimmed dataset have red markers and are labeled with locus tags. No 
differences were statistically significant from the non-trimmed dataset using any of the trimming approaches (q value 
< 0.1) (File S1).2,3
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