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Figure S1: Expression of the RNA spike-in standards in the RNA-Seq libraries. Each point
represents a single RNA from the spike-in mixture. Both replicates are shown in red and black,
respectively. Expression of each spike-in RNA is given in Reads Per Kilobase of transcript per
Million mapped reads (RPKM) units. This RPKM value sets the detection threshold in each RNA-
Seq set (Materials and Methods). ‘n’ denotes the number of RNA standards with linear
dependence of their concentration in the spike-in mixture (slope); those standards were further

considered for copy number determination. R?, Pearson correlation coefficient.
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Figure S2: Sequencing data exhibit a good correlation between biological replicates.
Correlation of the RNA-seq and Ribo-seq data of two biological replicates from induced and non-
induced cells expressing either LacZ or LacZ-PK. Expression of each gene for both RNA-seq and
Ribo-seq data sets given in Reads Per Kilobase of transcript per Million mapped reads (RPKM)
units. R?, Pearson correlation coefficient.
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Figure S3: Comparison of ribosome protected fragments (RPFs) mapping to first and second
half of each coding region. Each point represents a coding region with expression given in Reads

Per Kilobase of transcript per Million mapped reads (RPKM) units. First 51 bp and last 9 bp not
included in the calculation. R?, Pearson correlation coefficient.



Table S1: Measurements of cellular parameters

Start of induction

End of induction?

Measurement LacZ PK-LacZ LacZ PK-LacZ
Doubling time (minutes) 85 85 -b —b

Cell count 1.6 x 10° 1.6 x 10° 1.6 x 10° 1.6 x 10°
Protein mass (grams/cell) 413x10" | 410x10™™ | 470x10™" | 4.30x107™
Mass of LacZ/PK-LacZ as total of cell - - 14% 5.8%

a. Induction of constructs lasted 10 min for LacZ and 15 min for PK-LacZ before samples were taken.
b. No measurable growth during the induction period.




Table S2: Sequencing and read mapping statistics

Mo | M| S| et

mRNA®

PK-LacZ RNA-seq non-induced R#1 | 66086771 | ‘L0000 | T | RN
PK-LacZ RNA-seq non-induced R#2 39198111 1(222959702? 1(272372025 1‘913?7951% ?
PK-LacZ RNA-seq induced Rl | 70004102 | 2204200 | (00N QATOReS
PK-LacZ RNAseq induced  R#2 | est4etsz | 2[00 | (7900 | BT
PK-LacZ Ribo-seq non-nduced R#1 | 50384989 | ‘nioooo) | 95N | SR
PK-LacZ Ribo-seq non-induced R#2 | 62798001 | acn | 0GRy | SEAINY
PK-LacZ Ribo-seq induced Rl | sesest22 | 2,000 | 0TS | Z00T0N
PK-LacZ Ribo-seq induced R#2 54581989 2(%?122)3 3;24219%,2)9 3(%?(? ;3 027
lacZ  RNAseq nonnduced R#1 | 192586734 | (7500 | ISR | S0TEOH
LacZ ~ RNAseq non-nduced R2 | 53735584 | opnvon | oaeo | (i074ns
lacZ ~ RNAseq induced Rl | 190867334 | ‘iounon | G000 | TIoN
lacZ  RNAseq induced R | 52240500 | Zoooes | AT | AL
LacZ  Ribo-seq non-induced RH#1 | 183013690 | ' arre | (Goookr | (o5 000
lacZ  Riboseq non-nduced R#2 | 53330842 | .o | 0NN | (00700
lacZ  Ribo-seq induced Rl | 190707063 | 'eoon30 | (TR | TIOSND
lacZ ~ Riboseq induced Rz | 4ts703s3| 00N | (SIS | A

a. Biological replicates are denoted “R#1” and “R#2” and “induced” relates to presence of IPTG (1 mM).
b. Reads aligning to more than one sequence including tRNA and rRNA were excluded from the data.
c. Sequencing reads were mapped to the genome of E. coli K-12 MG1655 strain.




