Supplementary Information

Figure 1. Bradford assay calibration curves for A. MazE/MazF(His)s B. (His)sMazE/MazF C. MazF(His)s D. (His)sMazE. Known
amounts of lyophilized protein were resuspended in elution buffer and Bradford assays were performed obtain a relationship between
absorbance at 595 nm and protein concentration.
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Figure 2. Initial increase in fluorescence observed when reading fluorescence (ex. 485 nm; em. 530 nm) of A. 20 uM oligonucleotide
in the presence (red) and absence (black) of 3 uM MazF(His)s and B. of 100 nM 6-FAM alone
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Figure 3. Reaction progress curves for three separate kinetic trials of oligonucleotide cleavage by MazF(His)s

Cleaved Oligonucleotide (pmol)

Trial 1
6
[ ]
51 oo
[ J . .
4 ....... [
3 .."A ::2.'8. =
028280 a8 es_ aav®
02°8 g5y ~—ag¥o0®
o o~ 1 §o%e @0
21 ° .'gﬁ.” 'I'
..:. ; "3 — —“-_FF___‘__,_—_-H_
14 ° lo:"llﬂ: e

el o
0(,;!:;=_=——£——‘—"‘_'—_
0 2 4 6 8 10 12 14

Time (min)

=0.05uM
=0.1uM
0.2uM
=0.3uM
=1uM
=5uM
=10uM
®15uM
® 20 uM
25 uM
©30uM
®35uM
®40uM
® 45uM
50 uM

Trial 3

Cleaved Oliognucleotide (pmol)

Trial 2

Cleaved Oligonucleotide (pmol)

Time (min)

S3

20

©0.05uM
©0.1uM
®02uM
©03uM
®1luM
®5uM
®10uM
=15uM
=20 uM
=25uM
=30uM
=35uM
=40 uM
=45uM
=50 uM

Time (min)

©0.05uM
©0.1uM
©0.2uM
©0.3uM
®1luM
®5uM
=10uM
=15uM
A20uM
A25uM
=30uM
=35uM
=40 uM
=45 uM
=50 uM




Figure 4. MALDI spectra of reaction products between oligonucleotide substrate and MazF(His)s or MazE/MazF(His)s. A-C. Mass
spectra for HPLC elutions in the reverse order that they came off the column for the reaction between oligonucleotide substrate and
MazF(His)s. The spectrum in A corresponds to the small amount of unprocessed oligonucleotide that remains, as shown in Figure 4 of
the manuscript. D. Mass spectrum for HPLC elution forming single peak in reaction of oligonucleotide with MazE/MazF(His)s.
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