S1 Fig. The position of nicking sites of I-Tevl T3 are unaffected by subsitutions at position
1 of the cleavage motif. pTox plasmids harbouring native cleavage motif (C1C [C, D]), or one
of three position 1 substitutions (C1A [A, B], C1G [E, F], CIT [G, H]) were sequenced using
flanking primers: one upstream of the cleavage motif (forward. [A, C, E, G]) and one
downstream (reverse. [B, D, F, H], the reverse complement is shown). Sanger sequencing
readouts are shown with traces for adenine (green), cytosine (blue), guanine (black), and thymine
(red). The cleavage motif is given above the corresponding region of the readout, with a chevron
indicating the predicted nicking position. A drop-off in fluorescence intensity is seen in each
sanger readout corresponding to the predicted nicking positions in all eight cases. The 3' A or 5'
T observed in each trace is an artifact of sequencing.
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S2 Fig. Gel images of time course barcode cleavage assays for MegaTev variants. Each gel
image corresponds to a position within the CAACG motif, or a related set of “triplet” substrates.
The nucleotide substitution for each length substrate (S) is indicated on the left side of the gel in
black font. The corresponding product (P) is indicated in red font. The images for each substrate
were cropped from separate images and assembled into a composite figure.
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S3 Fig. Barcode assay kinetic data. MegaTev variants were assayed against four substrates of
varying lengths (2200 [yellow 4 ], 1900 [blue A ], 1600 [green A ], and 1320 bp [red A]). Each
plot represents reaction progress over time for a combination of substrates and MegaTev
enzyme. Substrates harboured I-Tevl cleavage motifs, one of which was the native cleavage
motif (5' — CAACG - 3"), and the others were comprised of NNN triplet substitutions (5' —
CNNNG — 3"), position 1 substitutions (5' — NAACG — 3'), or control substrates (as described in
the text). The controls included all native cleavage motifs, one of each of four lengths, or a single
native cleavage motif among cleavage resistant motifs (5' — AAACA — 3"). The equation of fit is
explained in detail in the text (see Equation 1). Note that the equation given below is
superficially different; using the identities y = fs, and x = t, the equations below become Equation
1.
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r%2| 087581 NA

y = m1 + m2*exp(-m3*x)

Value Error

m1 | 0.098367 | 0.082373
m2 0.84933 | 0.082675
m3 | 0.075774| 0.020712
Chisq 0.18179 NA
rR%2| 0.89768 NA

0.0

8

12 16 20 24
time, min

y=m1+ m2*exp(-m3*x)

Value Error

m1 0.088549 0.039789
m2 0.8743 0.047057
m3 0.14455 0.022344
Chisq 0.088491 NA
rR2| 0.95654 NA




fraction of substrate consumed

1.2

0.0

MegaTev Q158R pos3

y =m1+ m2*exp(-m3*x)

Value Error

m1 0.10782 0.16591
m2 0.82404 0.16748
m3 0.079503 0.045933
Chisq 0.78147 NA
r%2| 066138 NA

y =m1 + m2*exp(-m3*x)

Value Error

m1 0.073303 0.083576

m2 0.86696 0.087203

m3 0.09477 | 0.027848
Chisq 0.24734 NA
RZ2| 087797 NA

4 8 12 16 20 24 28
time, min

32

y =m1+ m2*exp(-m3*x)

Value Error

m1 0.00086479 0.1177
m2 0.95224 0.12231
m3 0.016044 | 0.0047558
Chisq 0.22204 NA
2 0.81383 NA

R




fraction of substrate consumed

1.2

0.0

MegaTev Q158R pos4

8 12 16 20 24 28 32

time, min

y =m1 + m2*exp(-m3*x)

Value Error
m1 0.080112 | 0.043863
m2 0.92785 | 0.059729
m3 0.22519 0.039152
Chisq 0.14767 NA
r%2| 0.93786 NA
y =m1 + m2*exp(-m3*x)
Value Error
m1 -0.027379 0.064182
m2 1.0607 | 0.063762
m3 0.061044 | 0.0095634
Chisq 0.088146 NA
R2 0.9628 NA

y =m1+ m2*exp(-m3*x)

Value Error

m1 0.096095 | 0.053281
m2 0.89161 0.064085
m3 0.15247 0.0313
Chisq 0.16596 NA
2 0.9246 NA

R
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MegaTev Q158R pos5
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o
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fraction of substrate consumed
o o
) o))

o
(<)

L1 1 1 1 1 1a1l

o

4 8 12t_ 16 20 24 28 32
1

me, min

y=m1+ m2*exp(-m3*x)

Value Error

m1 | 021553 | 0.046915
m2 | 0.78238| 0.05268
m3 | 0.12267 | 0.024071
Chisq | 0.10525 NA
r2| 0.93555 NA

y=m1+ m2*exp(-m3*x)

Value Error

m1 | 012043 | 0.038285
m2 | 0.82409 | 0.058334
m3 | 0.31749| 0.055887
Chisq | 0.13737 NA
rR2| 0.92637 NA

y=m1+ m2*exp(-m3*x)

Value Error

m1 | -0.099781 0.16927
m2 1.1139 0.16463
m3 0.00196 | 0.00089618
Chisq 0.01283 NA
2 0.98642 NA




fraction of substrate consumed

0.0

MegaTev K26R/T95S pos1

4 8 12 16 20 24 28 32
time, min

y=m1+ m2*exp(-m3*x)

Value Error
m1 0.17137 | 0.030238
m2 0.79213 0.0482
m3 0.36988 0.05401
Chisq 0.092431 NA
rRZ2| 0.94464 NA
y =m1+ m2*exp(-m3*x)
Value Error
m1 | 0.0075774 | 0.053106
m2 0.96691 0.05433
m3 0.030905 | 0.0036665
Chisq 0.04625 NA
rRZ2| 096649 NA
y=m1+m2*exp(-m3*x)
Value Error
m1 0.016369 | 0.061794
m2 0.93768 0.062926
m3 0.034377 | 0.0049501
Chisq 0.063433 NA
2 0.95442 NA




fraction of substrate consumed

0.0

MegaTev K26R/T95S pos2

L1 1 1L 1 1 1 A

4 8 12 16 20 24 28 32

time, min

y = m1 + m2*exp(-m3*x)
Value Error
m1 | 0.20425| 0.045937
m2 | 0.80583 | 0.056968
m3 | 0.16736 | 0.032183
Chisq | 0.12972 NA
rR2| 0.92647 NA
y =m1 + m2*exp(-m3*x)
Value Error
m1 0.1362 | 0.037465
m2 | 0.82452| 0.064412
m3 | 0.52415| 0.094634
Chisq | 0.16047 NA
rR2| 0.91161 NA

y=m1+ m2*exp(-m3*x)

Value Error

m1 0.19688 0.024161
m2 0.79614 0.05014
m3 1.3198 0.22341
Chisq 0.095329 NA
2| 0.94043 NA

R




fraction of substrate consumed

MegaTev K26R/T95S pos3

= y = m1+ m2*exp(-m3*x)
Value Error
m1 | 0.18317 | 0.059482
= m2 | 0.78784 0.092965
A3C m3 | 0.37008 0.10575
Chisq | 0.34304 NA
A3G rR2| 0.81877 NA
A3T 7
y =m1+ m2*exp(-m3*x)
- Value Error
‘ m1 | 0.14259 | 0.036178
m2 | 0.81787 0.062651
m3 | 0.53997 0.095429
= Chisq | 0.15153 NA
rR2| 09147 NA
0.0 I R R R T T T

y=m1+ m2*exp(-m3*x)

0 4 8 12 16 20 24 28 32

Value Error

m1 0.2146 | 0.037207

time, min

m2 0.7666 | 0.054966

m3 0.3088 | 0.055577

Chisq | 0.12154 NA

R2| 0.92424 NA




fraction of substrate consumed

MegaTev K26R/T95S pos4

C4C
C4G
C4aT

8 12 16 20 24
time, min

y =m1+ m2*exp(-m3*x)

Value Error
m1 0.052011 0.024693
m2 0.94087 | 0.040589
m3 0.41523 0.04208
Chisq | 0.064867 NA
rZ2| 097139 NA
y = m1 + m2*exp(-m3*x)
Value Error
m1 0.077682 0.039087
m2 0.9776 0.047841
m3 0.16119 0.022392
Chisq 0.093332 NA
R2 0.9634 NA
y=m1+ m2*exp(-m3*x)
Value Error
m1 | 0.14209 | 0.031293
m2 | 0.85372| 0.053703
m3 | 0.49871 0.072186
Chisq | 0.11194 NA
R2| 0.94008 NA




1.2

MegaTev K26R/T95S pos5

-
o
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e
F

fraction of substrate consumed
o o
N P

e
(<)

y=m1+ m2*exp(-m3*x)

Value Error

m1 0.16758 0.053877

m2 0.75991 0.054462

m3 0.080298 0.016397

Chisq 0.083428 NA

r2| 0.93979 NA

y=m1+ m2*exp(-m3*x)

Value Error
m1 | 0.22841 0.034958
m2 | 0.72074 0.057225
m3 | 0.40859 0.076408
Chisq | 0.12912 NA
rR2| 0.90929 NA

o

4 8

12 16 20 24
time, min

28

32

y=m1+ m2*exp(-m3*x)

Value Error

m1 -0.13462 0.097474
m2 1.1247 0.094452
m3 | 0.0020631 | 0.00057061
Chisq | 0.0056123 NA
rR2| 0.99381 NA




fraction of substrate consumed

1.2

1.0

0.8

0.6

0.4

0.2

0.0

MegaTev K26R/Q158R

time, min

1 1 | 1 1 | 1 1
A A
AA A
— A —
A ry
] ] ] ] ] ] ] ]
0 4 8 12 16 20 24 28 32

pos1

y =m1+m2*exp(-m3*x)

Value Error

m1 | 0.20691| 0.062456
m2 | 0.7246| 0.076685
m3 | 0.18768 | 0.051353
Chisq | 0.17559 NA
r2| 0.86683 NA

y =m1+ m2*exp(-m3*x)

Value Error

m1 | -0.0023531 | 0.042864
m2 0.99083 | 0.044384
m3 0.0061857 | 0.0013599
Chisq 0.024809 NA
R2 0.97293 NA

y =m1+ m2*exp(-m3*x)

Value Error

m1 -0.0010714 0.056941
m2 0.98| 0.059587
m3 0.0089022 | 0.0019976
Chisq 0.045259 NA
R2 0.95146 NA




fraction of substrate consumed

0.0

MegaTev K26R/Q158R

4 8 12 16 20

time, min

pos2

y = m1+ m2*exp(-m3*x)

Value Error
m1 0.046216 | 0.036581
m2 0.94616 | 0.036684
m3 0.074632 | 0.0081468
Chisq | 0.035526 NA
rR2| 0.98196 NA
y =m1 + m2*exp(-m3*x)
Value Error
m1 0.059604 | 0.035195
m2 0.87078 | 0.042451
m3 0.15131 0.020287
Chisq | 0.070968 NA
rR2| 0.96388 NA
y=m1+ m2*exp(-m3*x)
Value Error
m1 | 0.14042 | 0.044623
m2 0.7603 0.05774
m3 | 0.19632 | 0.039944
Chisq | 0.13505 NA
R2| 0.91564 NA




fraction of substrate consumed

1.2

MegaTev K26R/Q158R

4 8 12 16 20 24 28 32
time, min

pos3

y =m1 + m2*exp(-m3*x)

Value Error
m1 0.065676 0.047816
m2 0.86543 0.048638
m3 0.082159 | 0.013233
Chisq 0.068317 NA
r%2| 0.96068 NA
y =m1 + m2*exp(-m3*x)
Value Error
m1 0.10647 0.035422
m2 0.82953 0.043593
m3 0.16269 | 0.023323
Chisq 0.075686 NA
rRZ2| 0.95806 NA

y = m1 + m2*exp(-m3*x)

Value Error

m1 | 0.046285 0.07322
m2 0.89831| 0.074097
m3 | 0.037612 | 0.0068908
Chisq | 0.090396 NA
2 0.93359 NA

R




fraction of substrate consumed

1.2

0.0

MegaTev K26R/Q158R

8

12 16 20 24 28 32
time, min

pos4

y=m1+ m2*exp(-m3*x)

Value Error
m1 0.11641 0.02412
m2 0.85401[ 0.031223
m3 0.19663 | 0.019257
Chisq | 0.039495 NA
R2 0.97909 NA
y =m1 + m2*exp(-m3*x)
Value Error
m1 0.051778 0.075175
m2 0.95149 | 0.075149
m3 0.046934 | 0.0088426
Chisq 0.10212 NA
R2 0.94 NA
y=m1+ m2*exp(-m3*x)
Value Error
m1 0.21859 0.04191
m2 | 0.74175| 0.050092
m3 | 0.14654 0.027322
Chisq | 0.09822 NA
R2| 0.93312 NA




fraction of substrate consumed
o o o o - -
o 'S P P o N

e
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MegaTev K26R/Q158R

o

4 8 12 16 20 24 28 32
time, min

pos5

y=m1+ m2*exp(-m3*x)
Value Error
m1 0.035181 0.059078
m2 0.88479 | 0.060039
m3 0.03465 | 0.0051239
Chisq 0.058 NA
r2| 095317 NA
y=m1+ m2*exp(-m3*x)
Value Error
m1 | 0.21358 | 0.052693
m2 | 0.67069 0.0633
m3 | 0.14917 | 0.038785
Chisq | 0.15739 NA
R2 0877 NA
y=m1+ m2*exp(-m3*x)
Value Error
m1 -0.39189 0.43115
m2 1.3982 042732
m3 0.001247 | 0.00076141
Chisq | 0.0079874 NA
2| 099148 NA

R




fraction of substrate consumed

MegaTev K26R pos1

1.2

y =m1+ m2*exp(-m3*x)

Value Error

m1 | 0069828 0.0585
m2 0.86876 | 0.058756
m3 | 0.075592 | 0.014436
Chisq | 0.092257 NA
r2| 0.94666 NA

y =m1 + m2*exp(-m3*x)

8

12 16 20 24 28 32
time, min

Value Error
m1 -2.6177 13.947
m2 3.5842 13.941
m3 0.00031402 | 0.0014366
Chisq 0.017343 NA
R2 0.98047 NA
y =m1 + m2*exp(-m3*x)
Value Error
m1 -0.028536 0.09364
m2 0.97274 0.088973
m3 | 0.0035268 | 0.0018846
Chisq 0.06886 NA
R2| 092249 NA




fraction of substrate consumed

0.0

MegaTev K26R pos2

8

12 16 20
time, min

24

28

y = m1 + m2*exp(-m3*x)

Value Error

m1 | 0.08278 | 0.022637
m2 | 0.91795| 0.025546
m3 0.121] 0.009538
Chisq | 0.0242 NA
rR2| 0.98833 NA

y = m1 + m2*exp(-m3*x)

Value Error

m1 | 0.073651| 0.028282
m2 0.86988 | 0.039399
m3 0.2554 | 0.030039
Chisq | 0.063026 NA
rR%2| 0.96824 NA

32

y=m1+ m2*exp(-m3*x)

Value Error

m1 0.11235| 0.027525
m2 0.84221 0.042966
m3 0.36855| 0.045565
Chisq 0.073298 NA
2| 0.96027 NA




fraction of substrate consumed

0.0

MegaTev K26R pos3

T T 1
A3C
A3G
A3T 7

_»m» |

4 8

12 16 20 24 28
time, min

32

y =m1+ m2*exp(-m3*x)

Value Error

m1 0.17991 0.031307
m2 0.78421 0.040864
m3 0.20281 0.028225
Chisq 0.067745 NA
R2 0.9584 NA

y=m1+ m2*exp(-m3*x)

Value Error
m1 0.13665 | 0.022854
m2 0.8418 0.036987
m3 0.41673 | 0.043425
Chisq | 0.053793 NA
rRZ| 0.97026 NA
y =m1+m2*exp(-m3*x)
Value Error
m1 | 0.19097 0.040226
m2 | 0.76295 0.057712
m3 | 0.28127 | 0.054364
Chisq | 0.13471 NA
r2| 091627 NA




fraction of substrate consumed

1.2

0.0

MegaTev K26R pos4

8

12 16 20 24 28 32
time, min

y =m1+ m2*exp(-m3*x)

Value Error

m1 0.076018 0.061012
m2 0.87107 0.060656
m3 0.052815 | 0.0091856
Chisq 0.071639 NA
r2| 095199 NA

y =m1 + m2*exp(-m3*x)

Value Error
m1 -0.0027385 0.082203
m2 1.0256 0.084921
m3 0.021843 | 0.0038887
Chisq 0.10875 NA
R2 0.92074 NA
y =m1 + m2*exp(-m3*x)
Value Error
m1 0.049325 0.05566
m2 0.94194 0.055185
m3 0.059166 [ 0.0090551
Chisq 0.064778 NA
R2 0.9643 NA




MegaTev K26R pos5

o o o
£ o =)

fraction of substrate consumed
o
N

y=m1+ m2*exp(-m3*x)

Value Error

m1 0.021355 0.069473

m2 0.90168 0.071363

m3 0.026772 | 0.0044911

Chisq 0.078263 NA

r2| 0.93203 NA

y=m1+ m2*exp(-m3*x)

Value Error
m1 | 0.19635 0.057373
m2 | 0.69776 0.068462
m3 | 0.14572 0.039502
Chisq | 0.18326 NA
r2| 0.86864 NA

e
(<)
<)

4 8

12 16 20 24
time, min

y=m1+ m2*exp(-m3*x)

Value Error

m1 -0.83266 1.9375
m2 1.8234 1.9318
m3 0.00077719 | 0.0012492
Chisq 0.01729 NA
R2 0.98129 NA
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fraction of substrate consumed
o o o o
o 'S o o

o
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MegaTev-wt all native cleavage motif

X

o

4 8

12 16 20
time, min

24

28

32

y =m1 + m2*exp(-m3*x)

Value Error

m1 | 0.043316| 0.09368
m2 0.78877 | 0.095292
m3 | 0.034003 | 0.008919
Chisg 0.14544 NA
r2| 0.86461 NA

y=m1+ m2*exp(-m3*x)

Value Error

m1 0.021023 | 0.068464
m2 0.86658 | 0.070383
m3 0.02613 | 0.0044984
Chisq | 0.075911 NA
r2| 0.92808 NA

y =m1 + m2*exp(-m3*x)

Value Error

m1 0.020292 0.087175
m2 0.82963 0.089878
m3 0.02368 | 0.0054637
Chisq 0.12258 NA
R2| 0.87487 NA




MegaTev-wt native cleavage motif (CAACG)
with cleavage motif knockouts (AAACA)

fraction of substrate consumed
o o o o - -
o 'S o P o N

o
o

1 1T T 1
CAACG T
AAACA
AAACA -

L1 11 1 |

12, 16 20 24 28 32

time, min

y =m1+ m2*exp(-m3*x)
Value Error
m1 | 0.23975| 0.035082
m2 | 0.71427 | 0.057289
m3 | 0.43028 | 0.081452
Chisq | 0.12873 NA
rR2| 0.90732 NA
y=m1+ m2*exp(-m3*x)
Value Error
m1 | -0.074901 0.094063
m2 1.0856 0.090377
m3 | 0.0023075 | 0.00073045
Chisq | 0.0095144 NA
r2| 0.98982 NA
y=m1+ m2*exp(-m3*x)
Value Error
m1 | -0.00024741 0.073951
m2 1.0118 0.069863
m3 0.0028234 | 0.00096084
Chisq 0.01698 NA
R2 0.9818 NA




fraction of substrate consumed

1.2

1.0

0.6

0.4

0.2

0.0

MegaTev WT

CcCC B
GCC
* TCC N
A
A

4 8 12 16 20 24 28 32
time, min

y=m1+ m2*exp(-m3*x)

Value Error
m1 0.14767 | 0.033756
m2 0.85608 [ 0.046325
m3 0.24277 | 0.034368
Chisq | 0.087235 NA
r2| 0.95525 NA
y =m1+ m2*exp(-m3*x)
Value Error
m1 | 0.18691 [ 0.041073
m2 | 0.80187 0.054721
m3 | 0.21868 0.039548
Chisq | 0.12173 NA
r2| 0.93067 NA
y=m1+ m2*exp(-m3*x)
Value Error
m1 0.239| 0.036179
m2 | 0.74429| 0.061169
m3 | 0.49021 0.093605
Chisq | 0.14536 NA
rRZ| 0.90313 NA




fraction of substrate consumed

1.2

MegaTev WT

1.0

0.8

0.6 =

04 =

0.2 -

0.0

CAG B
GAG
TAG -

y=m1+ m2*exp(-m3*x)

4 8 12 16 20 24 28 32

time, min

Value Error
m1 0.10068 | 0.022984
m2 0.89553 | 0.026015
m3 0.12217 0.01004
Chisq 0.025187 NA
r2| 098727 NA
y =m1+ m2*exp(-m3*x)
Value Error
m1 | 0.15049 0.03067
m2 | 0.84128 0.035722
m3 | 0.13419 0.015913
Chisq | 0.04893 NA
rR2| 0.97274 NA
y =m1 + m2*exp(-m3*x)
Value Error
m1 0.20748 0.03086
m2 0.7723 | 0.042036
m3 0.23658 | 0.033806
Chisq | 0.071851 NA
2] 095475 NA




o o - -
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fraction of substrate consumed
o
=

MegaTev WT

>
]

ACG
AGG
ATG

T

y =m1 + m2*exp(-m3*x)

4 8 12 16 20 24 28 32

time, min

Value Error
m1 0.1513 0.031024
m2 0.84433 0.042612
m3 0.24347 | 0.032132
Chisq | 0.073807 NA
r2| 0.96085 NA
y=m1+ m2*exp(-m3*x)
Value Error
m1 0.22778 0.039305
m2 | 0.74662 0.057484
m3 | 0.29907 | 0.058163
Chisq 0.1332 NA
rR2| 09136 NA
y = m1 + m2*exp(-m3*x)
Value Error
m1 | 0.32826 | 0.057119
m2 | 0.65444 | 0.089381
m3 | 0.37157 0.12279
Chisq 0.317 NA
RZ| 07713 NA




fraction of substrate consumed

0.0

MegaTev WT

y=m1+ m2*exp(-m3*x)

4 8 12 16 20 24 28 32

time, min

Value Error
m1 0.12332 | 0.077646
m2 0.84423 0.077491
m3 0.071139 0.01816
Chisq 0.15137 NA
rZ2| 0.90908 NA
y =m1+ m2*exp(-m3*x)
Value Error
m1 | 0.15762 | 0.041192
m2 | 0.82483 0.054986
m3 | 0.22022 0.038875
Chisq | 0.12292 NA
rR2| 0.93362 NA
y =m1 + m2*exp(-m3*x)
Value Error
m1 | 0.20708 | 0.035308
m2 | 0.76246 | 0.060171
m3 | 0.50581 0.092492
Chisq | 0.14036 NA
RZ| 0.90999 NA




fraction of substrate consumed

MegaTev WT

1.2

0.0 |

y=m1+ m2*exp(-m3*x)

8

12 16 20 24 28 32
time, min

Value Error
m1 | 0.0057274 | 0.015214
m2 0.98982 | 0.015558
m3 0.030225 | 0.0010138
Chisq | 0.0037855 NA
rRZ2| 099725 NA
y =m1 + m2*exp(-m3*x)
Value Error
m1 0.033684 | 0.017569
m2 0.9748 0.01744
m3 0.065007 | 0.0031449
Chisq | 0.0070366 NA
R2 0.9964 NA
y =m1 + m2*exp(-m3*x)
Value Error
m1 0.095313 | 0.016786
m2 0.90434 | 0.021486
m3 0.18847 | 0.012042
Chisq | 0.018656 NA
2] 099107 NA




fraction of substrate consumed

1.2

0.0

MegaTev WT

y =m1+m2*exp(-m3*x)

4 8

12 16 20 24 28 32
time, min

Value Error
m1 0.00019529 | 0.038219
m2 1.0081 0.039319
m3 0.02552 | 0.0021108
Chisq 0.023629 NA
R2 0.98229 NA
y=m1+m2*exp(-m3*x)
Value Error
m1 0.011763 0.029633
m2 0.98879 0.029831
m3 0.041364 | 0.0028489
Chisq 0.015156 NA
r2| 0.99073 NA
y=m1+m2*exp(-m3*x)
Value Error
m1 | 0.22088 0.045965
m2 | 0.75836 0.05612
m3 | 0.15805| 0.032006
Chisq | 0.12492 NA
r2| 092027 NA




fraction of substrate consumed

1.2

0.0

MegaTev WT

y =m1 + m2*exp(-m3*x)

4 8

12 16 20 24 28 32
time, min

Value Error
m1 | 0.0035108 [ 0.017768
m2 1.005| 0.018217
m3 0.028239 | 0.0010867
Chisq | 0.0051357 NA
rRZ| 0.99626 NA
y =m1+ m2*exp(-m3*x)
Value Error
m1 0.10098 0.061738
m2 0.86247 0.061448
m3 0.051319 | 0.0090285
Chisq | 0.072088 NA
rRZ2| 0.95014 NA
y =m1 + m2*exp(-m3*x)
Value Error
m1 0.21076 0.041804
m2 0.76616 0.048001
m3 0.12803 | 0.022546
Chisq 0.087138 NA
2| 0.94292 NA




MegaTev WT

1.0 y =m1 + m2*exp(-m3*x)
Value Error
m1 0.010031 | 0.039388
0.8 m2 0.95277 0.040679
m3 0.022104 | 0.0020256
Chisq 0.024974 NA
0.6 rR2| o0.97772 NA

y = m1 + m2*exp(-m3*x)

fraction of substrate consumed

04 Value Error
m1 0.1354 0.02761
m2 0.8699 | 0.032067
m . .
3 0.13294 | 0.013704
0.2 Chisq | 0.039329 NA
rR2| 0.97934 NA
0.0 | | ] ] | | | |
y = m1 + m2*exp(-m3*x)
0 4 8 12t_ 16 20 24 28 32 Valie Error
ime, min

m1 0.14768 | 0.028834

m2 0.81814 | 0.040867

m3 0.27036 | 0.034747

Chisq 0.067673 NA

rR2| 096166 NA




fraction of substrate consumed

MegaTev WT

1.2

0.0 |

A

y =m1+ m2*exp(-m3*x)

12, 16 20
time, min

24 28

32

Value Error
m1 0.133| 0.024072
m2 0.85039 [ 0.033399
m3 0.25199 | 0.025753
Chisq | 0.045309 NA
rR2| 097592 NA
y=m1+ m2*exp(-m3*x)
Value Error
m1 0.089635| 0.051243
m2 0.87149 [ 0.050904
m3 0.053977 | 0.0079434
Chisq | 0.051253 NA
r2| 096555 NA
y=m1+m2*exp(-m3*x)
Value Error
mi1 0.21703 | 0.038829
m2 0.74145| 0.046168
m3 0.14392 | 0.024798
Chisq | 0.083126 NA
21 094267 NA




12

MegaTev T3

-
(=]

o
()

fraction of substrate consumed
o o
n P

ccc B}
GCC
TCC -

A

y=m1+m2*exp(-m3*x)

4 8 12 16 20 24 28 32

time, min

Value Error

m1 0.17563 | 0.028764

m2 0.78501 | 0.043822

m3 0.3406 0.046798

Chisq 0.076716 NA

r2| 0.95274 NA

y=m1+ m2*exp(-m3*x)
Value Error
m1 0.24054 0.032847
m2 | 0.72589 0.057262
m3 | 0.55522 0.10092
Chisq | 0.12637 NA
R2| 0.90998 NA
y=m1+ m2*exp(-m3*x)

Value Error
m1 0.29363 0.03632
m2 | 0.67502 0.063011
m3 | 0.54408 0.11713
Chisq | 0.15321 NA
R2| 0.87836 NA




fraction of substrate consumed

0.0

MegaTev T3

y=m1 + m2*exp(-m3*x)

4 8 12 16 20 24 28 32
time, min

Value Error
m1 0.070783 | 0.058586
m2 0.87961 0.05881
m3 0.043503 | 0.0067517
Chisq | 0.060197 NA
rRZ| 095623 NA
y = m1+ m2*exp(-m3*x)
Value Error
m1 | 0.25536 | 0.053611
m2 | 0.70786 | 0.057997
m3 | 0.10538 | 0.024841
Chisq | 0.11689 NA
r2| 09105 NA
y=m1 + m2*exp(-m3*x)
Value Error
m1 | 0.30336 | 0.050709
m2 | 0.62114 | 0.064609
m3 | 0.18522 | 0.051896
Chisq | 0.16848 NA
RZ| 0.85283 NA




fraction of substrate consumed

0.0

MegaTev T3

y =m1+ m2*exp(-m3*x)

Value Error

m1 | 0.21118| 0.037158
m2 | 0.76768 | 0.057677
m3 | 0.36179| 0.066108
Chisq | 0.13228 NA
rR2| 091763 NA

y =m1+ m2*exp(-m3*x)

Value Error

m1 | 0.28452 | 0.044676
m2 | 0.69017 | 0.078824
m3 | 0.58434 0.15354
Chisq | 0.23876 NA
r2| 0.82818 NA

1 | 1 1
ACG -

AGG A
ATG N
—&—

2

] ] ] ] ] ] ]

4 8 12 16 20 24 28 32

time, min

y=m1+ m2*exp(-m3*x)

Value Error

m1 | 0.31448 | 0.056782
m2 | 0.64847 | 0.082154
m3 | 0.28898 0.09308
Chisq | 0.27259 NA
21 0.79605 NA




fraction of substrate consumed

MegaTev T3

y = m1 + m2*exp(-m3*x)

4 8 12 16 20 24 28 32
time, min

Value Error
m1 0.028584 | 0.038135
m2 0.93933 0.03876
m3 0.034577 | 0.0031078
Chisq 0.02416 NA
rZ2| 0.98214 NA
y = m1 + m2*exp(-m3*x)
Value Error
m1 | 0.23002 | 0.046608
m2 | 0.69364 | 0.055309
m3 | 0.14295| 0.031569
Chisq | 0.11913 NA
rR2| 0.90937 NA
y=m1 + m2*exp(-m3*x)
Value Error
m1 | 0.26574 | 0.046533
m2 | 0.65075| 0.063308
m3 | 0.23559 | 0.060202
Chisq | 0.16297 NA
r2| 0.86849 NA




fraction of substrate consumed

1.2

0.0

MegaTev T3

y=m1+m2*exp(-m3*x)

12 16 20
time, min

24

28

32

Value Error
m1 -0.0007839 | 0.032888
m2 0.98976 | 0.034091
m3 0.018296 | 0.0014072
Chisq 0.017355 NA
R2 0.98442 NA
y =m1+m2*exp(-m3*x)
Value Error
m1 0.051123 0.081766
m2 0.81852 | 0.082989
m3 0.035549 | 0.0078975
Chisq 0.11155 NA
r2| 0.90176 NA
y = m1 + m2*exp(-m3*x)
Value Error
m1 | 0.24591 0.052899
m2 | 0.65601 0.062897
m3 | 0.14392| 0.038184
Chisq | 0.15428 NA
R2| 0.87397 NA




fraction of substrate consumed

1.2

MegaTev T3

y =m1 + m2*exp(-m3*x)

0.0

12 16 20 24 28 32
time, min

Value Error
m1 | -0.00086981 0.01629
m2 1.0044 0.0169
m3 0.01729 | 0.00066062
Chisq 0.0042551 NA
R2 0.99617 NA
y =m1+ m2*exp(-m3*x)
Value Error
m1 0.014747 0.056873
m2 0.93773 0.058687
m3 0.022897 | 0.0030621
Chisq 0.052119 NA
R2 0.9539 NA
y=m1+ m2*exp(-m3*x)
Value Error
m1 0.04064 0.095863
m2 0.82588 0.097957
m3 0.030748 | 0.0077972
Chisq 0.15053 NA
rRZ2| 0.86517 NA




fraction of substrate consumed

1.2

MegaTev T3

y=m1+m2*exp(-m3*x)

Value Error

m1 | 0.00013591 0.05
m2 0.99388 | 0.052043
m3 0.012709 | 0.0017131

Chisq 0.040022 NA

R2 0.96128 NA

y =m1+ m2*exp(-m3*x)

Value Error

m1 | 0.002301| 0.058519
m2 0.95134 | 0.060938
m3 | 0.011684 | 0.0020148
Chisq | 0.054802 NA
RZ2| 094228 NA

04 CGG -
GGG
02} TGG _
0.0 ' T I T R B
0 4 8 12 16 20 24 28 32

time, min

y=m1+m2*exp(-m3*x)

Value Error

m1 | 0.0024041 0.043925
m2 0.94005 0.045744
m3 0.011544 | 0.0015225
Chisq 0.030875 NA
2] 0.96579 NA




fraction of substrate consumed

0.2

0.0

MegaTev T3

y=m1+m2*exp(-m3*x)

Value Error

m1 | 0.010419| 0.085908
m2 0.87974 | 0.089146
m3 | 0.017002 | 0.0039337
Chisg 0.11833 NA
r%2| 0.87706 NA

y =m1+ m2*exp(-m3*x)

Value Error

m1 | 0.021244| 0.078845
m2 0.89637 |  0.08141
m3 | 0.022338 | 0.0043482
Chisq 0.1001 NA
rR2| 0.90685 NA

4 8 12 16 20 24 28 32
time, min

y =m1 + m2*exp(-m3*x)

Value Error

m1 0.022697 | 0.095573
m2 0.85848 | 0.098812
m3 0.021067 | 0.0052439
Chisq 0.14688 NA
2 0.8558 NA




MegaTev T3

- -
o N

o
[

fraction of substrate consumed
o o
'Y P

y=m1+ m2*exp(-m3*x)

Value Error

m1 | 0027782 0.035134
m2 092215 | 0.035523
m3 | 0.038233| 0.0032855
Chisq | 0.020886 NA
r2| 098477 NA

y=m1+ m2*exp(-m3*x)

0.2 o —
0.0 I NN N N N N N
0 4 8 12 16 20 24 28 32

time, min

Value Error
m1 0.013821 0.033711
m2 0.94054 0.03461
m3 0.027205 | 0.0021224
Chisq 0.018444 NA
rR%2| 098457 NA
y=m1+ m2*exp(-m3*x)
Value Error
m1 0.03217 0.044877
m2 0.90261 0.045474
m3 0.036701 | 0.0040815
Chisq 0.033795 NA
21 0.97401 NA




S4 Fig. Correlation between relative flexibility of CNNNG sequences and relative cleavage
activity. Plot of the relative rate of cleavage (krel) with cumulative flexibility of each cleavage
motif (CNNNG) relative to the native sequence (CAACG). Cumulative flexibility was
determined from the sum of TRX values (1) from each pair of adjacent bases in the each of the
CNNNG cleavage motifs. The relative cleavage activity is taken from data shown in Fig. 4 and
in S3 Fig.
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Supplemental Table $1: Bacterial strains used in this study

Strains Description Source
F~. 080dlacZAMI15, A(lacZ¥A-argFYU169, deoR, recAl, endAl, hsdR17(rk", mk*): phoA.

E.coli — NEB5a. supEA4, N, thi-1, gyrA96, reldl IN.E.B.
F- A- fhud2 [lon] ompT lacZ:=T7 gene 1 gal suld11 A(merC-mrr)114:1S10 R(mcr-

E.coli - ER2566 73:miniTnl0-TetS)2 Rizgh-210:Tnl0)(TetS) endAl [dem] IN.E.B.

E.coli - BW25141(ADE3) uidA(DMlud)pir+ recAl, ADE3 lysogen Ref 34

Supplemental Table $2: Plasmids used in this study

Plasmids Description Source

pACYCDuet-1(Peil) 071154 CI, PACYCDuet-1 with a Peil site substituted for the Ncol site Novagen

pli-lacY-wixl (pTox)  |*"pBR322: AMP Ref 34

pKox o"i BR322> kan, pTox with kan* inserted into Scal site of amp* Ref 34

pSP72 °ri;BR322: AP Promega
pll-lacY-wtx1, that contains a 42-bp hybrid I-TevI/I-Onul E1 homing site (¢4 bases -27 to

pToxTO20 -8 fused to the I-Onul E1 site) cloned into the Xbal and Sphl sites(DE1064/1065) Ref 34

pToxTO20 C1A/G5A Similar to pToxT020, with C1A and G5A substitution Ref 34

pToxTO20 CIN/G5N Similar to pToxTO20, with either a C1 or G5 substitution Ref 34

pKoxTO20 Similar to pToxT020, except derived from pKox Ref 34

pKoxTO20 CNNNG Similar to pKoxTO20, with one of the triplet substitutions (e.g. CCCGG) Ref 34

PACYCOmE1L(E22Q)  [pACYCDuet-1(Pcil), containing the I-Onul E1 gene with a E22Q mutation cloned into the

(+H) BamHI and Xhol sites Ref 34

pTevN169-OnuE1(E22Q) [pACYCOmE1(E22Q)(+H), with residues 1-N169 of I-TevI (DE) cloned into the Pecil and

(+H) BamHI sites (+6xHis) Ref 34




Supplemental Tahle §3: Oligonucleotides used in thiz study

1

Name Sequence (5'-3") Notes
Forward primer to generate all cycle-seq
DE410 GGAAGAAGTGGCTGATCTCAGC products for target sites cloned into pTox
Reverse primer fo generate all cycle-seq
DE411 CAGACCGCTTCTGCGTTCTG products for target sites cloned info pTox
Forward primer for MegaTev cloning, Ncol site
DE840 GCCGCCATGGUETAAAAGCGGAATTTATCAGATT underlined
Reverse primer for TevN169 cloning, BamHI
DE1045 CGCGGATCCATTTCTGCATTTACTACAAG site underlined
DE1424 CGTTTGGTGATACATGTICTACG Reverse primer for I-TevI linker cloning.
Reverse primer for mutagenesis of the I-Tevl
DE1912 COTAGAACATAGTATCACCAAACG miclease domain, Pcil site is underlined
CTAGAAAACGCTCAGTAGATGTTTTGGTCCACATATTT [Top strand of C1A substrate for insertion into
DE2054 AACCTTTTGCATG pTox Xbal/Sphl
CAAAAGGTTAAATATGTGGACCAAAACATCTACTGAG [Bottom strand of C1A substrate for insertion
DE2055 CGTTTT into pTox Xbal/Sphl
CTAGATAACGCTCAGTAGATGTTTTGGTCCACATATTT |Top strand of C1T substrate for insertion into
DE2056 AACCTTTTGCATG pTox Xbal/Sphl
CAAAAGGTTAAATATGTGGACCAAAACATCTACTGAG [Bottom strand of C1T substrate for insertion
DE2057 CGTTAT into pTox Xbal/Sphl
CTAGACAACACTCAGTAGATGTTTTGGTCCACATATTT |Top strand of G5A substrate for ingertion into
DE2058 AACCTITTGCATG pTox Xbal/Sphl
CAAAAGGTTAAATATGTGGACCAAAACATCTACTGAG [Bottom strand of G5A substrate for insertion
DE2059 TGTTGT into pTox Xbal/Sphl
CTAGACAACCCTCAGTAGATGTTTTGGTCCACATATTT |Top strand of G5C substrate for insertion into
DE2060 AACCTTTTGCATG pTox Xbal/Sphl
CAAAAGGTTAAATATGTGGACCAAAACATCTACTGAG [Bottom strand of G5C substrate for insertion
DE2061 GGTTGT into pTox Xbal/Sphl
Forward primer for generating the 2200 bp
barcode agsay substrate from pTox or pKox
DE2222 CCCAAACAGGTCGCTGAAATGC templates.
Reverse primer for generating the 2200 bp
DE2223 TGTCACGCTCGTCGETTTGGTATGGC barcode assay substrate from pTox templates.
Forward primer for generating the 1900 bp
barcode azsay substrate from pTox or pKox
DE2224 ATGACGACCGTAGTGATGAATCTCTCC templates.
Reverse primer for generating the 1900 bp
DE2225 TCATGGTTATGGCAGCACTGC barcode agsay substrate from pTox templates.
Forward primer for generating the 1600 bp
barcode agsay substrate from pTox or pKox
DE2226 AAAAAAATCGAGATAACCGTTGGC templates.
Reverse primer for generating the 1600 bp
barcode azsay substrate from pTox or pKox
DE2227 CCGCGCCACATAGCAGAACTTITAAAAGTGC templates.
Forward primer for generating the 1300 bp
barcode agsay substrate from pTox or pKox
DE2228 ATTGTCCATATTGCATCAGACATTGC templates.
Forward primer for generating the 1300 bp
barcode assay substrate from pTox or pKox
DE2229 ACTTCACCAGCGTTTCTGG templates.
Reverse primer for generating the 2200 bp native
I-TevI target barcode aszay substrate from
DE2230 AAATTAATAGGTTGTATTGATGTTGGACGAGTCG pKox templates.
Reverse primer for generating the 1900 bp native
I-Tevl target barcode assay substrate from
DE2231 AAATTGCAGTTTCATTTGATGCTCG pKox templates.
Reverse primer for generating the 1900 bp non-
native I-TevI target barcode assay substrate
DE2296 TGAGACACAACGTGGCTITGTTGAATAAATCG from pKox templates.
Reverse primer for generating the 2200 bp non-
native I-TevI target barcode assay substrate
DE2297 TCCATGTTGGAATTTAATCGCGGCCTCG from pKox templates.

1

underlined nucleotides refer to restriction enzyme sites




Table S.4. (Part 1 of 3) Survival Rates Determned from in vive Bacterial 2-Plasmid Surival Assay

K26R T958 Q158R

Substrate wt (T3) TO5S/Q158R Q158R K26R/Q158R T958 K26R/T958 K26R
CAACG 89.00+2.65 139.37+£83.39 92.30£1.40 95.67+£13.05 118.00+41.76 131.67+£33.65 77.30£34.13 64.30+£6.55
CTCGG 0.00+0.00 0.00+£0.00 12.27+6.40 0.00£0.00 0.00+0.00 0.00+£0.00 0.00+0.00 0.00+0.00
CGTGG 0.00+0.00 0.00+£0.00 0.00+0.00 0.00£0.00 0.13+0.06 0.00+£0.00 0.00+0.00 0.00+0.00
CCGGG 0.00+0.00 0.00+£0.00 0.00+0.00 0.00+£0.00 0.00+0.00 0.00+£0.00 0.00+0.00 0.00+0.00
CGCGG 0.00+0.00 0.00+£0.00 0.00+0.00 0.00+£0.00 0.00+0.00 0.00+£0.00 0.00+0.00 0.00+0.00
CGAAG 13.50+£6.06 84.67£31.90 81.33£13.32 53.33£9.29 86.00+£34.04 23.33+4.51 15.334£2.52 31.33£18.77
CGCAG 0.00+0.00 21.00+6.24 9.13+£1.96 0.00+£0.00 0.00+0.00 0.00+£0.00 0.00+0.00 0.00+0.00
CTGGG 0.00+0.00 88.33£33.95 42.77£11.08 1.50+1.22 3.3351.21 18.23£14.65 17.87£13.97 0.00+0.00
CGCCG 0.00+0.00 71.33+£33.84 28.67+23.46 0.37£0.06 0.90+0.10 43.00+28.05 29.90+24.06 0.00£0.00
CGGAG 0.00+0.00 80.33£13.80 55.10£13.69 5.90+4.28 5.93+4.27 23.50+18.30 25.93+24.10 0.00£0.00
CGGGG 0.00+0.00 0.00+£0.00 0.00+0.00 0.00+£0.00 0.00+0.00 0.00+£0.00 0.00+0.00 0.00+0.00
CGCTG 0.00+0.00 13.33£0.58 17.33£7.02 0.20+£0.00 0.10+0.00 0.10+£0.00 0.10+0.00 0.00+0.00
CCCAG 0.00+0.00 4.97+6.26 8.57+3.74 0.00+£0.00 0.00+0.00 0.00+£0.00 0.00+0.00 0.00+0.00
CCAGG 0.00+0.00 2.33£0.55 2.23+3.87 1.50+0.26 23.00£3.00 0.00+£0.00 0.00+0.00 0.00+£0.00
CCCCG 0.00+0.00 64.00+£53.23 76.33£55.79 4.53+2.27 4.27+2.57 42.33+26.01 35.20+£31.70 0.00+£0.00
CAAGG 1.60+0.82 54.00+24.25 48.33£26.27 75.00+£36.59 73.67+30.89 6.47+5.20 7.87+6.47 26.33£9.07
CGAGG 0.00+0.00 0.00+£0.00 0.00+0.00 0.00£0.00 0.40+0.17 0.00+£0.00 0.00+0.00 0.00+£0.00
CACGG 0.07£0.12 24.67+21.94 34.27£9.50 0.00£0.00 2.00£0.35 0.00+£0.00 0.00£0.00 0.00+£0.00
AAACG 0.00£0.00 3.07£2.16 37.00£1.73 0.00£0.00 0.00£0.00 0.00+£0.00 0.00£0.00 0.00+£0.00
GAACG 0.00£0.00 4.93£2.78 21.67£2.89 0.00=0.00 0.40£0.10 0.00+£0.00 0.00£0.00 0.00+£0.00
TAACG 0.00+0.00 107.33£51.52 2.60+£0.66 8.30+4.12 15.67+8.14 0.00£0.00 0.00+0.00 0.00+£0.00
CAACA 0.00+0.00 0.00£0.00 0.00+0.00 0.00£0.00 0.00+0.00 0.00£0.00 0.00+0.00 0.00+£0.00
CAACC 0.00+0.00 0.00£0.00 0.00+0.00 0.00£0.00 0.00+0.00 0.00£0.00 0.00+0.00 0.00+£0.00
CAACT 0.00£0.00 0.00+£0.00 0.00+0.00 0.00£0.00 0.00+0.00 0.00+£0.00 0.00£0.00 0.00+£0.00




Table S.4. (Part 2 of 3) Survival Rates Determned from in vive 2-Plasmid Surival Assay

Substrate C39R 186V C39R/IE6V C39R/T958 I86V/T95S C39R/IE6V/TI5S
CAACG 02.33£11.02 88.60=26.38 72.50£35.57 100.17£37.52 66.17=29.10 86.43£30.51
CTCGG 0.00£0.00 0.00=0.00 0.00£0.00 0.00£0.00 0.00=0.00 0.00=0.00
CGTGG 0.00£0.00 0.00=0.00 0.00£0.00 0.00£0.00 0.00£0.00 0.00x0.00
CCGGG 0.00£0.00 0.00=0.00 0.00£0.00 0.00£0.00 0.00=0.00 0.00=0.00
CGCGG 0.00£0.00 0.00=0.00 0.00£0.00 0.00£0.00 0.00=0.00 0.00=0.00
CGAAG 27.67+11.24 20.67£10.79 17.33£10.41 42.67+6.43 15.77+6.64 17.67+5.13
CGCAG 0.00£0.00 0.00=0.00 0.00£0.00 0.00£0.00 0.00=0.00 0.00=0.00
CTGGG 0.00£0.00 0.00=0.00 0.00£0.00 29.33£12.70 10.53+9.04 25.40£14.25
CGCCG 0.00£0.00 0.00£0.00 0.00£0.00 58.33£28.43 33.43£22.13 32.67£20.01
CGGAG 0.00£0.00 0.00=0.00 0.00£0.00 5.73£1.10 17.37£13.56 26.97+24.11
CGGGG 0.00£0.00 0.00=0.00 0.00£0.00 0.00£0.00 0.00=0.00 0.00=0.00
CGCTG 0.00£0.00 0.00£0.00 0.00£0.00 0.00£0.00 0.10+£0.00 0.30+£0.00
CCCAG 0.00£0.00 0.00=0.00 0.00£0.00 0.00£0.00 0.00=0.00 0.00=0.00
CCAGG 0.00£0.00 0.00=0.00 0.00£0.00 0.00£0.00 0.00=0.00 0.00=0.00
CCCCG 0.00£0.00 0.00=0.00 0.00£0.00 74.33£16.56 46.47£32.10 45.00+22.91
CAAGG 14.27£7.75 4.60x2.56 14.27£13.13 4.43£3.49 4.70£3.82 7.47£6.12
CGAGG 0.00£0.00 0.00=0.00 0.00£0.00 0.00£0.00 0.00=0.00 0.00=0.00
CACGG 0.00£0.00 0.00=0.00 0.00£0.00 2.43+£3.09 0.00=0.00 0.00=0.00
AAACG 0.00£0.00 0.00£0.00 0.00£0.00 0.00£0.00 0.00£0.00 0.00£0.00
GAACG 0.00£0.00 0.00=0.00 0.00£0.00 0.00£0.00 0.00=0.00 0.00=0.00
TAACG 0.00£0.00 0.00=0.00 0.00£0.00 2.43x2.57 0.00x0.00 0.00=0.00
CAACA 0.00£0.00 0.00£0.00 0.00£0.00 0.00£0.00 0.00£0.00 0.00£0.00
CAACC 0.00£0.00 0.00=0.00 0.00£0.00 0.00£0.00 0.00=0.00 0.00=0.00
CAACT 0.00£0.00 0.00=0.00 0.00£0.00 0.00£0.00 0.00=0.00 0.00=0.00




Table S.4. (Part 3 of 3) Survival Rates Determned from /s vive 2-Plasmid

Surival Assay
Substrate K265 K265/T958 K265/C39R/TO58
CAACG 73.33+22.05 104.00+30.64 116.33+43.02
CTCGG 0.00£0.00 0.00+0.00 0.00+0.00
CGTGG 0.00£0.00 0.00+0.00 0.00+0.00
CCGGa 0.00+0.00 0.00+0.00 0.00+0.00
CGCaa 0.00+0.00 0.00+0.00 0.00+0.00
CGAAG 0.00£0.00 7.87£7.06 20.00+18.25
CGCAG 0.00£0.00 0.00+0.00 0.00+0.00
CTGGG 0.00+0.00 1.86+0.22 5.8213.82
CGCCG 0.00+0.00 2.50+1.83 12.83+10.25
CGGAG 0.00£0.00 0.08+0.13 0.99+1.41
CGGGG 0.00£0.00 0.00+0.00 0.00+0.00
CGCTG 0.00+0.00 0.00+0.00 0.00+0.00
CCCAG 0.00+0.00 0.00+0.00 0.00+0.00
CCAGG 0.00£0.00 0.00+0.00 0.00+0.00
CCCCG 0.00£0.00 4.1310.68 12.67+20.21
CAAGG 0.00+0.00 0.00+0.00 0.00+0.00
CGAGG 0.00+0.00 0.00+0.00 0.00+0.00
CACGG 0.00£0.00 0.00+0.00 0.00+0.00
AAACG 0.00£0.00 0.00+0.00 0.00+0.00
GAACG 0.00+0.00 0.00+0.00 0.00+0.00
TAACG 0.00+0.00 0.00+0.00 0.80+0.44
CAACA 0.00£0.00 0.00+0.00 0.00+0.00
CAACC 0.00£0.00 0.00+0.00 0.00+0.00
CAACT 0.00+0.00 0.00+0.00 0.00+0.00
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