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Supplemental Data

Supplemental Figure 1
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Figure S1 - Determination of the linear range of the Bioscreen. Using a 24h
growth overnight in LB we performed a series of 1:2 dilutions to determine the
linear range of the BioScreen. The correlation is lost when ODsgonm > 1 and thus,
dilutions were performed to determine the correct carrying capacity of the
strains in LB. In the growths performed in MM, the carrying capacity was always
below 1 and thus, dilutions were not necessary.
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14  Supplemental Figure 2
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16  Fig S2 - Relative fitness of single and double mutants in LB as measured by (a)
17  competitive fitness assays, (b) growth rates and (c) carrying capacity.
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Suplemental Figure 3

a) b)
K88E | K43N | K43T | K88R | K43R >1.18 K88E | K43N | k43T | Ke8R | K43R
Sensitive [N 0.856 0.90 0.975 1.031 D516V 0.08 0041 0.044 0.08 0.020 >0.28
1.131.18 : : :
D516V 0.976 0.866 0.84 0.89 1.003 0.991 D516N 0.068 0108 -0.016"° 0036  0.005"S 0.21-0.28
1.08-1.13
D516N 0995 [BNRZL: 0.718 0.8 0.90 0.996 H526N | 0027  -0027 0001 0014 0004" | EORPERY
1.03-1.08
H526N  1.022 [0 0.819 0.890 0977  1.025 .0.016MS .0.016"S
H526Y | -0.016 m 0089  -0.075 -0.016 Y
1.00-1.03
H526Y 0.933 0.669 0.906 0 0.806 0.9
0-0.07
0.970-1.00
C) d) 0.07-0
0.92-0.97 -
K88E | K43N | Ka3T | KssR | K43R K88E | K43N | k43T | KesR | K43R 14-0.07
0.87-0.92
Sensitive IR 0.896 0.90 1.030 | 1.008 D516V [0 -0.016"  0034" 0060 -0.002"°
0.21-0.14
0.82-0.87
D516V 1.015 [N 0.89 0952 0985  1.021 D516N | -0.003  -0.006  0.047 -0.038
0.28-0.21
0.77-0.82
D516N 0982 [EES 0.8 0.937 0.952 H526N [ -0.007 -0.015N° 0046  -0.081 -0.012"°
H526N 0983 [EISE 0.86 0936 0930 0978 <0.77 Hs26y [ -0.082"° 0002"° 0028 -0.016M°
H526Y 0.898 0.788 0 0.8 0.89 0.889

e) f)

K88E K43N K43T K88R K43R K88E K43N K43T K88R K43R

Sensitive LD 0.78 0.890 0.923 0.89 D516V PN D 0.028N 0,041 0.065

D516V 0.840 0.8 0.764 0 0.816 0.8 D516N 0.063 0.066 0.035MS

D516N [OK: 0.764 0 0.8 0.84 0.922 H526N [SOLEA 0.069M -0.056MS

H526N 0.8 0.786 0 0 0.884 0.848 H526v | 0.063N  0.036MS  0.049"

H526Y 0.809 0 0.6 0.769 0.909 0.8
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20  Fig S3 -Level of pairwise epistasis between Riff and StrR alleles in LB for (a)
21  competitive fitness, (b) maximum growth rate and (c) for carrying capacity.
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