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J. Yang et al., Polyprotein strategy for stoichiometric assembly of nitrogen fixation
components for synthetic biology. Proc. Natl. Acad. Sci. U. S. A. 115, E8509-E8517 (20182).
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J. Yang et al., Polyprotein strategy for
stoichiometric assembly of nitrogen fixation
components for synthetic biology. Proc. Natl.
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Bacillus cereus ATCC 7064 ERE 2.37
Bacillus coagulans ATCC 7050 FEEEE 4.63
Bacillus sp. KP 1071 B 5.67
Bacillus thermoglucosidasius KP 1006 G EHRE 6.79
Bacillus flavocaldarius KP 1288 RIRERE 8.52

Y. Suzuki, K. Oishi, H. Nakano, T. Nagayama, A strong correlation between the
increase in number of proline residues and the rise in thermostability of five
Bacillus oligo-1,6-glucosidases. Appl. Microbiol. Biotechnol. 26, 546-551 (1987).
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J. Huang, B. J. Jones, R. J. Kazlauskas, Stabilization of an
alpha/beta-Hydrolase by Introducing Proline Residues: Salicylic Acid
Binding Protein 2 from Tobacco. Biochemistry 54, 4330-4341 (2015).

R. S. Prajapati et al., Thermodynamic effects of proline introduction
on protein stability. Proteins 66, 480-491 (2007).
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Table 2. Steady-State Kinetic Constants® and Stability of SABP2 Variants with Added Proline Residues

=, BEERSINE

SABP2 ke (s71) Ky (mM) ko /Ky (mM7's™)  ACTES (M) T (min) T3 (°C)  AT™ (°C)

WT 1.82 + 0.02 224 + 0.05 0.81 3.50 + 0.03 49.2 + 0.5

L46P cat 244 + 0.12 3.10 + 0.23 0.79 +0.2 102 £ 1.3 55.6 + 0.4 +6.4
S70P cat 1.88 £ 0.08 3.10 = 0.28 0.61 +0.1 71 £ 0.2 546 = 0.4 +5.4
S11SP cap 0.89 + 0.04 1.85 + 0.23 048 -0.3 12 + 1.7 S1.0 = 0.9 +1.8
S141P cap 1.56 + 0.05 1.60 + 0.11 0.97 +0.0 94 + 0.3 54.1 + 0.8 +4.9
K190P cat 1.30 + 0.07 3.21 + 0.35 041 —-1.5 <2 422 + 0.7 =7.0
E215P cat 268 +0.20 349 + 0.38 0.77 +0.9 53 + 0.1 53.4 + 0.5 +4.2
V227P cat 251 £ 021 442 + 045 0.79 0.4 <2 46.9 + 0.7 -2.3
L46P—S70P cat—cat 2.18 + 0.06 244 + 0.15 0.89 +0.1 225 + 1.7 749 + 1.7 +25.7
L46P—S141P cat—cap 229 + 0.16 3.03 + 0.30 0.76 —0.1 11.7 + 0.1 55.8 + 0.4 +6.6
S70P—S141P cat—cap 342 + 007 3.77 £ 0.15 091 -02 16.0 = 0.5 60.5 + 0.4 +11.3
L46P—S70P—E215P cat—cat—cat 2.34 + 0.13 6.00 + 0.56 0.39 +0.9 175 + 0.5 572 + 04 +8.0
L46P—S70P—S141P cat—cat—cap 2.05 + 0.10 274 + 0.10 0.75 +0.0 144 + 0.2 59.6 + 0.8 +10.4

J. Huang, B. J. Jones, R. J. Kazlauskas, Stabilization of an alpha/beta-Hydrolase by Introducing Proline

Residues: Salicylic Acid Binding Protein 2 from Tobacco. Biochemistry 54, 4330-4341 (2015).
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D. Wrapp et al., Cryo-EM structure of the 2019-nCoV spike in
the prefusion conformation. Science 367, 1260-1263 (2020). 14
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re-engineering of Amylin sequence with
reduced amyloidogenic potential. BMC
Struct Biol 15, 7 (2015).
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