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Table S1. The primers used for the site-directed mutagenesis of the CBS1 domain in dhPPase
The mutated nucleotides are shown in bold in the underlined codons

	dhPPase variant
	Forward primer
	Reverse primer

	WT
	TATACATATGTCAAAAAAAATCCATGTCG
	TAATCTCGAGTTATTGAAGGAAATATTTC

	K95A
	TGGAAGATTATGGCAGAGAGTAACCA
	TGGTTACTCTCTGCCATAATCTTCCA

	K100A
	GAGTAACCAAGCGACCCTGCCTG
	CAGGCAGGGTCGCTTGGTTACTC

	V117A
	GATGATCACGGCAGGTGATTTATC
	GATAAATCACCTGCCGTGATCATC

	V117T
	GGATGATCACGACCGGTGATTTATC
	GATAAATCACCGGTCGTGATCATCC

	G118A
	TGATCACGGTAGCTGATTTATCCG
	CGGATAAATCAGCTACCGTGATCA

	G118S
	TGATCACGGTATCTGATTTATCCGG
	CCGGATAAATCAGATACCGTGATCA

	G118M
	GATCACGGTAATGGATTTATCCGG
	CCGGATAAATCCATTACCGTGATC

	G118I
	GATCACGGTAATTGATTTATCCGG
	CCGGATAAATCAATTACCGTGATC

	S121A
	GGTAGGTGATTTAGCTGGTTCTTAC
	GTAAGAACCAGCTAAATCACCTACC

	Y124A
	TCCGGTTCTGCTATTGAGAGCATGG
	CCATGCTCTCAATAGCAGAACCGGA

	E126A
	GTTCTTACATTGCGAGCATGGCG
	CGCCATGCTCGCAATGTAAGAAC
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Figure S1. Docking of AMP into the modeled structure of the dimeric regulatory part of dhPPase K100A variant. The modeled structure comprising two CBS and one DRTGG domains (residues 68−303 of the complete protein sequence) was obtained using AlphaFold2 and is very similar to the crystal structure of the regulatory part of wild-type cpPPase presented in Figure 2 (rsmd of 1.3 Å for Cα atoms). AMP docking using AutoDock Vina detected two AMP-binding sites (S1 and S2) in each Bateman module with similar scores. Both sites locate between the CBS1 and CBS2 domains and are designated according to the CBS domain with which they form major interactions.
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