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Supplementary Fig. 1 | Sequence alignment of GYS proteins. Key regions and residues are labelled.
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Supplementary Fig. 2 | Sequence alignment of the CBM21 domain of PP1 regulatory subunit
PPP1R3 family and R. oryzae glucoamylase. Only the N-terminus and CBM21 domain of each PP1
regulatory subunit and R. oryzae glucoamylase are shown. Key motifs are highlighted.
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Supplementary Fig. 3 | PTG pulldowns and BN-PAGE replicates. a, Coomassie stained SDS-PAGE
replicates of PTG(CBM21) pulldowns against GYS1:GYGI™, GYS1:GYGIPY!®F  or
GYS1:GYGI14P. b, Coomassie stained SDS-PAGE replicates of PTG(CBM21) pulldowns against
GYGI™ or GYGIPY!SE, ¢, Blue native PAGE shift replicates of PTG(CBM21) incubated with
GYSI:GYGI™, GYSL:GYGIPYYF GYS1:GYG14P, GYGI alone, or GYG1PY!%F alone. Complex
formation between PTG(CBM21) and GYS1:GYGI'" was inferred from the disappearance of bands
compared to other reaction lanes. CBM21 appears as oligomers but behaves as a monomer with some
dimer in solution (data not shown).
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Supplementary Fig. 4 | Representative thermal shift unfolding curves of each GYS1:GYG1
complex and PTG(CBM21) mutant. a, GYS1:GYGI12® WT as-purified, titrated with increasing
Glc6P. b, GYS1:GYGI14P WT + PPlc, titrated with increasing GIc6P. ¢, GY S1PR382ADPRIBOA. Gy G ACD
as-purified, titrated with increasing Glc6P. d, GYSIPR¥2APRSA.GYG14CP + PPlc, titrated with
increasing Glc6P. e, PTG(CBM21) screened against various sugars and ligands at 1 mM each. f,
PTG(CBM21) WT, titrated with increasing maltoheptaose. g, PTG(CBM21)PY2%R " titrated with
increasing maltoheptaose. h, PTG(CBM21)PW2#R titrated with increasing maltoheptaose.



Supplementary Table 1 | Oligonucleotide sequences used for mutagenesis

Primer

Sequence

GYS1 R582A+R586A Fr
GYS1 R582A+R586A Rv
PTG W246R_Fr

PTG W246R Rv
PTG_Y203R_Fr
PTG Y203R Rv

GGCCATCATCCAGGCCAACCGCACGGAGCGCCTC
GCCTGGATGATGGCCTGCCGCCGGCTCTGCTG
AGTCTTTCGGGACAACAATGATGGTCAGAATT

TTGTCCCGAAAGACTTGCCCATTAGCA
CTGTGTCCGTATGAAAAATGTGTATGGTGGCACAG
TTCATACGGACACAGTCTACGTCAGTGTAG
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Uncropped image of Supplementary Fig. 3b




Uncropped image of Supplementary Fig. 3c




	SpringerNature_NSMB_799_ESM.pdf
	Supplementary Figures




