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SUPPLEMENTARY FIGURE 1. Expression and purification of recombinant bGP.

Native mass spectrometry analysis of bGP. Phosphorylated bGP (10 uM) and non-phosphorylated
bGP (10 uM) were subjected to native mass spectrometry. The main signal corresponded to the
dimeric form of bGP containing the PLP cofactor. The phosphorylated dimer had an additional mass
of about 159 Da, corresponding to the additional mass of two phosphate groups per dimer.

SUPPLEMENTARY FIGURE 2. Electron density of PEG 400 and AMP in the AMP binding
site.

Electron density corresponding to the PEG 400 molecule (upper pannel) and the allosteric effector
AMP (lower pannel) were observed in the AMP-binding site of bGP.
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Supplementary Table 1: Dynamic light scattering (DLS) data
Dynamic light scattering measurements were performed with a DynaPro-MS800 molecular-sizing
instrument (Protein solutions, Lakewood, NJ, USA). Protein samples at 3,2mg/ml in 20 mMTris-HCI
pH7,0 in the presence or in absence of SmM AMP were loaded into a 45ul quartz cuvette. The
hydrodynamic radius and molecular mass were determined from 50 measurements at 18°C. Data were
analyzed using DYNAMICS 6.9.2.11 software. The results are summarized in the table and figures
bellow and show that the recombinant bGP protein in the presence or in the absence of are in
equilibrium between monomeric (98 kDa) and dimeric (196 kDa) form in solution and the presence
of AMP does not induce the tetramerization of the protein.

Protein Hydrodynamic Apparent Molecular Theoretical molecular
radius(nm) weight estimated by DLS weight of
(kDa) monomer (kDa)
bGP 4,8 131 98
bGP + AMP 5,6 188 196
DSL in the absence of AMP:
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DLS in the presence of AMP
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R: Hydrodynamic radius; %Pd: % of polydespersity
MW-R: apparent molecularweight
% Int : % of ligthscattered by thismolecularspecies

%Mass: is % in terms of population of thismolecularspecies

S-4



Supplementary figure 1

Non phosphorylated bGP

L &
& 106 184444 084 e
v
ﬁ R
3 ® 194577|547 s
| a73EATT 103301750 172804213 1e2pez 460
= T T T T T T T T T T
900600 100000 110000 120000 130000 140000 150000 180000 170000 120000 1 20bone 210000 220000 230008 240000 250000 250000
Mase
Mumiber of Charge States
1 194441984 91,12862 5 129 653 000 1826-2445 0579
2 172854313 8598353 s 167 5606 21390567 85752 28371 1826-2415 1.206
3 194577547 36033859 7 DB 453 13236 363565 202714 1926-2425 1273
4 193620358 9351444 7 153 791 £2462 34352 5.2608 1926-2425 1243
5 192302459 12777022 7 118 821 225252 128914 71878 1926-2425 65
8 1720TA188 2345155 i 1550 8560 2147080 23672 13108 19262445 1206
N

i 104503 756 i

- |

£ LS

s s 113E4

£

3 97289023 -

g soressro 7assaore | | messes 155270 266 ‘ 221878 703 367699000

ey Sl e oot Reeep e e b e e e e e e e e
50000 100000 150000 200000 250000 300000 350000 400000 450000 500000

Mazs

Average Mass Humber of Chisge States I Mass Sid Desv Relstive Abandande Fractional Abuhdance RT Range
1 154603766 3116386 5 15,57 B0.0Z o0 2000000 425508 LES2-18682 g 413977
z 100856.625 32745 3 333 3323 -83.707.14 163251 72025 LE52-1862 1662 157666
3 97299.023 TA23.85 3 540 5546 -U7.304.74 22859 97202 LE52-1E62 o 150293
a4 1B3TEIE5E 527448 5 1008 5200 G101 169250 TG4 1EAZ-1E562 1831 234561
5 O7067.898 4310805 a 284 3032 4753587 134785 56089 iB52-1E62 o 19.7556
6 307625000 50138 7 5602 217.51 11308523 16080 0BEAT 1EA2-1E462 o 280075



Supplementary Figure 2
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