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Table S1. Ca atoms of amino acid residues were used for alignment (Lobe 2) and measurement
(Lobe 1) during simulations of the GABAgi» VFT. The residue numbering is consistent with the

numbering in the available X-ray crystal structures.

Lobe 1: Measurement

Residue Arg5l Ala52  Val53  Tyr54 Ile55 Gly56  Ala57  Leu58
Phe59  GIn69  Ala70 Cus7l  GIn72  Pro73  Ala74  Val75
Glu76  Met77  Ala78 Leu79 Glu80  Asp81  Val82  Asn83
Tyr92  Glu93 Leu94 Lys95 Leu96  11e97 His98  His99

Aspl04 Prol05 Glyl06 GInl07 Alal08 Thr109 Lys110 Tyrlll
Leull2 Tyrl13 Glull4 Leull5 Leull6 Tryll7 Ilel24 Leul25
Met126  Ser130 Ser131 Vall32 Ser133 Thr134 Leul35 Vall36
Alal37 Glul38 Alal39 Alal40 Argl4l Metl42 Vall47 Leul48
Ser149  Prol55 Alal56 Leul57 Serl58 Phel66 Argl68 Ser326
GIn327 Glu328 Phe329 Val330 Glu331 Lys332 Leu333 Thr334
Lys335 Glu349 Ala350 Pro351 Leu352 Ala353 Tyr354 Asp355
Ala356  11e357 Trp358 Ala359 Leu360 Ala361 Leu362 Ala363
Leu364 Asn365 Lys366 Thr367 Ser368 GIn386 Thr387 11e388

Thr389 Asp390 GIn391 1le392 Tyr393 Arg394 Ala395 Met396
Asn397 Phe401 Glu402 Gly403 Val404 Ser405 Gly406 His407
Val408

Lobe 2: Alignment

Residue Lysl44 1lel45 Alal46 Thrl47 1lel48 GInl96 Glu219 11e220
Thr221 Phe222 Arg223 GIn224 Tle244 11245 Val246 Gly247
Leu248 Val272 Trp273 Phe274 Leu275 11e306 Thr307 Thr308
Glu309 Thrd20 Leud2l Tle422 Glud23 GInd24 Lys432 Ile433
Gly434  Tyrd3s
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Figure S1. An illustration of the selected Ca atoms used for alignment (blue spheres) and
measurement (red spheres). The red spheres illustrate Ca atoms of lobe 1 and blue spheres Ca

atoms located in lobe 2.
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Figure S2. A) Evolution of the § variable during the course of the metadynamics simulation. B)
Comparison of the 1D-free energy profiles calculated after the main recrossing event (black curve)
and at the end of 2 ps metadynamics simulation (red cruve). The corresponding states used for

reconstructing the free energy are also shown in panel A).
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Figure S3. 2D-free energy evaluated at the end of 2 ps of metadynamics sampling.
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Figure S4. RMSD (A) of the Ca against time (ns) of six 1 us-long MD simulations initialized
from distinct GABAg-R VFT X-ray structures, using an active/closed structure (PDB ID 4MS3)
as a reference. Two structures were initially in the active/closed (green) and four structures were
initially in the inactive/open conformation (blue). The darker lines represent the running average

for each structure.
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Figure S5. Committor analysis. Evolution of the S variable in time evaluated for multiple
simulations started in close proximity of the transition state. Trajectories committed to basin A (S
< 11.5 and Z < 0.05 nm?) and B (S = 21.5 and Z < 0.05 nm?) are shown in red and blue,

respectively.
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