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Supplementary Figure 1. Representative micrographs.



Grid 1 (Empty pocket 4° C)
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Supplementary Figure 2. Data processing scheme for Grid 1.




Grid 2 (Empty pocket 25° C)
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Supplementary Figure 3. Data processing scheme for Grid 2.




Grid 3 (PI-Bry)
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Supplementary Figure 4. Data processing scheme for Grid 3.



Grid 4 (PIP,-Br)
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Supplementary Figure 5. Data processing scheme for Grid 4.
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Grid § (diC8-PIP,)
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Supplementary Figure 6. Data processing scheme for Grid 5.



Grid 6 (LPA)

Q
g
Patch CTF T lat k Extract
& 2,197 ae 1 815 ) platepicker 1,023,719 xirac 861,362
S meg hs T <a5A | mcg hs Ref. EMDB8118 tcls ptcls
© 2D class
| I | ey 1
s W ke 3D class —
> ﬁ :Eﬁﬁe ¢ E (c4) 347 371 Extract
o ' ptcls
_I 1]
w i
' |
|
|
Symmetry
expansion gyptraction 3P focused
c4 class
284,960 3D class 961,052 TS180
ptcls (C4) ptcls Low pass =0
3D Refine L.
(c4) [ ——————— Sortbackto original particles
[ LPAX0 ][ LPAX1 [LPAxZ [LPAx2 ][ LPAx3 |( LPAx4 |
4,000 |[ 7,921 |\neigh. JL oppos. [ 10,602 [ 11,119 ]
ptcls ptcls ) 7,916 [ 2,030 ] ptcls )| ptels
ptcls ptcls
Q
14
&
2] NU refine 3Dlocalrefine | | —dee=-=-= i
g. CL Transmembrane 3D Class I
o Cc1 One class
Local search
1 l Post-process T=40 \
c2 ;
3Dlocal
% refine
ED trans- |
=z membrane |
SEo cz2
9 |
2 s Post- |
5 = process |
5 |
e |

Supplementary Figure 7. Data processing scheme for Grid 6.



a Empty pocket 4°C
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Supplementary Figure 8. (a-n) From left to right: plots of the dFSC curves, angular distribution plot, and local
resolutions (colored according to key in (a)). For dFSC curves, gold standard FSC (0.143) is shown as a dashed
line. Maps in d and e are from symmetry-expanded particles.



a Empty pocket 4°C b Empty pocket 25°C
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Supplementary Figure 9. (a-n) From left to right: Side and top views of all the models shown in their respective
maps. Maps in d and e are from symmetry-expanded particles and models were built focusing on the binding site.





