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Fig. S1. Recombinant TSC production and characterisation

(A) Primary domain structure schematic illustrating large intrinsically disordered loops (IDRs),
approximate regions of phosphorylation (yellow star), and PIP binding sites. (B) Size exclusion
chromatography profile of human TSC (Superose 6, Cytiva) and (C) corresponding Coomassie-
stained SDS-PAGE. (D) Single-molecule mass frequency distribution of recombinant TSC
measured by mass photometry landing assay. Inset, representative mass-contrast difference image.
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Continuous flexibility A — B

Fig. S2. TSC is highly flexible and undergoes continuous conformational dynamics.

(A) To visualize the extent of flexibility across the whole composite map, we performed
cryoSPARC 3D variational analysis (3DVA) (59) on each focused refinement. Extrema from along
the length of the complex were matched and joined into two composite maps. The resultant maps
were superimposed based on the TSC1 N-terminal dimer. Two extrema of the observed continuous
conformational characteristics of TSC are shown. Differences of as much as 100 A are possible.
(B) WIPI3 undergoes a pivoting motion about the anchor site of TSC1. These motions are on the
order of 10 A. Two extrema are shown (left: purple, grey), with cartoon rendering (right). (C)
Ribbon representation of (B).
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Fig. S3. Single particle cryo-EM analysis and validation

(A) Composite reconstruction of TSC with approximate regions used for focused refinements. (B)
Select regions corresponding to the shape-key from (A) of high resolution cryo-EM density and
corresponding model. The WIPI3 local resolution suffers due to conformational dynamics. (C)
Half-map Fourier shell correlation curve reveals resolution estimates for each focused refinement
(I to IV). Continuous conformational dynamics of WIPI3 (see iii) likely account for the observed
reduction in correlation in the frequency range of 10 to 4 A. (D) Variation of local resolution across
each focused refinement. High resolution features corresponding to 2.6 A are present in the core
and TBC1D7 regions. Lower resolution of 2.8 A is present in the core of the N-terminal TSC1
dimer domain and the WIPI3 focused refinement. e. Angular distribution plot in polar coordinates,
frequency of assigned particle orientation parameters is shown as a heat map (Center to edge, tilt
angle. Circumference, azimuthal angle).
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Fig. S4. The TSC N-terminal HR dimer interface.

(A) Residues 197 to 234 of TSC1 define a symmetrical interface of the dimer domain. Key residues
that mediate this interaction are predominantly hydrophobic. A pair of intermolecular salt bridges
are defined by R228 and E225 from both TSC1 copies. (B) The dimer interface rendered as a
surface, colored by degree of hydrophobicity. A natural knobs-into-holes conformation is present
which mediates the major contacts between each TSC1 chain. (C) The TSCI coiled-coil (CC) is
asymmetrically organized proximal to WIPI3. (D) Focused electron density of the TSC1 (light
blue) and WIPI3 (purple) interaction, illustrating the key TSCI interface residues F679, H678, and

W676 (2Fo-Fc electron density map contoured at 1.0 o).
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Fig. S5. Comparison between TSC1:WIPI3 and ATG2A:WIPI3 WIR motifs.

(A) Coomassie stained 15 % (w/v) SDS-polyacrylamide gel of TSCI1 truncation constructs and
WIPI3. (B) The crystal structure of TSC1:WIPI3. (C) The crystal structure of ATG2A:WIPI3 (25)
rendered as in (B). TSC1 and ATG2A WIR motifs bind WIPI3 between blade 2 and 3, with
additional contacts from the motif occurring along the surface of blade 1. These data suggest that
TSC and ATG2A may compete for WIPI3 binding within the cell. However, the WIPI4:ATG2A
interaction, rather than WIPI3:ATG2A, appears central to the role ATG2As in autophagosome
formation (60). As such, it is unclear whether TSC and ATG2A competition for WIPI3 binding
has a key biological role. (D) Surface conservation of WIPI3 highlights the WIR binding pocket
is conserved in WIPI3, as is the PIP-binding sites between blade 5 and 6. (E) Alanine scan and Ni-
NTA chromatography pulldown assay of WIPI3 and indicated mutant TSC1 fragments (residues
467-685, A500-603). (F) Sequence alignment of the canonical WIR motif of ATG2A and TSCI.



Fig. S6. Cross-linking mass spectrometry of the TSC:WIPI3 complex.

(A) Cartoon overview of the full TSC:WIPI3 model. BS? cross-link distance restraints are shown
as yellow pseudobonds. Lysine C} atoms are shown as yellow spheres. We identified six unique
distance constraints between WIPI3 and the TSC1 coil-coil domain that strongly agree with the
cryo-EM and crystal structures. Further, extensive intermolecular cross-linking constraints map
across the TSC1 coil-coil dimer and the TSC2 HEAT and Rap-GAP domains. Lastly, close
inspection of the TSC1 N-terminal HR domains showed numerous cross-links consistent with the
TSC HR dimer model and its TSC1 coiled-coil interaction, including intermolecular interface
cross-links between a lysine pair within the TSC1 HR domain (K238). (B) Domain and component
layout of TSC with Circos plot of cross-linking data from (A). Long- and short-range cross-links
are visible. A cross-link between the unresolved region of the TSC1 C-terminus and the TSC2 N-
terminus is highlighted (yellow star), suggesting further long-range contacts. (C) Focused view of
the TSC1 HR dimer and WIPI3 regions. (D) Boxed region from (C) showing key cross-linking
constraints confirming the placement of WIPI3 relative to TSC. Cross-links are also observed
between the local structured regions of the TSC1 extended loop (IDR1).
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Fig. S7. TSC interactions with monophosphorylated phosphatidylinositol.

(A) Surface rendering coloured by residue conservation (higher is more conserved). PIP binding
sites are visible as strongly conserved pockets (indicated by dashed circles) that correlate with
positively charged regions from (Fig. 3b). (B) Replicate phosphatidylinositol lipid membrane
strips. WT, wild type. AA, TSC K238A, R204A. (C) Example surface plasmon resonance single-
cycle sensorgrams of wild-type TSC, TSC K238A R304A (AA), and TSC R204E (RE).
Mechanical artefacts at injection points have been excluded for clarity. RU, response units. The
Rmax is dependent on the level of ligand (PI(3)P) on the chip surface, the analyte (TSC) and ligand
(PI(3)P) molecular weights, and the number of binding sites. Direct comparisons between TSC
WT and TSC mutants were undertaken under conditions whereby all variables other than the
number of binding sites were constant. For each experimental repeat, we consistently observed a
notable drop in the Rmax value consistent with the loss of a PI(3)P binding site upon TSC1 HR
mutation. (D) Cartoon rendering of the TSC:WIPI3 complex docked against a planar lipid bilayer.
The TSC1 HR and WIPI3 PIP binding sites are flush with the lipid bilayer plane thereby defining
a flat interaction surface.
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Fig. S8. Disease-associated TSC mutations.

(A) TSC1 shown as pipes and planks with disease-associated mutations rendered as spheres, other
components are shown as white silhouettes. A clear mutational hotspot in TSC1 is clustered to the
TSC1 HR dimer. (B) Central arginine residues of the TSC HR dimer PIP pocket are one of the
most frequently observed TSC1 mutations. (C) Highly mutated S661 is located at the TSCI
CC/HR interface. (D) WIPI3 rendered as in (A). The most frequent WIPI3 mutations cluster to the
PIP binding pocket of WIPI3. (E) Residues T208 and Q229 of the PIP pocket are highlighted. (F)
The TSC1 WIR binding pocket (blade 2) of WIPI3 possesses several frequently mutated residues,
potentially affecting local protein folding. (G) TBC1D7 mutations cluster to the TSC1:TBC1D7
interface. (H) A triplet of arginine residues, R96, R110, and R121 at the TBC1D7:TSCI interface
are frequently mutated and associated with disease. (I) A surface exposed arginine is, somewhat
surprisingly, the most frequent disease-associated missense mutation in TBC1D7. The functional
outcome of this mutation is currently unclear. (J) The core of TSC2 possesses a high frequency of
mutations, with two key residues, R611 and R1743 being mutated as many as 174 and 140 times,
respectively. (K) The buried R611 residue of TSC2 within the HEAT repeats, is the most
frequently mutated TSC residue despite not being located in the central Rap-GAP domain or TSC



core. (L) Several residues of key importance to the TSC2 Rap-GAP domain are observed owing
to their high frequency of loss-of-function disease-associated mutation.
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Fig. S9. Complex-wide surface conservation of the complete TSC.

(A) Top-down view and (B), side view of TSC showing the central core RHEB binding interface
(F) and the TSC1 N-terminal dimer domain (G). (C) Side view of TSC rotated 180° relative to
(B). The WIPI3 interface is boxed (H) and a region of high surface conservation is highlighted
(D). (D) Two views of the conserved region from (C). A single copy of TSCI is shown as a
transparent white surface. The surface of the TSC2 N-terminus is conserved, this relates to the
requirement of the symmetrically related region to mediate the TSC1 N-terminal domain clamp
and interface. (E) The exposed surface of TBC1D7 is very strongly conserved, as is the underside
(left) which mediates TSCI1 (transparent ribbon) interactions. (F) Two key sites of conservation
are present in the TSC2 central core. A region of unknown functional significance is highly
conserved (top; RHEB shown as transparent cartoon). Proximal to this unknown site, is the RHEB
binding site (bottom; dashed region). Both sites are conserved to a similar extent. (G) Focused
view of the TSC1 N-terminal dimer highlighting extensive surface conservation along the
modelled membrane binding interface and the recessed PIP-binding pocket. (H) The WIPI3
subunit shows two regions of surface conservation, corresponding to the known WIR motif and
PIP binding pockets, consistent with their key functional roles.
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Fig. S10. TSC intrinsically disordered loops are the targets of phosphorylation.

The exit and entry points of unresolved, large intrinsically disordered loops are shown and colored
as spheres. The amino acid sequences corresponding to these loops are shown, phosphorylation
sites are highlighted and are in bold font.



Table S1.

Cryo-EM data collection, refinement, and validation statistics

Whole TSC Whole TSC ~ Core TSC1 HR TBC1D7 TBCDI17/TSC2  WIPI3 WIPI3/TSC2
(EMD (EMD (EMD dimer (EMD (EMD 45514) (EMD (EMD
45492) 45510) 45511) (EMD 45113) 45515) 45529)
(PDB 9CE3) 45112)
composite consensus focused focused focused focused focused focused
Data collection and
processing
Magnification 105,000 105,000 105,000 105,000 105,000 105,000 105,000 105,000
Voltage (kV) 300 300 300 300 300 300 300 300
Electron exposure (e~ 46.54 46.54 46.54 46.54 46.54 46.54 46.54 46.54
1A?)
Defocus range (um) -14+0.7 -1.4+0.7 -1.4+0.7 -1.4+0.7 -1.4+0.7 -1.4+0.7 -1.4+0.7 -1.4+0.7
Pixel size (A) 0.8234 0.8234 0.8234 0.8234 0.8234 0.8234 0.8234 0.8234
Symmetry imposed Cl C1 C1 C1 C1 C1 C1 C1
Initial particle images Composite 1,176,292 1,176,292 1,176,292 1,176,292 1,176,292 1,176,292 1,176,292
(no.)
Final particle images Composite 84487 415,120 99,927 542,899 542899 112,945 112945
(no.)
Map resolution (A) ~2.8% 3.45 2.87 3.29 2.93 2.96 3.62 3.77
0.143 FSC threshold
Map resolution range 2.6-6.0 3.34-12.0 2.6-6.6 2.8-6.8 2.6-3.9 2.6-3.9 2.7-6.7 2.7-6.7
(A)
Refinement
Initial model used De novo,
(PDB code) 9C91, 5SEJC
Model resolution (A) 3.1
0.5 FSC threshold
Map sharpening B N/A
factor (A2)
Model composition
Non-hydrogen 35095
atoms
Protein residues 4379
B factors (A?) 87.05
R.M.S. deviations
Bond lengths (A) 0.008
Bond angles (°) 1.446
Validation
MolProbity score 1.21
Clashscore 2.55
Poor rotamers (%) 0.61
Ramachandran plot
Favored (%) 97.00
Allowed (%) 3.00
Disallowed (%) 0.00

*QGlobal resolution estimated by Fourier shell correlation of two half-map composites, see Materials and Methods.



Table S2.

Data collection and refinement statistics

TSC1:WIPI3
(PDB 9C9I)
Data collection
Space group P4,
Cell dimensions
a, b, c(A) 94.241, 94.241, 199.386
o, B, 7 (°) 90, 90, 90
Resolution (A) 47.12-3.17 (3.37-3.17)*
Rierge 0.242 (2.857)
Rpim 0.067 (0.797)
1/cl 11.1(1.1)
CCip 0.997 (0.376)
Completeness (%) 98.9 (93.4)
Redundancy 13.9 (13.1)
Refinement
Resolution (A) 47.06-3.181
No. reflections 28780
Rwork / Rfree 01975/02549
No. atoms 10118
Protein 10118
Ligand/ion 0
Water 0
B-factors 108.21
Protein 108.21
Ligand/ion 0
Water 0
R.m.s. deviations
Bond lengths (A) 0.002
Bond angles (°) 0.43

*A single crystal was used for the structure.

*Values in parentheses are for highest-resolution shell.
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