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Dynamic plasticity of the lipid
antigen-binding site of CD1d is
crucially favoured by acidic pH and
helper proteins

Bruno Cuevas-Zuviria(®?!, Marina Minguez-Toral®, Araceli Diaz-Perales®?%2, Maria Garrido-
Arandia(®?* & Luis F. Pacios(®?"

CD1 molecules present lipid antigens for recognition by T-cell receptors (TCRs). Although a reasonably
detailed picture of the CD1-lipid-TCR interaction exists, the initial steps regarding lipid loading onto
and exchange between CD1 proteins remain elusive. The hydrophobic nature of lipids and the fact
that CD1 molecules are unable to extract lipids from membranes raise the need for the assistance of
helper proteins in lipid trafficking. However, the experimental study of this traffic in the endosomal
compartments at which it occurs is so challenging that computational studies can help provide
mechanistic insight into the associated processes. Here we present a multifaceted computational
approach to obtain dynamic structural data on the human CD1d isotype. Conformational dynamics
analysis shows an intrinsic flexibility associated with the protein architecture. Electrostatic properties
together with molecular dynamics results for CD1d complexes with several lipids and helper proteins
unravel the high dynamic plasticity of the antigen-binding site that is crucially favoured by acidic pH and
the presence of helper proteins.

Adaptive immune responses critically depend on interactions between T-cell receptors (TCRs) and
antigen-presenting molecules on the surface of antigen-presenting cells. In mammals, peptide-presenting major
histocompatibility complex (MHC) classes I and II and lipid-presenting cluster of differentiation 1 (CD1) are the
main antigen-presenting molecules. The generation and loading of peptides onto MHC-I and MHC-II proteins
and the molecular mechanisms associated with MHC-mediated responses are well understood'~*. However, the
knowledge of lipid antigen presentation is far less complete. Since the essential review by Barral and Brenner
in °, considerable progress in the understanding of the processing and presentation of lipid antigens has been
achieved®®. In particular, the mechanisms of T-cell activation through CD1-lipid-TCR interactions have emerged
and even though important gaps remain, a detailed picture of lipid antigen display to TCRs is available*-5,
However, the initial steps regarding the loading onto and exchange between CD1 proteins remain elusive.

CD1 molecules are MHC-I-like glycoproteins organised early according to sequence homology into two
groups: group 1 is composed of CD1a, CD1b, CDl1c, and CD1e and group 2 is composed of the single member
CD1d’. Of these five CD1 isotypes, a-d are transmembrane proteins that present lipid antigens to TCRs at the cell
surface, while CD1e remains intracellular, is the only CD1 member that exists in soluble form and can apparently
function as a lipid transfer protein (LTP)'°. Mammals express CD1 molecules, humans express the five isoforms,
and only CD1d is expressed in humans and mice. The common antigen-presenting function of MHC-I and CD1
proteins underlies their similar structure and the existence of antigen-binding clefts (Fig. 1a), cellular pathways
and overall modes of TCR interaction. However, the distinct physicochemical nature of peptides and lipids gives
rise to important differences in their processing. MHC molecules are highly polymorphic, while CD1 molecules
are non-polymorphic. There are distinct modes of MHC and CD1 gene regulation, and CD1 proteins, compared
with MHC, have more simplified population genetics*”®. Moreover, using normal mode analysis (NMA), we
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Figure 1. Structure and lowest frequencies normal modes of human CD1d and MHC-I. (a) Two views of
CD1d in complex with a-GalCer (sticks with carbons in cyan, PDB id 12T4) and MHC-I in complex with the
Tellp peptide (sticks with carbons in green, PDB id 3H7B). Right views are obtained upon a 90° rotation of

left views around a vertical axis. The domains a1/a2 are coloured in orange with portal helices al and a2 in
yellow and blue, respectively. The domains o3 and 32 m are coloured in deep violet and dark green, respectively.
(b) Pockets (gray meshes) identified with DoGSite and molecular surfaces of the domains al/a2 of the CD1d
and MHC-I complexes shown in (a). Yellow and blue surface patches correspond to the portal helices a1 and
a2, respectively. (c) Plots of mode 1 and sum of modes 1-3 of « chains in: (7) ligand-bound and (ii) unbound
forms of the CD1d-a-GalCer complex (1ZT4), (i) CD1d-LPC complex (3UOP), and (iv) MHC-I-Tellp peptide
(3H7B) complex. Sequence segments defining helices a1 and o2 are shadowed in light orange. The domain a3
begins at residue 187 in CD1d and at residue 185 in MHC-I.

show here that despite their structural similarity, the architecture of CD1d presents essential differences in its
conformational dynamics with respect to that of MHC-I.

CD1 molecules are highly versatile in presenting lipid antigens. Differences among isotypes in lipid specificity
result from variability in the shape and size of hydrophobic channels and portal entrances and from cellular local-
isation, recycling pathways and exposure to distinct pools of lipids. CD1 isoforms are thus able to discriminate
lengths of aliphatic chains and types of polar headgroups which allows them to bind a large variety of lipids®-.
Crystal structures of apo- and holo-forms of CD1 isotypes in complex with diverse lipid antigens have been
paramount in providing insight into lipid binding details. As of March 14" 2020, a PDB search gave 9 entries
for CD1a, 19 for CD1b, 6 for CDlc, 115 for CD1d (including 66 complexes with TCR), and just 1 for CD1e™.
While the structures of the a,b,c,and e isoforms are from humans, those of CD1d are from humans and mice.
Lipid-binding details of isoforms a-c may be found in recent references for CD1a!!, CD1b'? and CD1c". On the
other hand, the specificity of TCRs of invariant natural killer T (iNKT) cells in recognising self- or foreign lipids
presented solely by CD1d and the key role played by those cells in innate and adaptive immune responses to infec-
tion, allergy, autoimmune disease and cancer' explains the amount of structural and biochemical data collected
on CD1d. The fact that CD1d is also expressed in mice has helped to examine CD1d-lipid-TCR interactions'>!¢
in greater depth than in any other isotype

Despite this progress in understanding CD1-mediated antigen processing, little is still known about the mech-
anistic details of lipid loading onto CD1 proteins. This loading needs the assistance of helper LTPs, as CD1 mole-
cules are unable to extract lipids from membranes. The transport of dietary and self-lipids involves the assembly
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of apolipoprotein-B (apoB)-containing very low-density lipoproteins (VLDL) in the endoplasmic reticulum (ER).
This assembly requires assistance from the ER-resident microsomal triglyceride transfer protein (MTP) which
also facilitates loading of endogenous lipids onto CD1d in the ER*>"7. Very recently, the crystal structure of human
MTP has provided essential details to understand its poorly characterised mechanisms of action'®. MTP is a het-
erodimer consisting of a large a-subunit and a disulfide isomerase 3-subunit that acts as a chaperone to stabilise
nascent apoB molecules. The lipid-binding and transfer functions of MTP are played by its C-terminal domain
which harbours a narrow lipid-binding cavity'®. Upon assembly in the ER, the complexes of self-lipids with CD1
molecules follow the secretory route to the plasma membrane and are then internalised into early or sorting
endosomes. This trafficking is controlled by specific interactions of tyrosine-based targeting sorting motifs in the
cytoplasmic tails of CD1 molecules with adaptor proteins AP2 and AP3. CD1 proteins can subsequently follow
two routes from the sorting endosome: CD1a and Cd1lc move back to the plasma membrane while CD1b and
CD1d traffic to late endosomes and lysosomes where they can exchange their loaded self-lipids with other endog-
enous or foreign lipids™!”.

The extraction of bound lipids from CD1 molecules and the loading of other antigenic lipids are facilitated
by LTPs in late endosomes and lysosomes. Within the small group of LTPs localised in the endosomal path-
way, ganglioside monosialic acid 2 activator protein (GM2AP), Niemann-Pick C2, and saposins A-D have been
identified>". In addition, CD1e is known to mediate lipid exchange with CD1b and could also function as an
LTP'. On the basis of results showing that saposins and GM2AP are also able to unload lipids bound to CD1d, a
“tug-of-war” model in which LTPs and CD1d compete for the same lipid antigen was proposed in*. This model
suggests that lipid exchange between CD1 and LTP would occur according to their respective affinities for lipids
through the formation of transient CD1d-lipid-LTP complexes®. There are still no structural data supporting the
“tug-of-war” model.

Peptide trafficking and loading onto MHC-I and MHC-II molecules present some similarity with lipid traf-
ficking and loading onto CD1 molecules in that helper proteins are also needed, but there is a great difference in
the nature of this assistance. Both proteins MHC-I and MHC-II present peptides at the cell surface to CD8+ and
CD4+ T-cells, respectively. MHC-I presents intracellular antigenic peptides generated by degradation of pro-
teins in the proteasome. In order to access MHC-I molecules, those peptides are moved to the ER by transport-
ers associated with antigen presentation (TAP) protein that also assists in the folding of MHC-I. The dedicated
chaperone tapasin interacts with TAP, thus coupling the transport of peptides into the ER with their delivery to
MHC-I. Upon peptide binding, the chaperones are released, and the assembled peptide-MHC-I complexes leave
the ER for antigen presentation at the cell surface. MHC-II molecules present exogenous peptides and protein
fragments generated at distinct cellular locations, assemble in the ER and associate with the invariant chain Ii.
The Ii-MHC-II complex is transported to the MHC-II compartment (MIIC) where the endocytosed proteins
and Ii are degraded, leaving a class II-associated Ii peptide (CLIP) that remains in the peptide-binding groove of
MHC-II. The dedicated chaperone HLA-DM (H2-MD in mice) facilitates the exchange of the CLIP for a specific
antigenic peptide derived from the protein degraded. MHC-II-peptide complexes are then transported to the
plasma membrane to present the antigenic peptide to CD4+ T-cells*. Hence, while similar to the abovementioned
LTPs that aid in lipid-loading onto CD1 molecules, tapasin and HLA-DM assist in peptide editing and loading
onto MHC-I and MHC-II molecules respectively. However, unlike LTPs, tapasin and HLA-DM play the role of
a chaperone during the assembly of MHC-peptide complexes. This essential functional difference is reflected in
the structural features of tapasin®'-** and HLA-DM?>*?, which bear no resemblance to LTPs in either their size or
architecture.

In contrast with assays that study peptide-MHC systems, the hydrophobic nature of lipids raises considerable
challenges for investigating the biology of lipid loading onto CD1 proteins. Moreover, the fact that lipids are usu-
ally associated with membranes makes the experimental study of lipid loading in late endosomal and lysosomal
compartments extremely difficult. Lipid trafficking in endosomal vesicles poses problems that can be addressed
by computational approaches to obtain structural data intended to provide mechanistic insight. While crystal
structures have been crucial to understanding CD1-antigen interactions, they reveal a static picture of the end
result of lipid recognition, and although indispensable for addressing recognition mechanisms, they only describe
a snapshot of the interactions. Furthermore, crystal packing can impose non-realistic conditions that are absent
in biological environments. In this regard, molecular dynamics (MD) is a valuable computational tool to probe
the dynamic evolution of biomolecular systems, providing a time-dependent picture that emerges from intera-
tomic interactions and allows the consideration of external effects (pH, presence of ligands or other proteins, etc.).
All-atom MD simulations were used to study the five human CD1 isoforms in their lipid-free and lipid-bound
states”®. This study reported MD results obtained with several force fields and programs for antigen-free CD1
proteins and single 100 ns simulations for a unique holo-form of each CD1 isotype taken from crystal structures?.
MD was also used to explore distinct states of CD1c in its apo form and two complexes with stearic acid and dif-
ferent small ligands!'®. However, neither of these MD studies addressed the effects arising from the low pH exist-
ing in endosomes/lysosomes, the presence of helper LTPs or different lipid antigens on the same CD1 isotype.

Here, we present a computational study of CD1d complexes with different lipids: o-GalCer
(a-galactosylceramide known to induce type I iNKT-cell activation®), LPC (lysophosphatidylcholine presented
by CD1d and recognised by a native, LPC-specific iNKT TCR¥), phytosphingosine (PHS) and the natural ligand
of Pru p 3 (shortened to ligPp3 hereafter)?. Experimental structures exist only for a-GalCer and LPC complexes.
We also addressed complexes of CD1d with GM2AP, saposin A (sapA) and Pru p 3 proteins. All these systems
were studied at pH 7 and 4.5, a value representative of acidic media in late ensodomes/lysosomes. Our work
involves the calculation of molecular properties, Poisson-Boltzmann electrostatic potentials (PBEPs), electric
fields as well as all-atom MD simulations. The reason for including the peach allergen Pru p 3 (prototype of plant
nonspecific LTPs, the most prevalent food allergen in Mediterranean countries and a model of food allergy?*°)
is our recent experimental report showing that binding of a natural lipid ligand?® to Pru p 3 provokes allergic
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sensitisation by CD1d-mediated activation of INKT cells®. This ligand is composed of 10-hydroxy-camptothecin
linked to a lipidic PHS tail*® and is presented by CD1d to iNKT cells acting as an adjuvant to promote IgE sensiti-
zation to Pru p 3. Of note, one tail of a-GalCer is PHS, known to be an important ligand of CD1d*. Our results
show dramatic differences in the electrostatic nature of CD1d that dynamically affect the volume and aperture
of its antigen-binding cavity occurring either in holo-forms or in the presence of helper proteins only at pH 4.5.

Results

Significant differences in antigen-binding grooves and conformational dynamics are associ-
ated with similar structures in CD1d and MHC-l. Human CD1d and MHC-I exhibit a similar architec-
ture composed of two chains: an o chain comprised of a1, a2 and a3 domains and a non-covalently linked chain
consisting of a 32-microglobulin (32 m) domain (Fig. 1a). The antigen-binding domain (hereinafter referred to
as al/a2) sits above a 6-stranded 3-sheet platform and consists of two antiparallel portal helices, al and a2,
that flank the entrance to a cavity formed by hydrophobic channels. Although these channels resemble the pep-
tide-binding groove of MHC-I molecules and are also classified as A’ and F/, CD1 proteins have a deeper and nar-
rower ligand-binding compartment (Fig. 1a,b). The al/o2 domain is linked to an Ig-like a3 domain attached to
membranes through a transmembrane segment (not shown in Fig. 1). The 32 m domain is a 3-sandwich fold sta-
bilised by a disulfide bridge and is necessary for functional expression of the protein complex on the cell surface.

The crystal structure of human CD1d complexed with a-GalCer (PDB id 1ZT4)* has two molecules per crys-
tallographic asymmetric unit, but only one unit contains the ligand. The comparison of lipid-bound and unbound
chains enabled the identification of two different conformations thus providing clues on the ligand-binding
details®. The lipid fits tightly in the cavity, with the 18 C-PHS tail of a-GalCer bound in the F’ pocket, the
26 C-acyl chain harboured in the A’ channel®® and the galactose moiety exposed at the entrance portal (Fig. 1b).
In contrast, the binding site in MHC-I is a wide, open groove in which the peptide remains exposed (the much
smaller pocket detected by DoGSite in MHC-I compared with that of CD1d is a consequence of the groove
of MHC-I being mostly exposed so that the searching algorithm goes “deeper” into the cavity surface to find
pockets). This essential difference in the antigen-binding site could be viewed as the result of a greater distance
between portal helices a1 and o2 in MHC-I than in CD1d (Fig. 1a,b).

NMA is a computational technique to explore the flexible states of a protein when it moves about equilibrium
positions. These states usually have functional significance, and thus, a NMA is a computationally affordable way
to probe protein flexibility in order to infer functional information from the structure. NMA is based on basic
physics to treat small oscillations: when a vibrating system is perturbed, a restoring force acts to restore the system
back to equilibrium. This problem is solved in mechanics by constructing a matrix formed by the second deriv-
atives of the potential energy of the system with respect to the spatial displacements and then diagonalising this
matrix to obtain a set of eigenvectors and eigenvalues. If the system is a molecule, the eigenvectors give the spatial
displacements of all atoms that define the vibrational modes of the molecule and the eigenvalues give the squares
of the frequencies of these vibrations. The vibrational modes involve the independent motions of atoms so that
the low frequency modes in proteins describe large-scale conformational changes. In contrast with computation-
ally expensive MD simulations, NMA is a technique that at only a small fraction of the cost is able to provide val-
uable information on the possible conformational changes of a protein and extract this information from a single
equilibrium structure. Although NMA provides a far less complete dynamic description of a protein, it permits
us to sample conformational dynamics upon examining the backbone of a structure alone. The reader can find an
updated review on NMA of proteins in ref. >, and the references therein.

Despite the structural similarity between the proteins MHC-I and CD1d, an NMA to sample conformational
dynamics of the a chain performed on the complete structure (i.e., in the presence of 32 m although its modes are
not shown in Fig. 1¢; plots in this figure show the amplitude of each mode over the sequence), reveals differences
along the complete chains. We also extended NMA to the unbound chain of the CD1d-a-GalCer complex and to
the human CD1d-LPC complex (PDB id 3U0P)? (Fig. 1¢). It has long been known that lowest-frequency modes
can be associated with fundamental characteristics of proteins, mostly related to their function®**. Since modes
are ranked by increasing frequency, mode 1 is the lowest-frequency mode. For the systems studied here, mode 1
has a greater amplitude at the al/a2 domain in CD1d complexes than MHC-I and the opposite occurs at the a3
domain, suggesting that the a1/a2 domain has a slightly greater flexibility in CD1d than in MHC-I regardless
of the rather similar architectures. While mode 1 profiles display a similar pattern in all CD1d forms, it shows
a greater amplitude at the al/a2 domain in the unbound chain than in the bound chain of the a-GalCer com-
plex, with this mode in the LPC complex being more similar to the unbound chain (Fig. 1c). Of note, the sum of
modes 1-3 (the three lowest frequency modes and therefore the modes with possible larger scale conformational
changes) shows a significantly greater amplitude just at portal helix o of the three chains of CD1d than that in
MHC-I, which displays a plateau at the ol segment, whereas profiles of this sum are very similar at the remaining
regions in all cases (Fig. 1c).

Acidic pH has a significant impact on the electrostatic nature of the CD1d antigen-binding
domain. The al/a2 domain extending from the N-terminus up to residue 186 in the crystal structure of the
human CD1d-a-GalCer complex® has 7 Asp + 10 Glu and 9 Lys + 9 Arg residues, which yields a net charge +1
at pH 7. At pH 4.5, a value representative of the acidic media in late endosome/lysosome compartments, 1 Asp +
2 Glu together with 4 His in this domain are protonated now yielding a net charge +8. PBEP calculations on the
ligand-bound chain in this complex reveal dramatic differences in the electrostatic nature of the space around the
entrance portal (Fig. 2). PBEP zero isocontours (bracketed by +-0.001 isocontours for visualisation purposes in
Fig. 2a) are completely different in this space, changing from negative at pH 7 to positive at 4.5. In addition, the
negative/positive boundary defines a large open space above the portal at pH 7 but a convoluted shape at pH 4.5,
leaving a positive large groove between helices al and o2 (Fig. 2a). The PBEP mapped onto the protein surface
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Figure 2. Poisson-Bolztmann electrostatic potential (PBEP) of the domain al/a2 of the ligand-bound chain
of human CD1d in complex with a-GalCer (PDB id 1ZT4). (a) Mesh isosurfaces +0.001 (aquamarine) and
—0.001 (salmon) of PBEP at pH 7 (top row) and 4.5 (middle row) drawn at the orientation shown at the bottom
of the column. (b) PBEP mapped onto the molecular surface (scale bar in kT/e units) at pH 7 (top row) and

4.5 (middle row) drawn at the orientation shown at the bottom of the column, where the 7 residues that are
protonated at pH 4.5 are labelled. (c) Electric field created by the PBEP (gradient magnitude —2.0 in red to +-2.0
in blue) at pH 7 (top row) and 4.5 (middle row) drawn at the orientation shown at the bottom of the column.

also displays a sharp difference between both pH values just in the immediate vicinity of the portal entrance that
changes from clearly negative at pH 7 to strongly positive at pH 4.5. Of note, among the 7 residues protonated at
pH 4.5, only His68, Asp80 («1) and Glul75 («2) are located in portal helices although the glutamate is far from
the portal entrance (Fig. 2b). PBEP thus suggests that protonation of His68 and Asp80 is paramount in providing
a strongly positive electrostatic nature to the lipid binding groove. Field lines of electric field E created by the
PBEP V(r), E=—V V(r) reinforce those changes (Fig. 2¢). In fact, field lines originating at positive PBEPs are
confined to small regions outside the portal entrance, while they form a sharply defined groove running all the
way along the space between helices al and o2 (Fig. 2¢).

The lipid-binding cavity in CD1d displays high dynamic plasticity arising from lipid-dependent
features. Crystal structures of human CD1d complexed with a-GalCer®® and LPC? show a large cavity
with both the A’ and F/ channels occupied by ligands (Fig. 3a). While the former structure has the two tails of
a-GalCer (Fig. 3b) filling both channels (26C in A’, 18C in F’), thus being most probably an “optimum” case
of channel occupancy, the latter structure has the single chain of LPC in the F” pocket and two spacer C11 and
C6 hydrocarbon chains identified in the Achannel” (Fig. 3a). Together with these two crystal structures, we
addressed complexes without experimental structures with two lipids that induce iNKT cell activation: ligPp3
identified as 10-OH-camptothecin-PHS? and PHS alone, which is also the 18C tail of a-GalCer (Fig. 3b). CD1d
is known to bind PHS??, and it has also been suggested that iNKT activation in humans should contain a PHS
base®.

MD simulations on apo- and holo-forms of CD1d show clear trends regarding the antigen-binding cavity
(Fig. 3¢,d). As has been recognised®®*, although the non-lipid binding chain adopts an “open” conformation
in 1ZT4 compared with the lipid-binding chain (Table 1)*, its dynamics lead to “collapse” of the cavity?. In
fact, our MD results show that the initial volume of apo-CD1d falls at the very beginning of the simulation and
decreases over time to the extent that the cavity shrinks, leaving only two tiny enclosures with low occupancy
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Figure 3. Antigen-binding pockets in human CD1d. (a) Cavities computed with DoGSite in the crystal structures
of CD1d in complex with a-GalCer (sticks with carbons in cyan, PDB id 1ZT4) and with LPC (sticks with carbons
in deep blue; C11 and C6 spacer chains identified in the electron density are shown as sticks with carbons in green,
PDB id 3UOP). (b) Lipid ligands in the CD1d complexes studied in this work. LPC is the result from hydrolysis

of phosphatidylcholine (PC) at the bond marked with a double red arrow. PHS is present in both a-GalCer and
ligPp3. (c) Variation along 100 ns all-atom MD simulations of the cavity volumes in the apo-form of CD1d and in its
complexes with a-GalCer, ligPp3, LPC and PHS at pH 7 (plots smoothed with Savitzky-Golay filtering). (d) Cavity
shapes defined by pocket occupancy between 0.6 and 0.8 (bluewhite transparent surfaces) and between 0.8 and 1.0
(deep blue meshes) along the simulations except the apo-form for which the surface and the mesh correspond to
0.4-0.6 and 0.6-0.8 occupancies, respectively (no 0.8-1.0 occupancy detected). (e) Variation along 100 ns all-atom
MD simulations of the cavity volumes of apo-CD1d and of CD1d in complex with a-GalCer and PHS at pH 7 and 4.5
(plots smoothed with Savitzky-Golay filtering). Data in (c—e) computed with PocketAnalyzer.
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Residues Distance
Isotype Crystal structure al -a2 (A)
CDla LPC complex, 4X6E!! S77-N151 13.2
CD1b Phosphatidylserine complex, SWKE' F77-Y151 | 13.4
CDlc_1 PC complex, 6C15% L77-Y152 11.4
CDlc_2 Complex with cholesteryl esters, 5C9J" D80-Y155 | 11.5
CD1d_bound a-GalCer complex, bound chain 12T4% F77-D151 | 13.1
CD1d_unbound a-GalCer complex, unbound chain 1ZT4% | F77-D151 14.3
CDle Uncomplexed, 3S6C'° F73-Y144 |14.8
Average F77 - D151 distance and standard deviation (A) in CD1d obtained in 100 ns MD simulations
CD1d system Av. Distance Std. dev.
Apo-form at pH 7 11.9 0.70
Apo-form at pH 4.5 15.7 1.97
a-GalCer complex at pH 7 13.6 0.56
a-GalCer complex at pH 4.5 13.6 0.44
LigPp3 complex at pH 7 15.2 1.03
LPC complex at pH 7 14.2 0.59
PHS complex at pH 7 14.6 1.14

Table 1. Aperture of the groove portal defined by the distance between alpha carbons of residues in helices a1
and o2 flanking the entrance to the portal in the crystal structures of complexes of CD1 isotypes and average
values computed in 100 ns all-atom MD simulations for the CD1d systems.

during simulation (Fig. 3¢,d). In contrast, the cavity volumes in both the a-GalCer and ligPp3 complexes remain
at large values with large shapes associated with 0.8-1.0 occupancy during simulation. The cases of LPC and
PHS are intermediate in that both CD1d complexes show slightly decreasing volumes with values overall smaller
than the preceding complexes. Shapes associated with high 0.8-1.0 occupancy are large enough only at channel
F’ occupied by the single aliphatic chain of these two lipids. As far as dynamic variation of cavity volumes is con-
cerned, pH has no significant effect (Fig. 3e) because the dramatic electrostatic changes occurring in acidic media
presented above affect external regions. In summary, these MD results suggest that the antigen-binding cavity of
CD1d is a plastic enclosure that dynamically adapts to the lipid antigen. In other words, this plasticity arises from
the nature of aliphatic chains harboured in inner channels. Note that all plots in Fig. 3 are relatively flat, i.e., the
cavity volumes change steadily without excessive fluctuations, a sharp contrast to that found for an apparently
related geometric property such as the aperture of the groove portal, which is addressed next.

The distance between the a-carbons of residues flanking the entrance defined by portal helices at the hinge of
the a2 helix (Fig. 4a) has been proposed as a measure of its aperture'®. This distance varies in crystal structures of
complexes of the five CD1 isotypes between ~11.5 A for two recent CD1c complexes with cholesteryl esters'* and
with PC¥ to 14.8 A for uncomplexed CD1e' (Table 1). The mentioned presence in the CD1d-a-GalCer crystal
of lipid-unbound and bound chains allows us to assess the effect on this aperture of the conformational change
provoked by the lipid: 14.3 and 13.1 A, respectively (Table 1). However, all these values are considerably shorter
than typical analogous distances of approximately 18-20 A in MHC I and IT molecules®. The multiple superposi-
tion of these seven CD1 chains (besides both CD1d chains, the two mentioned complexes of CD1c are included
as double checks of their anomalous short distance) reveals a nearly coincident location of backbone atoms of the
residue in helix a1 and a slightly larger variance in those of the residue in helix a2 (Fig. 4b). Structural similarity
scores in this superposition define three clusters: (i) CD1b and both CD1c chains, (ii) CD1a and CD1e, and (iii)
both CD1d chains (Fig. 4c). Isotypes with rather different portal apertures are thus clustered together.

In contrast with the results found in cavity volumes, MD results show less clear trends for this portal distance.
At pH 7, the a-GalCer and LPC complexes display relatively flat curves with small deviations, whereas ligPp3 and
PHS complexes show longer distances with large standard deviations (Fig. 4d and Table 1). Comparing structures
at two frames of ligPp3 trajectory for which the portal distance exhibits rather different values, it can be seen that
in agreement with the results stated in the preceding paragraph, the backbone at a1 F77 remains unaltered while
that of a2 D151 shifts outward, thus opening the entrance (Fig. 4e). Both ligPp3 and PH3 complexes present
occasional fluctuations of their OH groups, which are exposed at the portal region. The apo-CD1d form in our
MD calculations was the lipid-unbound chain of its a-GalCer complex in the crystal structure 1ZT4, at which
this distance is 14.3 A. MD results reveal that this distance rapidly decreases and stabilises at ~11.9 A with small
deviation (Fig. 4d and Table 1), which is in agreement with the aforementioned cavity closure in the absence of
lipids. To assess pH effects on this aperture, we performed further simulations at pH 4.5 for both lipid-bound
and unbound chains of 1ZT4 (Supp. Fig. 1). MD results indicate that the stabilisation provided by a-GalCer
filling both the A and F’ channels produces a constant distance of ~13.6 A in the bound chain with low standard
deviations at both pH values. In sharp contrast, the apo form has an average distance of 15.7 A with an enormous
deviation at pH 4.5 (Table 1). This distance also shows a rapid initial decrease but after 10 ns, this distance starts to
increase with very large oscillations and then stabilises at approximately 60 ns at >16 A (Supp. Fig. 1).
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Figure 4. Aperture of the groove portal and multiple structural alignment computed with DALI of the domains
al/a2 of the crystal structures of human CD1 isoforms in Table 1. (a) Location in helices «l and o2 of residues
flanking the entrance to the portal used to measure the aperture of the groove portal as the distance between
their alpha carbons. In the helix a1, these residues are: 73 in CD1e, 77 in a,b c1 and d isoforms, and 80 in
CD1c2. In the helix o2, these residues are: 144 in CD1e, 151 in a,b and d isoforms, 152 in CD1d and 155 in
CD1c2. Values of those distances are given in Table 1. (b) Superposition of the seven structures in Table 1. CD1
cartoons are colored in blue hues from deep blue for CD1a to light cyan for CD1e. Backbone atoms of residues
indicated in (a) are shown as sticks with carbons in yellow (c) Multidimensional scaling correspondence
analysis performed by DALI with most similar structures positioned near each other. (d) Variation of the
Co.F77-Ca.D151 distance in the apo-form of CD1d and in its complexes with a-GalCer, ligPp3, LPC and PHS
at pH 7 (plots smoothed with Savitzky-Golay filtering). (¢) Comparison of two structures for the ligPp3 complex
at two frames in the trajectory that show very different values of the Ca.F77-Cc.D151 distance.

We also computed the bending of the portal helices over the MD simulations in these CD1d systems (Supp.
Fig. 2). The major result is that a1 suffers greater changes than a2, deviating ~30° from linearity when lipid chains
occupy both channels, whereas a1 remains nearly straight in apo-CD1d. In contrast, the two segments of a2 that
are bent at ~90° in some complexes show slightly larger angles of up to 100° without suggesting any lipid-specific
features (Supp. Fig. 2).

MD calculations suggest that helper GM2AP affects CD1d only at acidic pH.  GM2 activator pro-
tein (GM2AP) assists lipid trafficking and loading onto CD1 molecules in the endosomal pathway'. Crystal
structures of human GM2AP complexed with PC and its deacylation products (LPC and oleic acid, OLA) show
open and closed conformations arising from a flexible loop formed by residues 127-135 in which Trp133 acts as
the lid of a large cavity (Fig. 5a)*°. Upon obtaining the protonation state of ionisable side chains at pH 7 and 4.5
of the open GM2AP and CD1d proteins in the initial geometries of their complexes as explained in Methods, we
computed the PBEP mapped onto the surface of GM2AP (Fig. 5b). The strongly negative potential around the
cavity at pH 7 largely disappears at 4.5 as a consequence of protonation of 2 glutamate residues and 3 histidine
residues, which changes the net charge of GM2AP from —7 to —2.

MD simulations of CD1d in complex with open and closed conformations of GM2AP and ligands in their
crystal structures (LPC + OLA and PC, respectively; Fig. 5¢) show that the complex with closed GM2AP dissoci-
ates at the very beginning of the simulation (Supp. Fig. 3a) so that CD1d displays dynamic behaviour as if it were
isolated. In fact, its RMSD shows a stable pattern (Supp. Fig. 3b) and cavity volume and the aperture of the groove
portal exhibit features similar to those of apo-CD1d: collapse of the cavity and decrease of the aperture (Fig. 5d).
The complex of CD1d with open GM2AP is stable at both pH values (Supp. Fig. 3a), but there are significant dif-
ferences in the CD1d portal. At pH 7, the cavity volume decreases rapidly and then oscillates around small values,
while the portal aperture closes immediately and remains at short lengths (Fig. 5d). In sharp contrast, both cavity
volume and aperture show no decrease and remain stationary (average values of 1018 A and 13.9 A, respectively)
at pH 4.5. The bending of portal helices al and a2 shows no distinctive features. Helix a1 deviates no more
than 10° from linearity irrespective of pH and GM2AP conformation/ligand. Although the angle between the
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Figure 5. CD1d-GM2AP complex. (a) Crystal structure of the GM2AP-PC complex (PDB id 2AG2).
Superposition of the open (light blue, chain A in 2AG2) and closed (light green, chain C in 2AG2)
conformations of GM2AP. The backbone of the flexible loop 127-135 and the side chain of W133 are coloured
in deep blue (open) and deep green (closed). The PC ligand in the internal cavity is shown as sticks. (b) PBEP
computed at pH 7 and pH 4.5 mapped onto the protein surface of the open conformation of GM2AP in
complex with oleic acid (OLA) and LPC (PDB id 2AG4, ligands shown as sticks with carbons in yellow) used
in MD simulations of the CD1d-GM2AP (open) system. (c) Left panel: Front (left) and side (right) views of
the initial geometry of the CD1d-GM2AP (open)-OLA-LPC complex. Right panel: Front (left) and side (right)
views of the initial geometry of the CD1d-GM2AP (closed)-PC complex. (d) Change along 100 ns all-atom
MD simulations of the cavity volumes of CD1d (left panel) and groove portal distance in CD1d (right panel) in
complexes displayed in (c) (plots smoothed with Savitzky-Golay filtering).

segments of helix a2 starts at values between 105° and 85° at the beginning of the simulations, this angle stabiles
near 90° at ~40 ns for all CD1d-GM2AP systems (Supp. Fig. 3c).

MD calculations suggest a pH-dependent effect of the SapA dimer on the complex geometry
and cavity features of CD1d. Initially characterised by their participation in degrading glycosphingolipids
in lysosomes, saposins have long been known to bind and release lipids, assisting their loading onto CD1 mole-
cules>*1*2°. However, no direct evidence on the structure of any saposin-CD1 complex exists, the molecular clues
that control lipid binding versus release are still unknown, and attempts to measure the interaction of human or
murine CD1 molecules with saposins have been unsuccessful so far. This suggests that this interaction could be
weak and transient, which in turn would imply a lack of specificity between any saposin and any CD1 isoform'.
Saposins exist in two states: closed monomeric and open dimeric with a hydrophobic cavity that can harbour
lipids and detergents forming lipoprotein discs*’. In addition, their structural, electrostatic and dynamic features
are strongly pH-dependent*’.

The recent crystal structure of hydrolase 3-galactocerebrosidase (GALC) in complex with the murine SapA
dimer (PDB id 5NXB) is the first structure of a protein-saposin interaction*’. GALC catalyses the removal of
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Figure 6. CD1d-SapA dimer complex. (a) Two views of the structure of dimeric SapA (open) modelled on
the basis of the recent crystal structure of the SapA dimer in complex with GALC (PDB id 5NXB) and PBEP
mapped onto the protein surface at pH 7 and pH 4.5 in the orientations shown on the left. (b) Optimised
structure of the complex of SapA (open) dimer with two molecules of a-GalCer (sticks with carbons in white)
initially modelled as explained in the text. (c) Initial geometry of the CD1d-SapA(open) dimer-a-GalCer
complex. The SapA chain (D) making more contacts with CD1d is coloured in light orange while the other
chain (C) is coloured in slate blue. (d) Change along 100 ns all-atom MD simulations of the cavity volumes of
CD1d (left panel) and groove portal distance in CD1d (right panel) in the complex displayed in (c) at pH 7 and
pH 4.5 (plots smoothed with Savitzky-Golay filtering).

galactose from a-GalCer (Fig. 3b) and requires SapA for lipid processing. In this structure, SapA adopts the
same open dimeric form as in lipoprotein discs*, shaping a hydrophobic cavity in which at least two molecules
of a-GalCer can be shielded from water*2. We used this murine SapA to model our dimeric open form of human
SapA (Fig. 6a) and its complex with two molecules of a-GalCer (Fig. 6b). After considerable protein-protein dock-
ing (explained in Methods) for this system, we selected the initial geometry of the CD1d-SapA-dimer-a-GalCer
complex shown in Fig. 6¢ to explore its dynamics via 100 ns MD simulations. We obtained the protonation state
of ionisable side chains of both CD1d and SapA at pH 7 and 4.5 and computed the PBEP mapped onto the surface
of SapA (Fig. 6a). Similar to that found in GM2AP, the strongly negative potential at pH 7 changes to neutral/
positive at pH 4.5 as a consequence of protonating 6 acidic residues in chain D and 2 in chain C (see the Fig. 6
legend) that modify the net charge of the SapA dimer from —16 at pH 7 to —8 at 4.5.

The mobility of open SapA in complex with CD1d is far greater than that in open GM2AP. Even though no
dissociation is observed and the RMSD is stabilised, both chains of SapA display large values >10 A at both pH
values, while CD1d shows an RMSD <2 A (Supp. Fig. 4). For the CD1d cavity and portal features in this complex,
a slightly different behaviour to that found with GM2AP is now observed. The cavity volume also decreased rap-
idly in the first 10 ns, showing small values of ~300 A* at pH 7, while it remained stable at pH 4.5, although with
a smaller average value (855 A%) than that in GM2AP complex (Fig. 6d). However, the portal aperture stabilises
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Figure 7. CD1d-SapA dimer complex. Snapshots of the 100 ns all-atom MD simulation at pH 7 and pH 4.5.
The two chains of SapA dimer are depicted on top of portal helices al (yellow) and a2 (marine blue) of CD1d
(the rest of the protein is omitted for ease of visualisation). a-GalCer is shown as ball-and-sticks with carbons in
white.

at ~12 A at both pH values, although with much larger oscillations at pH 7 than at 4.5 (Fig. 6d). Interestingly, the
main difference in MD results is found in the geometry of partners in this complex. Although the same initial
geometry was used for simulations at both pH values, it was observed that the nearly perpendicular arrangement
of the SapA dimer and CD1d portal helices holds along the whole trajectory at pH 7, while it starts to change in
the first nanosecond and then remains at a nearly parallel orientation between the CD1d portal helices and chain
D of SapA, which shifts towards a location on top of the a1 helix, thus orienting the polar head of a-GalCer above
the portal entrance (Fig. 7).

With regards to the bending of portal helices, while al largely oscillates at pH 7, it remains stabilised at near
linearity at pH 4.5, with a2 showing no distinctive features at either pH (Supp. Fig. 4b).

MD calculations predict no stable CD1d-Pru p 3-ligand complexes. The abovementioned iNKT
activation producing sensitisation to the Pru p 3 allergen through CD1d-presentation of ligPp3*! led us to address
possible complexes via MD simulations. Unlike GM2AP and SapA, this allergen shows no pH-dependent elec-
trostatic changes, as it has a single acidic residue (Asp43 whose pKa <4.0 precludes protonation at pH 4.5) and 4
Lys + 4 Arg yielding a net charge 47 and a rather uniform neutral/positive electrostatic potential (Supp. Fig. 5a).
Even though the great majority of protein-protein docking methods predict similar geometries with the allergen
on top of the CD1d portal (Supp. Fig. 5b), a number of exploratory 20 ns MD simulations on selected CD1d-Pru
p 3 complexes with and without ligPp3 (Supp. Fig. 5¢) in the two possible orientations of the allergen with respect
to its hydrophobic tunnel® predicted no stable complexes. In fact, while the RMSD remains <3 A for CD1d, the
RMSD is between ~3 and 6 A for Pru p 3 without the ligand and increases above 10 A in the presence of ligPp3
irrespective of pH (Supp. Fig. 5d). The cavity volumes and portal distances of CD1d in these complexes decreased
as if the protein was in its apo form, revealing no effect from Pru p 3 (Supp. Fig. 5e).

Discussion

While human proteins CD1d and MHC-I share a virtually identical architecture associated with their common
antigen-presenting function, they display subtle differences in their antigen-binding domains that arise upon
sampling the conformational dynamics of their backbones via NMA. Lower-frequency modes clearly show
greater amplitude in the al/2 domain of the lipid-bound chains of CD1d with respect to MHC-I with a par-
ticularly large maximum in the region of portal al in CD1d that is absent in MHC-I. These NMA results could
be rationalised in terms of greater mobility at the a1 (especially) and a2 portal helices arising from the structure
of CD1d with respect to MHC-I. It must be stressed that NMA ignores the presence of ligands so that dynamic
modes are obtained only from backbone atoms in their complexes.

Protonation of seven residues in the al/a2 domain of CD1d at acidic pH produces a dramatic change in its
electrostatic nature. Decreasing the pH to 4.5 modifies the electrostatic potential in the space around the protein
from dominantly negative to overwhelmingly positive and specifically modifies the portal region by turning its
strongly negative potential into strongly positive, a change motivated by protonation of two key residues in this
region: His68 and Asp80. The effect of acidic pH is thus paramount in electrostatically selecting the type of molec-
ular partners of CD1d. Therefore, both protein-ligand and protein-protein interactions can drastically be altered
by protonating only a few residues in CD1d.

The hydrophobic channels that shape the lipid-binding pocket in CD1d show considerable plasticity that
suits the aliphatic chains of lipid antigens. Controlled by the space between helices a1 and a2 and by the aper-
ture defined by the distance between two residues flanking the portal entrance in both helices, this cavity varies
dynamically to adapt to the lipid harboured within. When unloaded, both the cavity volume and portal aperture
of CD1d evolve, decreasing rapidly. Although it has repeatedly been stated that apo-CD1 collapses, it should be
stressed that decreasing these cavity features does not involve dynamic destabilisation of the structure. These
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changes are produced by slight displacements and bendings of helices a1 and o2 that are in turn sensitive not
only to the type of loaded lipid (as expected and is actually known) but also to external effects due to pH (i.e., to
protonation of key residues) and to the presence of partner proteins. In fact, the MD study of complexes of CD1d
with GM2AP and saposin A at pH 7 and 4.5 predicts this result.

While our MD calculations were not intended to address lipid loading, as this process is known to take times
far beyond the current limits of MD simulations (ps range)*, the results presented here provide insight into the
dynamic effects produced on CD1d by partner proteins and acidic pH. In fact, the presence of GM2AP in the
open conformation complexed with LPC provokes a cavity volume and portal aperture of CD1d at large values
at pH 4.5 as if a lipid antigen is harboured within. In contrast, the same GM2AP-LPC open complex at pH 7
or GM2AP-PC in the closed conformation has no effect on the cavity features of CD1d, which now shows the
dynamic evolution characteristics of its apo form, that is, as if there were no external effects. Similar results were
found for the CD1d-open SapA-a-GalCer complex: only at pH 4.5 is CD1d observed to keep its volume cavity at
large values, although now the only distinctive feature in portal aperture is that its distance oscillates very little,
in contrast with the marked oscillations observed at pH 7. Interestingly, this complex displays a nearly parallel
orientation of the SapA dimer at pH 4.5 with respect to the groove defined by helices a1 and o2 in CD1d, thus
orienting the polar head of a-GalCer above the portal entrance. Notably, similar to CD1d, both GM2AP and
SapA drastically change their electrostatic nature at pH 4.5.

Finally, the inclusion of the natural lipid ligand of Pru p 3 in our study obeys the reported experimental
evidence that it (i) acts as an adjuvant promoting sensitisation to the allergen through its recognition by CD1d,
(ii) is able to interact with iNKT cells upon CD1d presentation and (iii) its immunological activity resides in the
PHS tail®". However, MD calculations do not predict a stable CD1d-Pru p 3-ligPp3 complex irrespective of pH,
suggesting that although the allergen is an LTP, it is unlikely that its ligand would be loaded onto CD1d through
a direct interaction with Pru p 3. The presence of ligPp3 or its PHS tail inside CD1d might be explained in terms
of its probable location in endosomal membranes and extraction by helper proteins assisting in lipid loading onto
CD1d via mechanisms similar to those associated with other lipid antigens.

Methods

Structures. The initial structures of the apo- and holo-forms of human CD1d were taken from the two chains
in the crystal structure of the human CD1d-a-GalCer complex (PDB id 1ZT4%). This entry has two molecules
per crystallographic asymmetric unit: the lipid-unbound and lipid-bound chains that were used as initial struc-
tures for our apo- and holo-forms of CD1d, respectively, in preparation of the different CD1d systems addressed.
For MD simulations, only the a1 + o2 domain of CD1d (residues 6-186 in 1ZT4) was considered.

The crystal structures of human CD1d-LPC complex (PDB id 3U0P)?” and human MHC-I in complex with
the Tellp peptide (PDB id 3H7B**) were used for NMA. Structures of other CD1 isotypes used for calculating
distances to measure portal aperture and for multiple structural alignment analyses as well as those of helper
proteins GM2AP and saposin A were taken from several crystal structures that are indicated in the Results sub-
sections in the main text where the proper references are also given.

The initial geometries of the lipid ligands were taken from their complexes with CD1d (a-GalCer) and
GM2AP (LPC, PC, and OLA) referenced in the main text except for PHS and ligPp3 whose geometries were
taken from the MD final structures of their complexes with Pru p 3?3143, The initial structure of the peach Pru p
3 allergen was taken from its crystal structure (chain A in PDB id 2ALG*).

Multiple structural alignments and scores measuring structural similarity were obtained with DALI* in
all-against-all mode (http://ekhidna2.biocenter.helsinki.fi/dali/). For a set of N structures, DALI computes the
NxN matrix of pairwise similarities and uses several heuristics to optimise and refine the alignment score. An
algorithm for correspondence analysis is applied to obtain a multidimensional scaling projection of the set of N
structures®.

Analysis of structures and calculation and rendering of geometrical features were achieved with VMD 1.9.3%
Chimera 1.13°**! and PyMOL 2.3.2 (The PyMOL Molecular Graphics System, version 2.0; Schrodinger, LLC: New
York, NY, USA, 2017)

Normal mode analysis (NMA). The complete structure (o chain plus 32 m domain) of both the human
CD1d and MHC-I proteins was considered in NMA calculations. For CD1d, three different structures were used:
the lipid-bound and lipid-unbound chains of the a-GalCer complex (1ZT4) and that of the LPC complex (3UOP).
In all cases, the complete structure of each complex was submitted to the DynOmics server (http://gnm.csb.pitt.
edu/index.php)*? performing Gaussian network model (GNM) calculations. Although the presence of the 32m
domain was taken into account, the 20 lowest frequency normal modes of only o chains were downloaded and
processed with in-house scripts to prepare the amplitude plots.

Calculation and analysis of pockets and cavities. Pocket shapes and volumes for static structures were
determined with the DoGSiteScorer service available at https://proteins.plus/. DoGSiteScorer is a grid-based
computational method that applies a difference of Gaussian (DoG) filter to detect potential pockets in 3D protein
structures®. Changes in pocket volumes and occupancy of space in internal cavities along MD trajectories were
calculated with PocketAnalyzer®*. Variation in the distances used to measure the portal aperture in CD1d were
computed along MD trajectories with Carma 1.7°°. Changes along MD trajectories of bending angles in a1 and
o2 helices of CD1d were calculated as angles between vectors defined by middle points of distances between «
carbons of residues in al and o2 indicated in Supp. Fig. 2 with in-house Tcl/Tk scripts running in VMD 1.9.3%.
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Calculation of pKa and protonation states. pKa values of ionisable side chains were computed with
three different methods: Propka 3.1°%% (available at http://nbcr-222.ucsd.edu/pdb2pqr_2.0.0/), H++°%% (avail-
able at http://biophysics.cs.vt.edu/index.php), and Rosetta-pKa protocol® (available at https://rosie.graylab.jhu.
edu/pka/). pKa predictors use empirical models to estimate pKa values of the side chains of Asp, Glu, His, Tyr,
Lys, and Arg residues by sampling their protonated and deprotonated states through free energy calculations for
deprotonation in their local environment in protein structures. As these estimated pKa values may have consid-
erable uncertainties, it is advisable to employ more than one method to try to improve the reliability of the results.
In our case, we selected pKa values under the constraint that at least two out of the three methods predicted sim-
ilar values. For the pH range and protein complexes addressed in this work, the pKa values for Asp and Glu were
unambiguously determined in this way, and in the case of His, the three methods agreed to predict rather similar
pKa values. Then, the side chains of Asp and Glu were assumed to be protonated (thus having a 0 charge) if their
pKa values were >pH, and His side chains were protonated if their pKa values are <pH (thus having +1 charge).
In both cases, a (0.1 pH units) interval was allowed to account for the fact that it is very unlikely that “similar”
results in these calculations would mean “identical” results. Input PQR files for calculation of electrostatic poten-
tials addressed in the next subsection were then constructed from structure PDB files with modified labelling
of protonated residues using the Pdb2pqr 2.0 service (available at http://nbcr-222.ucsd.edu/pdb2pqr_2.0.0/)
without automatic pKa assignment. A PQR file is a modified PDB file in which occupancy and B-factor entries
are replaced with atomic charges and radii, respectively®..

Poisson-Boltzmann (PB) electrostatic potentials (EPs) and electric field.  Using the PQR files men-
tioned in the preceding paragraph as input, PBEPs were computed by solving the nonlinear PB equation with the
APBS 1.5% program implemented as plug-in in PyMOL 2.3.2. Sequential focusing multigrid calculations in 3D
grids typically composed of 129> = 2,146,689 points (step size ~0.5 A) at a 0.150 M NaCl concentration were per-
formed with dielectric constants of 4 for proteins and 78.54 for water. The numerical output of PBEPs, V(r), was
saved in OpenDX scalar format for further mapping onto molecular surfaces and calculation of 3D isopotential
surfaces. These DX files were also used to compute the electric field E= —V V(r) with VMD 1.9.3%. PBEP V(r)
values are given in units of kT/e, with k being Boltzmann’s constant, T being the absolute temperature of 310K,
and e being the unit electron charge.

Docking calculations to obtain the initial structures of the CD1d complexes for MD simula-
tions. In the case of CD1d-lipid antigen complexes, protein-ligand docking calculations in blind mode were
performed with AutoDock Vina 1.1.2% and Chimera 1.13%!. In all cases, the best solution (i.e., that having the
lowest protein-ligand affinity DG computed with Vina’s scoring function®) matching similar geometries of lipid
ligands after several rounds of docking calculations was selected for further MD study.

The following protein-protein docking methods were initially used in blind docking mode to prepare start-
ing geometries of the CD1d-protein complexes: ClusPro 2.0% (https://cluspro.bu.edu/), ZDOCK®® (http://zdock.
umassmed.edu/) and pyDock®” (https://life.bsc.es/pid/pydockweb/). For CD1d-GM2AP complexes, only 2 mod-
els among the 30 models set by the 10 top solutions of ClusPro, ZDOCK and pyDock displayed proper orien-
tation between the lipid-binding cavity of GM2AP and the portal region in CD1d. These 2 models were then
used as initial input for refined protein-protein docking from user-defined binding segments with ZDOCK®® in
contacting-residues mode and HADDOCK 2.2% (http://milou.science.uu.nl/servicess HADDOCK?2.2/), which
restricts the posing search by asking the user for a list of potential interacting residues. These refined solutions
were then optimised with the RosettaDock protocol® by selecting the highest-ranked solution among the top 10
best-scored poses.

For CD1d-SapA dimer complexes, the geometry of the human SapA dimer was first modelled with Chimera
1.13% by structural superposition with the geometry of the murine SapA dimer in the recently reported crystal
structure of its complex with the GALC enzyme (PDB id 5NXB)*% The number of blind-docking solutions for
the CD1d-SapA dimer complex with the proper orientation between the opening of the inner cavity of the SapA
dimer and the portal region of CD1d were the following: 5 out of 10 top models in ClusPro, 6 out of 10 top models
in ZDOCK, and 8 out of 10 top models in pyDock. The 4 best positioned solutions of all 19 models were then
refined with RosettaDock as was done with the CD1d-GM2AP complex above. These four geometries supplied
by RosettaDock were then used in 20 ns MD exploratory simulations to finally select the best structure for further
MD study.

In the case of the CD1d-Pru p 3 complexes, the number of blind docking solutions with proper positioning of
the allergen with respect to the portal region of CD1d were the following: 9 out of 10 top models in ClusPro, 10
out of 10 top models in ZDOCK, and 8 out of 10 top models in pyDock. In addition, an initial geometry of Pru p
3 located at a large distance of the portal region of CD1d was also used as a RosettaDock input in order to explore
the orientation of the hydrophobic tunnel of the allergen with respect to the CD1d portal. The 4 highest-ranked
solutions among their top 10 best-scored poses were finally selected as initial geometries for further MD study.

All-atom molecular dynamics (MD) simulations. Except where noted in the main text, all-atom MD
simulations were run over simulation times of 100 ns with the protonation states obtained as explained above and
the CHARMM 3.6 force field for proteins’®. MD calculations were performed with the high-performance com-
puting Power-MPI version of NAMD 1.127! in the Magerit3 supercomputer of Technical University of Madrid.
All protein-ligand, protein-protein and protein-protein-ligand systems were prepared (and ligands parametrised)
for their MD study using the PDB Reader service of CHARMM-GUI"? (http://www.charmm-gui.org/). Periodic
solvation boxes were constructed with 15 A spacing and water molecules according to the TIP3P model”. Sodium
and chloride ions were added to counter the total charges of the protein systems setting a 0.150M salt concentra-
tion. The particle-mesh Ewald summation method was used for long-range electrostatics and a 10 A cutoff was
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set for short-range non-bonded interactions. Initial geometries were first minimised at 5,000 conjugate-gradient
steps, water was then equilibrated at 298 K and 1 atm for 100 ps at 2 fs time steps, and production runs were then
performed for 100 ns at 2 fs time steps (50 million steps per calculation) in the NPT ensemble at 1 atm and 298 K.
Langevin dynamics for T control and the Nosé-Hoover Langevin piston method for P control were employed.
NAMD output was stored every 20,000 steps, giving trajectories composed of 2,500 frames that were processed
and analysed with VMD 1.9.3* and Carma 1.7%.
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