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Abstract

Chemical synaptic transmission represents the most sophisticated dynamic
process and is highly regulated with optimized neurotransmitter balance.
Imbalanced transmitters can lead to transmission impairments, for example,
intracellular zinc accumulation is a hallmark of degenerating neurons. How-
ever, the underlying mechanisms remain elusive. Postsynaptic density protein-
95 (PSD-95) is a primary postsynaptic membrane-associated protein and the
major scaffolding component in the excitatory postsynaptic densities, which
performs substantial functions in synaptic development and maturation. Its
membrane association induced by palmitoylation contributes largely to its reg-
ulatory functions at postsynaptic sites. Unlike other structural domains in
PSD-95, the N-terminal region (PSD-95NT) is flexible and interacts with vari-
ous targets, which modulates its palmitoylation of two cysteines (C3/C5) and
glutamate receptor distributions in postsynaptic densities. PSD-95NT contains
a putative zinc-binding motif (C2H2) with undiscovered functions. This study
is the first effort to investigate the interaction between Zn** and PSD-95NT.
The NMR titration of ’N-labeled PSD-95NT by ZnCl, was performed and
demonstrated Zn>" binds to PSD-95NT with a binding affinity (Ky) in the
micromolar range. The zinc binding was confirmed by fluorescence and muta-
genesis assays, indicating two cysteines and two histidines (H24, H28) are criti-
cal residues for the binding. These results suggested the concentration-
dependent zinc binding is likely to influence PSD-95 palmitoylation since the
binding site overlaps the palmitoylation sites, which was verified by the mimic
PSD-95 palmitoyl modification and intact cell palmitoylation assays. This study
reveals zinc as a novel modulator for PSD-95 postsynaptic membrane associa-
tion by chelating its N-terminal region, indicative of its importance in postsyn-
aptic signaling.
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1 | INTRODUCTION

Chemical synaptic transmission represents the most sophis-
ticated process which involves many key synaptic
components—neurotransmitters (e.g., glutamate, zinc),
synaptic receptors (AMPA- & NMDA-type receptors), scaf-
folding proteins, and their interactions plus association with
postsynaptic membranes at synapses. This dynamic process
is highly regulated and with optimized neurotransmitter
balance. Imbalanced transmitters can lead to transmission
impairments, even to neurological disorders. However, the
underlying molecular mechanism is far from understood.
Postsynaptic density protein-95 (PSD-95) belongs to the
membrane-associated guanylate kinase (MAGUK) family
and has been known as the major scaffolding component of
the postsynaptic architecture of glutamatergic synapses.
PSD-95 plays a central role in postsynaptic plasticity and sta-
bilization of postsynaptic changes during long-term potenti-
ation related to learning and memory." Structurally, PSD-95
consists of three PDZ domains followed by an SH3-GK
domain tandem at the C-terminal end (Figure 1). These
structural domains allow PSD-95 to interact with target pro-
teins, that is, NMDA- and AMPA-type glutamate receptors
and mediate their postsynaptic targeting and localization.>™
Nevertheless, the N-terminal region (the first 71 residues
preceding PDZ1) of PSD-95 (PSD-95NT) has also been dem-
onstrated as important for its regulatory functions at postsyn-
aptic sites through post-translational modification and/or
interaction with various target proteins including
calmodulin,’ a-actinin-1,® and CDKLS5.” For example, phos-
phorylation of T19 destabilizes PSD-95 within the PSD,
which is a critical step for AMPAR mobilization and long-
term depression (LTD).® Importantly, PSD-95NT contains
two cysteines (C3 and C5) that are sites for palmitoylation by
the PSD-95 palmitoyl acyl transferase (PAT) essential for
membrane anchoring.’ The palmitoyl modification can be
removed by depalmitoylation enzymes—acyl-protein
thioesterase-1 (APT1). The dynamic process of palmitoylation
and depalmitoylation of PSD-95 is dependent on the accumu-
lation of PAT and APT1, but also modulated by Ca*" concen-
tration.>'®  Palmitoylation, the attachment of 16-C
hydrophobic chain to cysteine residues through thioester
bonds, serves as a critical force to target proteins to lipids rafts
of plasma membranes for protein-membrane association.™
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PSD-95 mediates postsynaptic localization of AMPA- and
NMDA-type receptors through its postsynaptic membrane
association due to its N-terminal palmitoylation/
depalmitoylation switch, which can be mediated by calmodu-
lin upon the influx of calcium ion through ion channels.’
Intriguingly, the N-terminus of PSD-95 containing two
palmitoylation sites has an unnoticed putative zinc finger
motif (CXCX;sHX;H, Figure 1),"? its function has not been
discovered.

The synaptic plasticity is regulated by a variety of
modulators including zinc. The local zinc concentrations
at synapses may reach up to 1 mM or more."® The ionic
zinc (Zn>") highly enriched within the postsynaptic den-
sity upon release through Ca®'-permeable channels is
able to influence synaptic plasticity, memory formation,
and nociception by regulating transmitter receptors and
signal transduction pathways.'*'® Moreover, intracellu-
lar zinc accumulation is a hallmark of degenerating neu-
rons in several neurological disorders."®?° However, it
remains great concerns how zinc accumulates in the syn-
aptic vesicles of glutamatergic neurons and how it modu-
lates neuronal excitability and synaptic plasticity. Zinc is
believed to directly inhibit NMDA-sensitive glutamate-
gated channels by two separate mechanisms.*’ Recent
studies found that synaptic inhibition of NMDA receptors
by zinc depends on the direct interaction between
GluN2A and ZnTl- a zinc transporter.””> Importantly,
zinc was revealed previously to bind synapse-associated
protein 102 (SAP-102)—a homolog of PSD-95, even
though its precise function is not yet fully understood.*
In this work, we focused on the putative zinc finger
domain in PSD-95 N-terminal region and investigated,
for the first time, the direct binding of Zn** with PSD-95
N-terminus and found zinc negatively modulates PSD-95
palmitoyl modification.

2 | RESULTS

2.1 | PSD-95 N-terminal domain is
unstructured and highly flexible

Other than the well-defined structural domains
(i.e., PDZ, SH3, GK) in PSD-95, the N-terminal region
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Schematic diagram of PSD-95 and its N-terminal amino acid sequence (1-71). The putative Cys2His2-type zinc finger motif
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has also been discovered to be functionally important
and interacts with a number of target proteins.””’ To
characterize the structure and dynamics of the N-
terminal domain, an NMR study was carried out
recently and its backbone assignments were completed
and deposited in the BMRB database (ID 50752).**
Using the assigned chemical shifts, the 3D structural
conformation of PSD-95NT was generated by BMRB
CS-Rosetta server, which displays the 71-residue
peptide adopts no defined structure and is a random
coil (Figure 2a). To further wverify its structural
flexibility, the '’N—'H-heteronuclear steady-state NOE
(heteroNOE) values were measured using '°N-labeled
PSD-95NT. The residues at the N- and C-terminus
exhibit largely negative heteroNOE values (Figure 2b),
indicative of highly flexible peptide tails. All the rest
of residues in the peptide demonstrate heteroNOE
values at or close zero which is typical for random
coil conformation. Several residues, especially in the
region from residues 10 to 20, were observed with
heteroNOE values up to 0.3; however, these values
(less than 0.8) were far from indicating any rigid and
ordered structures.

terminus

2.2 | Zn*' directly binds to PSD-95NT

To check if Zn** interacts with PSD-95, specifically the
putative C2H2-type zinc motif in the N-terminal region,
zinc-binding experiments were carried out by intrinsic
fluorescence and NMR titration. Purified PSD-95NT pro-
teins were titrated by ZnCl, and an intrinsic fluorescence
spectrum was recorded for each titration (Figure 3). The
intensity of fluorescence decreases on increasing Zn*"
concentration. The binding curve was obtained by plot-
ting the relative intensity change as a function of Zn*"
concentration (Figure 3 inset) for determining the bind-
ing affinity—the apparent dissociation constant (Ky) in
the micromolar range (107%). For NMR titration, uni-
formly '°N-labeled PSD-95NT was recorded with a 2D
HSQC spectrum and then ZnCl, was gradually added
into the protein solution, monitored after incubation at
each stage of the titration by acquiring a 2D HSQC spec-
trum. Zinc ions induced significant changes of both
intensity and chemical shift of HSQC peaks (Figure 4a).
As many HSQC peaks disappeared in the presence of zinc
ions, it is impossible to characterize Zn**-induced
changes using chemical shift perturbation. Instead, the

C-terminus
(b) 1 MDCLCIVTTKKYRYQDEDTPPLEHSPAHLPNQANSPPVIVNTDTLEAPGYELQVNGTEGEMEYEEITLERG
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percentage changes in intensity of the peaks were calcu-
lated and plotted in Figure 4b. Although the intensity
changes were observed for the overwhelming majority of
residues (~85%), the significant changes in intensity of
HSQC peaks were mainly from the first 30 residues
including the putative zinc finger motif, suggesting these
amino acids are likely involved in zinc binding. The
apparent dissociation constant derived from NMR titra-
tion based on the relative intensity change was close to
that of the fluorescence titration (Table 1), indicative of
moderate affinity binding of Zn>* to PSD-95NT.

2.3 | Structural model of Zn>"-bound
PSD-95 N-terminal domain

To determined 3D structure of zinc-bound PSD-95NT,
the first attempt following the conventional NOE-based
method failed due to significantly attenuated NMR sig-
nals, for example, many peaks disappeared in the HSQC
spectrum of '°N-labled PSD-95NT in the presence of
zinc ions, likely resulting from moderate- to low-affinity
binding of Zn*" to PSD-95NT and intermediate confor-
mational exchange of PSD-95NT in free and bound
state. It is, therefore, not possible to find NOEs for
structure calculation. On the basis of the putative
C2H2-type zinc finger motif and experimentally
proved zinc binding to this motif-containing region, a

Wavelength (nm)

structural model of Zn*"-bound PSD-95NT was gener-
ated using XPLOR-NIH by setting distance constraints
between zinc and two conserved cysteines (Cys® and
Cys’) and two conserved histidine residues (His** and
His®®) (Figure 5). The structural model displays zinc sta-
bilizes the N-terminal domain by chelating four key res-
idues in the C2H2-type motif, but the entire peptide
chain adopts no rigid secondary structure, unlike other
classic zinc fingers.'?

2.4 | PSD-95 N-terminus binding with
Zn®>" diminished by mutation

To further test the zinc-bound PSD-95NT structural
model, the following protein mutants (H24A, H28A,
H24A&H28A, and C3S&C5S) were constructed and char-
acterized for zinc binding. These mutants retain the same
NMR spectrum as the wildtype protein (e.g., Figure 4a).
The zinc-binding activity of PSD-95NT mutants was
checked by fluorescence and NMR titration. The H24A
single mutant binds to zinc(IT) with ~60-fold lower affin-
ity compared to the wildtype, whereas the two double
mutants (C3S&C5S, H24A&H28A) both show ~150-fold
lower zinc-binding affinities (Table 1). These results con-
firm that the conserved cysteines-Cys® and Cys’, and his-
tidine residues—His** and His*®, all participate in
zinc(IT) binding.
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FIGURE 4 NMR analysis of Zn** binding to PSD-95NT. (a) Overlay of 2D *H-'>N HSQC spectra obtained for ’N-labeled PSD-95NT

(wildtype and H24A&H28A mutant) in the absence (red) and presence (black) of Zn?**. All spectra were recorded on a Bruker Ultrashield
Plus 600 MHz spectrometer at room temperature. (b) Zn>*-induced percentage changes in intensity of HSQC peaks. (c) NMR titration of
PSD-95NT and mutants (C3S&C5S and H24A&H28A) by ZnCl,. The binding curve obtained by plotting the relative intensity change as a

function of Zn>" concentration, was fitted according to the equation (see Materials and Methods)

TABLE 1 The binding affinity (Ky) of Zn>* for PSD-95 determined by fluorescence (#) and NMR titration (*)
PSD-95/mutants Wildtype H24A C3S&C5S H24A&H28A
Ky (pM) 4.7 + 0.7# 10.5 + 0.7* 294.4 + 4.7# 1,100 + 0.3* 460.7 + 22.7# 1,500 + 0.3*

2.5 | Zinc binding of PSD-95NT hinders
fluorescein conjugation of PSD-95 N-
terminal domain

The structural model of zinc-bound PSD-95 N-terminus
reveals that the two palmitoylation sites in PSD-95
(C3 and C5) are chelated by zinc(II) ion and therefore not
accessible. To test whether zinc blocks the accessibility of
two cysteines, the covalent attachment of a fluorescent dye
(fluorescein-5-maleimide) at both Cys* and Cys® in PSD-
95NT was monitored in the presence and absence of zinc

ion at the concentration of 500 pM. This modification
should mimic the attachment of palmitate at these sites.’
Fluorescein-5-maleimide is a thiol-reactive molecular
probe that can specifically conjugate to both C3 and C5 in
PSD-95NT. The dye was added to PSD-95NT with and
without Zn>*. After removing unreacted dye, fluorescence
emission spectra were recorded for each sample (Figure 6).
Fluorescence was ~25% less following incubation in the
presence of 0.5 mM Zn>" compared with no Zn*". These
results indicate that zinc decreases the conjugation effi-
ciency of fluorescein dye to PSD-95, likely due to blocking
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FIGURE 5 Structural model of zinc-chelating PSD-95 N-
terminal domain. The sidechains of two cysteines (Cys?, Cys®) and
two histidines (His**, His*®) are highlighted in green

Fluorescein Conjugation of PSD-95NT Impeded by Zn2*
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FIGURE 6 Fluorescein-conjugated modification of PSD-95 is

impeded by Zn*" binding. Fluorescence spectrum (upper panel)
and relative fluorescence intensity at emission maximum (lower
panel) of fluorescein-conjugated PSD-95 and mutants- H24A and
H28A in the absence and presence of Zn>". All samples contain the
same concentration of PSD-95 (1-71) (75 pM). A baseline
correction is performed for all fluorescence data

the accessibility of two cysteines. PSD-95 will spend some
fraction of time free of zinc ion even in the presence of
stoichiometric amounts of zinc, which would allow fluo-
rescein conjugation of PSD-95 to build up over time and
could explain partial rather than full block of fluorescein
attachment. Compared to the wildtype, however, H24A

o WILEY-L 2

and H28A mutants with much lower binding affinity to
Zn*" demonstrated almost no fluorescence change even in
the presence of Zn>* (0.5 mM) (Figure 6). The result sug-
gests that zinc loses its capacity of blocking the fluorescein
accessibility of the two cysteines.

2.6 | Zn’' treatment impairs PSD-95
palmitoylation in HEK293 cells

To test in intact cells whether Zn*" treatment negatively
modulates PSD-95 palmitoylation, HEK293 cells were
transfected with PSD-95 and incubated for 48 hr. After
the treatment with Zn?", the cells along with the control
groups were subjected to palmitoylation assay (see Exper-
imental Procedures). Under basal condition, PSD-95 pres-
ented clearly a considerable level of palmitoylation in
HEK293 cells (Figure 7). Zn*" treatment significantly
reduced palmitoylation of PSD-95 with about 50%
decrease compared to the control, although it did not
change the overall protein level. However, Zn>" treat-
ment had much less effect on the palmitoylation of PSD-
95 mutation of histidine residue participating in the Zn*"
coordination (Figure 7). These results suggest that bind-
ing of Zn** to the N-terminus of PSD-95 shifts PSD-95
toward its depalmitoylation state but the mutations
which weakened the binding, eliminate the inhibitory
effect of Zn*" on the palmitoylation.

3 | DISCUSSION
3.1 | PSD-95 N-terminal region is a
crucial functional domain

As a major scaffold protein of PSD-MAGUK family, PSD-95
is enriched at glutamatergic synapses and acts as a central
organizer of postsynaptic signaling complexes comprising
glutamate receptors, ion channels, cytoskeletal elements,
and so on, at postsynaptic sites.”> %’ Its regulatory functions
have been well understood,?® which are exerted through its
multiple structural domains plus unstructured regions/
loops/hooks as a structural integrity functioning coopera-
tively. Of its multiple functions at postsynaptic sites, PSD-95
membrane association via its N-terminal palmitoylation
and its regulation play critical roles in trafficking and
anchoring glutamate receptors to postsynaptic membrane
surfaces,” indicative of the importance of the N-terminal
region preceding the first structured domain-PDZ1. Struc-
turally, this region is intrinsically disordered based on NMR
structural studies (Figure 2).** The structural flexibility of
this N-terminal segment facilitates its post-translational
modification—palmitoylation and phosphorylation,®?*°
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@\ é} FIGURE 7 Zn*" treatment reduces
g,o&' Qoé' PSD-95 palmitoylation in HEK-293 cells
but has less effect on histidine mutation.
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and/or interaction with multiple binding partners.’”’
These diverse interactions largely contribute to PSD-95
N-terminus-originated regulation functions at postsyn-
aptic sites.>® It is not unusual for a protein with an
intrinsically disordered N- or C-terminal segment that is
able to interact with many different binding partners to
exert multiple regulation functions, for example, p53.>*
Interestingly, PSD-MAGUK protein family (PSD-95,
PSD-93, SAP-97, SAP-102) shares structures and func-
tions, but also contains different N-termini and unique
features, for example, palmitoylation is a feature partic-
ular to PSD-95 and PSD-93, but not to SAP-102 and Sap-
97.2% These results suggested the N-terminal region is an
important functional domain. In this study, we focus on
the structural and functional analysis of Zn** binding to
the N-terminus of PSD-95 because this region and espe-
cially its palmitoylation are critical for targeting PSD-95
to postsynaptic membranes.

3.2 | Zinc finger motif at the PSD-95 N-
terminus

PSD-95 N-terminal region contains posttranslational
modification sites—two cysteines (C3 and C5) for

palmitoylation and several residues of threonine/serine
(T8, T19, S25, S35, T47, etc.) for phosphorylation which
identified through MS-MS studies.* It also has a calmod-
ulin binding motif between residues 2 and 16.” Following
previous studies that N-terminal cysteines in SAP-102
bind tightly to zinc,®> we took a closer look at the N-
terminal amino acid sequence and found a putative
C2H2-like zinc finger motif- CXC(X),sHXXXH formed
by two cysteines (C3, C5) and two histidines (H24, H28).
However, this is not a typical C2H2 motif because only
one residue exists between two cysteines.'* Unlike other
classic zinc finger motifs, the zinc-binding affinity to
PSD-95NT is in the order of micromolar range (Table 1),
weaker than classical zinc finger motifs in the lower
nanomolar range. Because of the weak zinc binding, it is
difficult to directly determine the 3D structure of zinc-
bound PSD-95NT by following conventional NOE-based
approaches. A structure model of zinc-bound PSD-95NT
was generated indicating zinc ion coordinates cysteines
and histidines in a tetrahedral array (Figure 5). This
model structure is different from a classic C2H2 zinc fin-
ger domain which usually comprises a p-hairpin and an
a-helix in a left-handed Ppo folding pattern.'> The
'>N—'H heteroNOE data (Figure 2b) suggested that the
regions (amino acids from 1 to 8, 23 to 35) comprising
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two cysteines and two histidines are very flexible, which
facilitates zinc binding in a dynamic manner, and likely
fits the dynamic regulatory function of zinc against PSD-
95 at postsynaptic sites. Our study provides the first evi-
dence to demonstrate directly binding of zinc with PSD-
95 at zinc-binding sites which overlaps the palmitoylation
sites. This C2H2-like zinc-binding domain has not been
noticed previously.

3.3 | Zn’" negatively modulates
palmitoylation of PSD-95

In this study, we provide, for the first time, the evidences
indicating that Zn*" binds the amino-terminal region of
PSD-95 (Figures 1 and 5), and we propose a model to
explain how ionic zinc chelates the zinc finger domain
including two cysteines at positions 3 and 5 near the N-
terminus and prevents PSD-95 palmitoylation (Figure 8).
Under basal conditions, PSD-95 is attached to the postsyn-
aptic membrane through palmitoylation of two cysteines
(C3/C5), where it stabilizes AMPA-type glutamate recep-
tors through the direct interaction with their auxiliary
TARP subunit,** and NMDA-type receptors by directly
binding to the PDZ domain in the C-termini tail of GluN2
subunits,>*> or inducing the degradation of STEPg; at
postsynaptic sites.’® However, Zn*" influx through
voltage-sensitive Ca®" channels,>” NMDA channels,*® or
Ca®'-permeable AMPA/kainate channels,*® decreases
palmitoylation of PSD-95 as Zn>" chelates two cysteines to
block the palmitoyl modification and shifts the dynamic
equilibrium of the constitutive palmitoylation/
depalmitoylation cycle toward the latter (Figure 8). In this
manner, Zn>" promotes PSD-95 dissociation from the
postsynaptic membrane, which induces destabilization of
NMDA- and AMPA-type receptors. This is a new and
alternative mechanism of zinc induced inhibition of
NMDA- and AMPA-type receptors. On the other hand,

Zn?* Transporter AMPAR
% TARP

NT'

I

CT

FIGURE 8

PSD-95 can also chelate zinc ion when intracellular Zn**
levels become excessively high and function as an intracel-
lular modulator of cytosolic zinc.

In this study, we identified a C2H2-like zinc-binding
domain in PSD-95NT and revealed zinc as a modulator for
PSD-95 palmitoylation which represents a novel,
unrecognized mechanism. However, zinc-bound PSD-95NT
may have other functions with the involvement in mediating
protein-protein interaction as a regulator in cell signaling,
which remain elusive since zinc fingers usually perform a
broad range of functions in various cellular processes."

4 | MATERIALS AND METHODS

41 | Recombinant DNA plasmids

The genes encoding PSD-95 N-terminal domain (PSD-
95NT, residues 1-71) were subcloned into pGEX-4T3 and
pET24b vector for the construction of two recombinant
PSD-95NT DNA plasmids, respectively.” The recombinant
DNA plasmids were used as templates to construct PSD-
95NT mutation plasmids including Y12W, H24A, H28A,
C3S&C5S, and H24A&H?28A, by using Site-Directed Muta-
genesis Kits (QuikChange II, Agilent). For PSD-95
palmitoylation assay in HEK-293 cells, pGW1-PSD-95 plas-
mids and histidine mutation were used, and all mutations
were generated by using Site-Directed Mutagenesis Kits
(QuikChange II XL, Agilent). All DNA plasmids were
checked and verified by DNA sequencing (Functional Bio-
sciences). GST-tagged full-length PSD-95 recombinant
DNA plasmid was also used as described previously.®

4.2 | Protein expression and purification

PSD-95 and PSD-95NT plasmids were transformed into
BL21(DE3)

One  Shot™ Chemically Competent

-
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Model of Zn**-induced postsynaptic release of PSD-95. Left: Under basal conditions, PSD-95 (yellow) is attached to the

postsynaptic site through palmitoylation of Cys® and Cys®. It keeps AMPA-type glutamate receptors (green) via binding to the C-termini of

their auxiliary TARP subunits (cyan) at postsynaptic sites. Right: Zn?" influx through AMPA receptors or Zn>" transporter results in

chelating PSD-95NT to prevent re-palmitoylation. Consequently, a fraction of PSD-95 leaves the postsynaptic site
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Escherichia coli (Invitrogen™, C600003) for protein over-
expression in Lysogeny broth (LB) medium (unlabeled
proteins) or M9 minimal media supplemented with
'>NH,C1 or "NH,Cl/**C-glucose for single- or double-
labeled proteins. An overnight culture (10 ml) of E. coli
cells with recombinant DNA plasmids of PSD-95 (full-
length or N-terminal domain) was diluted into 1 L fresh
media (LB or M9) with antibiotic (ampicillin for GST-
tagged plasmids, kanamycin for His-tagged plasmids).
The culture was grown at 37°C to an optical density
(Absggg) of 0.6, and then 0.5 ml isopropyl (-D-
1-thiogalactopyranoside (IPTG, 1 M) was added to induce
the overexpression of target protein for 4 hr. The bacteria
were finally harvested to cell pellets by centrifugation
(Beckman Coulter Avanti J-E Centrifuge). Recombinant
fusion protein (GST- or His-tagged PSD-95 or PSD-95NT)
was purified from the cell pellets following standard
affinity purification protocol on GST column*® or Ni-
NTA column.*' The GST tag of PSD-95 fusion protein
was removed by thrombin digestion (Biotinylated, Mil-
lipore), and PSD-95 (full-length or N-terminal domain)
was loaded onto a size-exclusion column (HiLoad 26/600
Superdex 75 pg) on a GE Healthcare AKTA pure 25 L1
system for further purification. Similarly, His-tagged
PSD-95NT from Ni-NTA column was purified by gel-
filtration chromatography.

4.3 | NMR experiments

The purified isotopic labeled PSD-95NT protein was
exchanged into NMR buffer (pH 7.2) containing 20 mM
Tris-d;; with 100 mM NaCl, 5 mM tri(2-carboxyethyl)
phosphine (TCEP), and 92% H,0/8% D,O using a Mil-
lipore Amicon Ultra Centrifuge Filter Ultracel-3 K
(Millipore #UFC900324, 3 kDa cut-off). The protein sam-
ple was concentrated to about 0.5 mM in 0.5 ml and
transferred into an NMR tube after removal of any pre-
cipitates by centrifugation. All NMR experiments were
performed at room temperature using a Bruker
Ultrashield Plus 600 MHz spectrometer. The *N—'H
two-dimensional HSQC spectra were recorded using
256 (F1) x 1024 (F2) complex points. The steady-state
>’N—("H) heteronuclear NOE experiments were per-
formed using standard pulse sequence as previously
described.*? To allow heteronuclear NOE evolution,
1>’N—("H) steady-state NOE values were determined with
two different data sets, one acquired with no initial pro-
ton saturation and the other with initial proton satura-
tion. The proton saturation period was set to 3 s. The
heteronuclear NOE experiments were repeated three
times to calculate the average and standard deviation of
the NOE values. The NMR data were processed using

NMRPipe (https://www.ibbr.umd.edu/nmrpipe/) and
analyzed wusing Sparky (https://nmrfam.wisc.edu/
nmrfam-sparky-distribution/).

4.4 | Zn?’"-bound PSD-95NT structure
modeling

The structure of Zn*"-bound PSD-95NT was generated
by XPLOR-NIH, using distance restrains based on
Cys2-His2 zinc finger motif in PSD-95 amino acid
sequence (Cys’/Cys’, His**/His*®). The distance con-
straints included four fixed distances from zinc ion to
PSD-95NT where the zinc-sulfur (SY) and zinc-nitrogen
(N?) bond length were set to 2.3 and 2.0 A, respec-
tively.*>** Other distance constraints involved in struc-
ture modeling were the distance between two sulfur
atoms (S'-S?) of two Cys residues which was set to 3.7 A,
and two nitrogen atoms (N*>-N*%) of two His residues
which was set to 3.3 A, and four distances between sulfur
(S") of Cys and nitrogen (N°?) of His, that is, Cys®> and
His**/His*®, Cys® and His**/His*®, which was set to 3.5 A.
Structure calculation were performed following similar
protocol as described previously.*> The lowest energy
structure was selected as the structure model.

4.5 | Fluorescence titration

Titrations of PSD-95NT and mutants by ZnCl, (0.1 M,
Sigma-Aldrich) were performed on a PerkinElmer Pre-
cisely LS55 Luminescence Spectrometer at room temper-
ature. Purified PSD-95NT proteins (wildtype and
mutants) were first treated with DTT to reduce all Cys
residues and then exchanged to Tris buffer (20 mM Tris,
100 mM NacCl, pH 7.4). The titration was performed by
gradually adding ZnCl, into to the protein solution
(21 pM) with a 2.5-fold molar excess of Zn>*. The protein
samples were experimentally measured by fluorescence
spectroscopy in the absence and presence of Zn®". For
fluorescence measurement, the excitation wavelength
was set to 268 nm, and the emission spectra were
recorded from 270 to 500 nm (excitation slit = 10 nm,
emission slit = 10 nm, scan speed = 500 nm/min, and
number of accumulation scans = 5). The binding affinity
(Kq) was determined by data analysis of fluorescence
intensity change versus the concentration change of Zn*"
using SciDAVis program according to the following
equation*®:

X =

(Ka+ L]+ [P]) 4/ (Ka + (L] + [P])* — 4[P][L
2[P]


https://www.ibbr.umd.edu/nmrpipe/
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where x is the relative intensity changes, [T] and [P] are
the concentrations of titrant (T) and protein (P).

4.6 | Fluorescein conjugation assay
Fluorescein conjugation assay was performed on an
Edinburgh Instruments FLS980 fluorimeter system
equipped with a Xenon lamp as an excitation source and
a TE-cooled photo-multiplier tube (Hamamatsu, Model
R928P) for emission detection. Fluorescent dye (fluores-
cein-5-maleimide) was ordered from Life Technologies
(http://invitrogen.com). For fluorescein conjugation
assay, PSD-95NT proteins (wildtype or mutants) (cyste-
ines were reduced by treatment with TCEP) were
exchanged to Tris buffer (20 mM Tris, 100 mM NaCl,
pH 7.4), and the concentration was determined by UV
absorption at 276 nm. The fluorescein dyes dissolved in
DMSO were added to the solutions (75 pM) of PSD-95NT
(wildtype or mutants) in the absence and presence of
Zn*" (500 pM). All reaction mixtures were incubated at
room temperature for 1 hr, and then immediately passed
over pre-equilibrated Zeba spin desalting columns
(7K MWCO, Thermo SCIENTIFIC) to remove the excess/
unconjugated fluorescein dyes. SDS-PAGE protein gel
check confirmed that all proteins were retained in the fil-
ter solutions. Fluorescence emission spectra of all filtered
protein solutions were recorded at room temperature
between 500 and 750 nm with excitation at 496 nm. The
excitation and emission slit widths were both 5 nm. Data
were collected at 1.0 nm increments with 1.0 s integra-
tion time, and spectra were corrected by digital subtrac-
tion of buffer blanks.

4.7 | PSD-95 palmitoylation assay

HEK293 cells were cultured in 60 mm culture dishes at
the density of 6 x 10* cells/cm? with Dulbecco's Modified
Eagles Media (DMEM) supplemented with 10% fetal
bovine serum. HEK293 cells were transfected with PSD-
95 plasmid DNA (pGW1-PSD-95, 1.5 pg) using
LipiD293™ DNA in vitro transfection reagent (Ver. II,
SignaGen, Jjamsville, MD). After incubated with the plas-
mid DNA and transfection agents, cells were incubated
with fresh DMEM supplemented with 10% fetal bovine
serum and maintained for 48 hr before experiment.
Palmitoylation assay was performed as described*’” with
modifications. After treatment, cells were rinsed in PBS
and lysed in 0.1 ml of lysis buffer (LB, 150 mM NaCl,
50 mM Tris-HCI, pH 7.5, 5 mM EDTA, protease inhibi-
tor cocktail [Santa Cruz], 0.2 mM PMSF) containing 2%
SDS and 25 mM N-ethyl-maleimide (NEM, Sigma).

B o WILEY- L2

After breaking open cells with burst sonication and
extracting at 37°C for 15 min, lysates were diluted
10-fold with LB containing 2% Triton X-100 and 25 mM
NEM followed by incubation at 4°C for 1 hr. The lysates
were centrifuged at 16,000xg for 10 min at 4°C and pro-
tein concentrations were measured using BCA assay
(Thermo Scientific). Supernatants (150 pg) were
chloroform-methanol (CM) precipitated and protein
pellets were solubilized in 0.2 ml of LB containing 4%
SDS (4SB) and 25 mM NEM and incubated at 37°C for
10 min. And then the samples were diluted five-fold
with LB containing 0.2% Triton X-100 and 1 mM NEM
and incubated at 4°C overnight with end-to-end rota-
tion. Excess NEM was removed by three sequential CM
precipitations and protein pellets were dissolved in
0.2 ml of 4SB. Hydroxylamine (NH,OH) is a reducing
agent and used to cleave thioester bonds, which expos-
ing sulfur for biotin binding. Each sample was diluted
five-fold by adding HA buffer (0.7 M hydroxylamine,
pH 7.4, 0.2% Triton-100, protease inhibitor cocktail,
0.2 mM PMSF) with 1 mM EZ-link HPDP-biotin and
incubated at room temperature for 1 hr. In the negative
control group, Tris was used to replace NH,OH and
palmitoylate groups were not removed and could not be
detected by biotinylation. After 1-hr incubation, sam-
ples were subjected to CM precipitation. Resulting pro-
tein pellets were dissolved in 0.2 ml of 4SB, diluted five-
fold with addition of low-HPDP-biotin buffer
(LB containing 0.2% Triton X-100 and 0.2 mM HPDP-
biotin), and incubated at room temperature for 1 hr
with end-to-end rotation. Unreacted HPDP-biotin was
removed by CM precipitation and protein pellets were
dissolved in 0.1 ml of 2SB (150 mM NacCl, 5 mM EDTA,
2% SDS). And then samples were diluted two-fold in LB
containing 0.2% Triton X-100 and 10% (v/v) of each
sample was taken as input. The remaining samples were
further diluted five-fold in LB containing 0.2% Triton X-
100 and incubated with Streptavidin Plus UltraLink™
Resin (Thermo Scientific) at room temperature for
90 minutes. After washing the beads, the bound pro-
teins were eluted in SDS-PAGE sample buffer. Both
inputs and eluates were analyzed by SDS-PAGE and
immunoblotting.
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