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SUMMARY

Most neurological disorders display impaired synaptic connectivity. Hence, mod-
ulation of synapse formation may have therapeutic relevance. However, the high
density and small size of synapses complicate their quantification. To improve
synapse-oriented screens, we analyzed the labeling performance of synapse-tar-
geting antibodies on neuronal cell cultures using segmentation-independent im-
age analysis based on sliding window correlation. When assessing pairwise coloc-
alization, a common readout for mature synapses, overlap was incomplete and
confounded by spurious signals. To circumvent this, we implemented a proximity
ligation-based approach that only leads to a signal when two markers are suffi-
ciently close. We applied this approach to different marker combinations and
demonstrate its utility for detecting synapse density changes in healthy and
compromised cultures. Thus, segmentation-independent analysis and exploita-
tion of resident protein proximity increases the sensitivity of synapse quantifica-
tions in neuronal cultures and represents a valuable extension to the analytical
toolset for in vitro synapse screens.

INTRODUCTION

Synapses are the prime mediators of neuronal communication, and their plasticity defines learning and
memory. They are vulnerable cell structures in many neuropathological conditions. In Alzheimer disease,
for instance, soluble oligomers of amyloid beta (AB) and hyperphosphorylated tau localize to synaptic ter-
minals, causing their number to decline even in the early stages of the disease (Fein et al., 2008; Pickett
etal., 2016; Scheff et al., 2006). Synapse loss is recapitulated in mouse models that overexpress human am-
yloid precursor protein (Koffie et al., 2009; Mucke et al., 2000) and in wild-type mice that have received an
intracerebroventricular injection of AB oligomers (Jin and Selkoe, 2015). As synapse loss is considered to
adversely affect cognition, reversal or prevention thereof may represent a therapeutic strategy for neuro-
degenerative diseases (Jackson et al., 2019).

Discovery of novel compounds that modulate synapse density most often starts with in vitro screens. In its
simplest form, screening is done on primary neuronal cultures, stained for a specific synapse marker (Evans
et al., 2008; Harrill et al., 2011; Nguyen et al., 2012). Among the applications, this approach has been used
to document the synaptotoxic effect of ABq.42, and its prevention by an oligomerization inhibitor (Evans
et al., 2008). However, using a single marker to identify synapses is complicated by the presence of non-
synaptic (e.g., vesicular) or degenerate synaptic structures. To focus more specifically on mature synapses,
the colocalization between a pre- and postsynaptic marker has been introduced as readout (Flavell et al.,
2006; Nieland et al., 2014; Paradis et al., 2007; Schatzle et al., 2012; Sharma et al., 2013; Verschuuren et al.,
2019). Several gene silencing screens have made use of this approach to identify regulators of excitatory
and inhibitory synapses (Nieland et al., 2014; Sharma et al., 2013). Yet, this approach is also not free
from caveats, because the use of antibodies limits the sensitivity of the assay to their labeling performance.
Although elegant genetic strategies for synapse labeling have been conceived (Lee et al., 2016), from a
screening perspective, immunostaining is preferred for its ease of use, universal applicability, and lack
of overexpression artifacts. However, validation of antibody specificity relies on knocking down target
genes (Paradis et al., 2007; Sharma et al., 2013), which can be an expensive and unreliable approach
suffering from complications such as off-target effects, incomplete knockdown, or alterations of cellular
phenotype (e.g., cytotoxic). Hence, a more systematic validation of antibody performance that does not
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require experimental interventions would be welcome. To satisfy this need, we introduced a segmentation-
independent microscopic image analysis, which we applied to a set of commercially available antibodies
raised against pre- and postsynaptic proteins on primary cortical and hippocampal cultures. We also quan-
tified the degree of colocalization between pre- and postsynaptic markers and found significant differences
in synapse count between different marker combinations. Finally, to improve the sensitivity and reproduc-
ibility of synapse density quantification, we implemented a transsynaptic proximity-ligation assay (PLA).
Considering the unique property of PLA to only detect protein interactions at distances below 40 nm (Fre-
driksson et al., 2002), we identified antibodies that label bona fide partners at the pre- and postsynaptic
sides obviating the need for overexpression of myc-tagged variants as was recently reported (Dore
et al., 2020). We show that transsynaptic PLA has the specificity and sensitivity necessary to provide reliable
synapse counts for in vitro experiments aimed at synaptic modulation.

RESULTS
Not all Synapse Markers can Be Used for Synapse Quantification

Synapses harbor a unique proteome for which a wealth of dedicated antibodies has been developed.
Yet, despite their ample use, the specificity and applicability of many of these antibodies remains
questionable. Therefore, we screened a panel of synapse-targeting antibodies for their labeling per-
formance on hippocampal and cortical cultures at 14 days in vitro (DIV), a time point at which synaptic
connections are well-established (Grabrucker et al., 2009; Ichikawa et al., 1993; Lesuisse and Martin,
2002; Verschuuren et al., 2019). Targets included proteins of presynaptic (vesicular, active zone) and
postsynaptic (receptor, scaffold) compartments, as well as transsynaptic adhesion proteins (Table
S1, Figures 1A and 1B). As expected, immunoblotting on bulk protein extracts had very limited
predictive value for immunofluorescent (IF) staining performance because of sample denaturation
(leading to [un-Imasking of epitopes) and the presence of alternative isoforms (Figure S1). Upon IF,
however, most antibodies yielded a punctate staining that predominantly decorated microtubule-
associated protein 2 (MAP2)-positive neurites, suggesting specificity. Yet, when quantifying the abso-
lute spot density using intensity threshold-based segmentation, several observations pointed to an
imperfect labeling (Figure 1B). For instance, antibodies targeting the same antigen yielded signifi-
cantly different spot densities (e.g., Neurexin1, Neuroligin1, GIluN1). For other antibodies (e.g.,
PSD95a, Shank) there was high variability between replicates (Figure 1B for cortical and Figure S2
for hippocampal cultures). Also, the sum of excitatory (vVGLUT positive) and inhibitory (vGAT positive)
spots differed substantially from the total number of spots stained by a pan-presynaptic marker (Syn-
apsin, Synaptophysinla, Synaptophysinlb, Bassoon). Thus, not all antibodies show equal labeling per-
formance, and the presence of spurious signals may represent a serious confounding factor for syn-
apse density quantification.

To rule out bias arising from the synapse segmentation process, we adopted a method for segmen-
tation-independent analysis of synapse staining performance, which automatically determines the
auto-correlation function (ACF) of individual images as a function of a lateral shift (van Steensel
et al., 1996) (see Transparent Methods; Figures 1C and S3). The amplitude of the ACF was used as
proxy for the local signal-to-background ratio (SBR), the full width at half max (FWHM) reported on
the average spot size, whereas the spread (2 x standard deviation at dx = 50 px) around the average
ACF informed on the variability between replicates. Based on the dimensions and quality of represen-
tative markers, we determined a window in which antibodies were considered to yield an optimal
staining result (ACF amplitude >0.75, FWHM <11 [= expected spot size], and spread <0.08). All syn-
aptic vesicle and active zone markers met these criteria (Figure 1D for cortical and Figure S2B for hip-
pocampal cultures; see Figure S4 for the individual ACF plots). Except for Neuroliginic, GluA1-4,
Homer, PSD95a, and PSD95b, antibodies that target adhesion molecules, neurotransmitter receptors,
or scaffold proteins yielded more blunted (amplitude <0.75; FWHM >11) and variable (spread >0.08)
ACFs, indicative of lower labeling performance (Figure 1D). Antibodies that target GluA2 or SAP102
yielded exceptionally high FWHM values because they also labeled nuclei. For some inhibitory
markers (Gephyrin and Neuroligin2), we observed considerable differences in the ACF of hippocampal
and cortical cultures, which could point to variations in antigen abundance and inhibitory contacts be-
tween the two cell culture types (Figures 1D and S2B). We conclude from these experiments that a
segmentation-independent analysis of staining performance facilitates the selection of antibodies
for synapse quantification.
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Figure 1. Not All Synapse Markers can be Used for Synapse Quantification

(A-D)(A) Markers of different functional classes considered in this work (adapted from Servier medical art); (B)
Quantification of the spot density after immunostaining yields variable results even between antibodies that target the
same marker (mean + SD, n = 6 wells with 15 fields/well, *p < 0.05, one-way ANOVA post-hoc Sidak’s multiple
comparisons test). (C) The auto-correlation function (ACF) allows segmentation-independent evaluation of staining
performance, by calculating the Pearson’s correlation coefficient between an image and its duplicate as a function of a
lateral shift (sliding window). The ACF amplitude and spread report on the SBR and the variability across images,
respectively; the full width at half maximum (FWHM) correlates with spot size. A crisp synapse spot image has a high
amplitude (>0.75) with narrow spread (<0.08) and small FWHM (< 11), whereas a noisy image has a small amplitude with a
large standard deviation and large FWHM. (D) Scatterplot of ACF parameters for the different synapse antibodies tested
on primary cortical cultures at 14 DIV (n = 90 images originating from é wells), along with representative images for a
selected subset (scale bar, 10 pm). Inset shows which combinations are retained (in color) after gating for optimal
parameter settings.

See Also Figures S1-54.

Genetic and Spine Labeling Strategies Reveal Partial Synaptic Localization

Although ACF analysis narrowed the selection of suitable antibodies that yielded a crisp punctate staining,
it did not reveal whether the obtained signals solely represent synapses. This was exemplified by a non-
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Figure 2. Genetic and Spine Labeling Strategies Reveal Partial Synaptic Localization

(A-C) (A) Cross-correlation functions (CCFs) for simulated spot images. An increasing mismatch between images (simulated by means of global lateral
translationiny by 3,5, 7, or 12 pixels) results in a progressively lower amplitude, whereas the FWHM increases with the size of the spots in at least one of both
channels and is less sensitive to mismatch (simulated by randomly shifting spots 3 pixels up or down). (B) Colocalization of synapse marker stainings with the
genetic label PSD95-mVenus in 14 and 28 DIV primary cortical cultures, shown in a scatterplot from CCF parameters and color-coded by the overlap
coefficient, defined as the percentage of PSD95-mVenus spots that have an overlapping signal from an antibody spot (n = 90 images originating from 6
wells). An anti-GFP antibody, which cross-reacts with mVenus was used as a positive control. Representative images are from 28 DIV cortical cultures (scale
bar, 10 um). (C) Exemplary dendrite stretches from 14 DIV cortical cultures after co-labeling with postsynaptic synapse markers and Dil (scale bar, 10 um). The
bottom panel shows a binarized version of synapse spots within the MAP2 boundary. Quantification of the association with spines was done in both cortical
and hippocampal cultures. Data are represented as mean +SD; at least 200 spines were counted per condition.

See Also Figures S5-5S8.

specific PSD95 antibody that yielded randomly dispersed spots of a similar size than synapse spots (Fig-
ure S3E and S3F). Hence, we sought for a strategy that could provide more certainty and serve as bench-
mark for determining synaptic localization. To this end, we introduced a cross-correlation function (CCF),
which performs the same sliding window Pearson correlation analysis as defined for ACF, but now between
two different fluorescence channels instead of within a single channel. When applied to two synapse
markers, the CCF amplitude reports on the degree of colocalization and the FWHM on the combined
size of the markers, as evidenced by simulations (Figure 2A). Of note, a CCF between a synapse marker
and a neurite marker already allows discriminating randomly dispersed non-specific spots from more spe-
cific synaptic spots (Figure S3E and S3F).

We applied the CCF analysis to PSD95-mVenus (ENABLED) transgenic mouse cultures (Fortin et al., 2014), in
which endogenous excitatory postsynaptic protein PSD95 is labeled with minimal overexpression artifacts. Hav-
ing noticed that the PSD95-mVenus signal increased with culture age (Figure S5), we analyzed the colocalization
of PSD95-mVenus with immunostained synaptic markers at both 14 and 28 DIV (Figures 2B and S6-58). We also
measured the percentage of PSD95-mVenus spots with an overlapping synapse marker spot using a segmen-
tation-based approach (defined as overlap coefficient [OC]). To determine the maximum level of colocalization
attainable with both CCF and segmentation-based approaches, an anti-GFP antibody (which cross-reacts with
mVenus) was included as positive control. This control yielded a CCF amplitude of ~0.7 and an FWHM of ~10,
and upon segmentation, an OC of ~80% in cortical cultures at both DIVs (Figure 2B, see Figure Sé for hippocam-
pal cultures). Given that PSD95-mVenus is an excitatory marker, the amplitude of the CCF and OC were signif-
icantly larger for excitatory (e.g., Homer) than for inhibitory (e.g., vVGAT, GABA-R) markers at both DIV. Surpris-
ingly, IF with two validated PSD95 antibodies—also considered positive controls—only resulted in modest
colocalization with the PSD95-mVenus spots. Similarly, the synaptic adhesion proteins Neurexinlb, Neuroli-
ginlc, and Neuroligin2 showed low colocalization with PSD?5-mVenus. Of the tested presynaptic markers,
Bassoon yielded the highest colocalization with PSD95-mVenus, consistent with its presence in the active
zone, whereas vesicle markers (Synapsin, Synaptophysinla, vGLUT) showed lower colocalization (lower ampli-
tude and OC), consistent with their more distant location. Based on this quantitative comparison, the Homer
antibody emerged as the best candidate for labeling the excitatory postsynaptic compartment, and the Bassoon
antibody, as the best candidate presynaptic marker.

In a second approach to validate synaptic localization, we specifically focused on the excitatory postsyn-
aptic compartment. This part of the synapse has a unique structure that is referred to as a dendritic spine
(Segal, 2017). Spines can be readily visualized, e.g., by using lipophilic dyes such as Dil (Papa et al., 1995;
Verstraelen et al., 2014). When combining Dil with postsynaptic antibody staining, we found considerable
differences in colocalization between synapse markers in cultures of 14 DIV (Figure 2C). At the lower limit of
the dynamic range, GABA-R puncta were rarely located on spines (6% =+ 4% for cortical and 12% + 9% for
hippocampal cultures), which corresponds with findings on cortical tissue at the ultrastructural level (Ku-
bota et al., 2016; Kwon et al., 2018). To gauge the upper limit of the dynamic range, we considered the ge-
netic PSD95-mVenus signal and found that nearly 80% of the spots were located on spines and that 80% of
all spines contained PSD95-mVenus signal. AMPA-R clusters, as labeled with GluA1-4 antibody, were
partially located on dendritic spines, yet the majority of spots were found on the shaft. For both PSD95 an-
tibodies, of which we theoretically expected spine labeling similar to PSD95-mVenus (~80%), colocalization
was less than half (30%-40%) of the anticipated result. This implies that the antibodies did not label their
target antigens sufficiently, as also suggested by the PSD95-mVenus colocalization measurements (Fig-
ure 3B). With ~50% of spines being labeled and ~60% of all spots residing in spines, the scaffold protein
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Figure 3. Synapse Marker Colocalization Improves Selectivity for Mature Synapses

(A-C) (A) Expansion microscopy shows the presence of juxtaposed pre- and postsynaptic signals in 14 DIV cortical
cultures, as well as single marker spots (scale bar, 5 pum). (B) Quantification of spot and synapse density in 14 DIV cortical
cultures shows the fraction of colocalized signals, assumed to represent mature synapses (mean +SD; n = 6 wells with 15
fields/well). (C) Scatterplot of CCF parameters reporting on the colocalization of marker pairs in 14 DIV cortical neurons
(n = 90 images originating from 6 wells). The color code indicates the overlap coefficient, defined as the percentage of
spots that reside in synapses. Pairs of inhibitory with excitatory synapse markers were considered negative controls,
whereas two pan-presynaptic markers and primary antibodies raised in the same species were used as positive controls
(scale bar, 10 um).

See Also Figures S9-512.

Homer approached the upper limit of the dynamic range, proving (again) more selective for the excitatory
compartment than both PSD95 antibodies.

Taken together, there is a substantial fraction of the IF signal that does not overlap with bona fide synapses,
and, not all synapses are efficiently labeled by antibodies. Of those antibodies tested, Homer showed the
highest colocalization with the PSD95-mVenus signal and the strongest enrichment in dendritic spines,
indicating that this antibody is best suited to stain the majority of the postsynaptic compartments.

Synapse Marker Colocalization Improves Selectivity for Mature Synapses

The previous experiments revealed that synaptic antibodies show variable labeling performance and that
non-synaptic spots are present, which both complicate robust synapse quantification. Yet, using expansion
microscopy, we confirmed that pre- and postsynaptic markers are often found juxtaposed in cultures at 14
DIV (Figures 3A and S9). The diffraction limit inherent to conventional fluorescence microscopy precludes
signals closer than 200 nm from being resolved. With 20 nm, the synaptic cleft is well below this
limit. Thence, a simple approach to detect mature synapses—i.e., synapses that dispose of a clear
pre- and postsynaptic compartment—with more certainty consists in quantifying the apparent overlap be-
tween pre- and postsynaptic markers (Nieland et al., 2014; Paradis et al., 2007; Sharma et al., 2013;
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Verschuuren et al., 2019). We applied this method to synaptic marker antibodies that showed a crisp punc-
tuate staining (evidenced by the ACF/CCEF criteria defined earlier) and were raised in different species so
that they could be combined in double stainings (Figure 3 for cortical, Figure S10 for hippocampal cul-
tures). Threshold-dependent spot quantification revealed that only a fraction of the pre- and postsynaptic
spots resided in mature synapses, as evidenced by the lower density of colocalizing spots compared with
the spot density of the individual markers (Figures 3B and S10A). The CCF between the two synapse marker
channels was calculated, as well as the percentage of spots that reside in synapses (defined as the overlap
coefficient, OC; Figure 3C). The large FWHM (>24 px), small amplitude (<0.2) of the CFF, and a low OC
(<5%) for combinations of inhibitory presynaptic and excitatory postsynaptic markers (VGAT and PSD9%5a
or VGAT and PSD95b), or an excitatory presynaptic and inhibitory postsynaptic marker (vGLUT and
GABA-R) illustrated that false-positive detection by sheer chance is low (Figures 3C and S10B). As positive
control, we used a combination of two rabbit polyclonal primary antibodies (VGAT and Homer), onto which
the secondary antibodies were expected to bind with equal affinity. The resulting CCF had a large ampli-
tude (>0.65) and small FWHM (<15 px; Figures 3C and S10B), whereas the CCF approached a value of 1 at
Ax =0 (Figures S11 and S12), consistent with perfect colocalization. The OC, on the other hand, amounted
to only 56% for cortical and 44% for hippocampal cultures. As expected, combinations of markers that
completely or partially label the same compartment gave colocalization measurements (CCF and OC) in
between the extremes of the positive and negative controls. Despite a limited dynamic range, clear pat-
terns could still be discriminated. For example, the combination of a pan-presynaptic marker (Synapsin
or Synaptophysinla) with an inhibitory marker (GABA-R) could be distinguished from the combination
with excitatory markers (PSD%5a, PSD95b, Homer) (Figures 3C and S10B). The smaller FWHM, higher ampli-
tude, and larger OC indicate that the excitatory markers were closer to the presynaptic markers. Our results
also indicated that GluA1-4 shows low colocalization with pan- (Synapsin, Synaptophysinia) and excitatory
(vGLUT) presynaptic markers, suggesting that many AMPA-R clusters reside outside of the synapse. In
cortical as well as hippocampal cultures, Bassoon-Homer proved to be the combination with the highest
colocalization, confirming that this combination is preferred for detecting mature synapses.

Proximity of Markers Allows Selective Labeling of Mature Synapses

As the colocalization of two markers might be confounded by the presence of spurious signals (e.g., extra-
synaptic staining), we sought for an approach that would only give rise to positive signals in case pre- and
postsynaptic markers are sufficiently close. We reasoned that the PLA (Leuchowius et al., 2010) would
represent a plausible method to achieve this, because it only leads to a reaction when two markers (and
their respective antibodies) are closer than 40 nm, a distance range that bridges the synaptic cleft (Savtch-
enko and Rusakov, 2007) (Figure 4A). We first validated the method using a positive control—antibodies for
two nuclear envelope markers that are known to interact directly (lamin A and lamin B1) (Kapinos et al.,
2010)—and a negative control—antibodies targeting lamin A and the mitochondrial marker Translocase
Of Outer Mitochondrial Membrane 20 (TOMM20), which are spatially separated by much more than
40 nm. The positive control yielded nuclear-localized PLA spots, whereas the negative control produced
virtually no signal, as was the case for a negative technical control in which only one of the primary anti-
bodies was used (Figure S13A). Next, we tested whether targeting pairs of proteins present in excitatory
and inhibitory synapses resulted in a transsynaptic PLA reaction. To maximize the efficiency of the PLA re-
action, we selected within our panel of antibodies those that would bind markers that have been described
to directly interact. From our panel, Neurexin1b was the most suitable pan-synaptic marker antibody
because it interacts at the molecular level with the extracellular epitopes of four postsynaptic proteins
with available antibodies, namely, GluA1-4, GABA-R, Neuroliginic, and Neuroligin2 (Dore et al., 2020;
Mondin et al., 2011; Sudhof, 2017; Zhang et al., 2010). Indeed, all four combinations yielded the character-
istic punctate PLA pattern at the expected location: inhibitory synapse markers (GABA-R and Neuroligin2)
preferentially located near neuronal somas, whereas excitatory PLA signals (GluA1-4 and Neuroliginic)
were found evenly distributed along the neurites (Figure 4A). The negative control—targeting vGLUT(ex-
citatory) and Neuroligin2 (inhibitory)—yielded low PLA signal, whereas the positive control—vGLUT and
Neuroliginlc (both excitatory synapse markers)—produced a strong PLA signal. We also noticed that
the amount of transsynaptic PLA signal with the combination VGAT-Neuroliginic (a discordant excit-
atory-inhibitory combination) was higher than that of the combination VGAT-Neuroligin2, which should
detect reaction on inhibitory synapses only (Figure S13B). ACF plots from transsynaptic PLA displayed a
large amplitude (0.82-0.93) and small FWHM (7.5-10.5 px), which would set the quality of the PLA staining
as one of the best performing compared with single staining antibodies (Figure S13C) and outperforming
all combinations for double staining.
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Figure 4. Proximity Ligation Assay for the Detection and Quantification of Synapses

(A-C) (A) Diagram illustrating the principle of transsynaptic PLA (left) and representative images of transsynaptic PLA
signal with the described combination of antibodies used in 14 DIV cortical neurons (right; scale bar, 50 pm). (B)
Composite image of 28 DIV PSD95-mVenus (ENABLED) cultures with transsynaptic PLA for Neurexin1b-Neuroliginlc and
counterstained with MAP2 and Synapsin (triple stained), acquired with standard confocal microscopy (scale bar, 50 um).
Insets show different types of combinations between transsynaptic PLA spots, mVenus-PSD95, and Synapsin (center). The
adjoined spot density quantification reveals differences between individual markers, pairwise combinations, and the PLA
partners used (mean + SD; n = 4 wells with 15 fields/well, *p < 0.05, two-way ANOVA post-hoc Sidak’s multiple
comparisons test). (C) Maximum intensity projection from a single confocal plane of triple stained cortical culture imaged
200 times (top half), overlaid with its super-resolution result after application of super-resolution radial fluctuations (SRRF;
bottom half; scale bar, 10 um), along with magnified insets. Nearest neighbor distances were calculated between all spots
of two markers, and the mean + SD is displayed per pairwise combination; between 4 and 7 images were quantified per
combination.

See Also Figures S13-515.

Transsynaptic PLA Signals Accurately Reflect the Number of Mature Synapses but Are
Spatially Displaced from the Synapse

We next investigated the subcellular location of transsynaptic PLA signal for the PLA pairs Neurexinlb/
Neuroliginlc and Neurexin1b/Neuroligin2. To this end, we used PSD95-mVenus (ENABLED) neuronal
cultures at 28 DIV and counterstained for the pan-synaptic marker Synapsin (Figure 4B). Trans-
synaptic PLA density measurements were significantly higher for Neurexin1b/Neuroliginic than for
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Neurexin1b/Neuroligin2 (0.18 £ 0.02 versus 0.12 + 0.01 spots/pmz; two-way ANOVA, post-hoc Sidak's
test p value = 0.036), in line with the expected predominance of excitatory synapses in cortical cultures.
Importantly, the densities of transsynaptic PLA spots, and PLA/Synapsin and PLA/mVenus pairs, were
within the ranges obtained previously by double IF colocalization (0.05-0.2 spots/umZ) (Figure 4B). As
PSD95-mVenus resides in excitatory synapses, we focused on spot densities and overlap of the transsynap-
tic PLA for the excitatory combination Neurexin1b/Neuroliginlc. The OC of transsynaptic PLA signals with
PSD95-mVenus and Synapsin was 21.5% + 2% and 21.3% + 1%, respectively, indicating that less than half
of the PLA signals colocalized with one of these markers. This was lower than the OC between mVenus and
Synapsin (35.7% + 4%) (Figure S14A). However, when putting the images under scrutiny, we noticed that
many of the PLA spots were juxtaposed to the other markers (Figure 4B). To corroborate this, we performed
a nearest neighbor correlation analysis between the distributions of detected objects of each marker pair
(PLA/mVenus, PLA/Synapsin, mVenus/Synapsin). In brief, we calculated the probability that the nearest
neighbor of a given spot is of a different marker type versus the probability that it could be either of
both markers (random distribution), taking into account the spatial constraints of the neurite mask. Thus,
if both markers were distributed in a completely independent manner, the resulting nearest neighbor ratio
value (nncorr) would be 1, whereas a completely correlated set would have a ratio value close to 0 (Fig-
ure S14B) (Baddeley and Turner, 2005). We found that the nncorr measures for transsynaptic PLA combina-
tions were below 0.2, suggesting strong dependence with the other markers, as also confirmed by positive
(Homer-Bassoon) and negative (vVGAT-PSD95a) controls (Figure S14B).

To obtain a more resolved view on the actual distances between the PLA signals and the other markers, we
employed super-resolution radial fluctuations (SRRF) microscopy (Figure 4C). The SRRF algorithm calcu-
lates the likelihood of the true position of a fluorophore by measuring radial symmetries informed by suc-
cessive acquisitions of the same field. Once image segmentation and object detection for each channel on
SRRF images was performed, we expanded the individual spots by 10 pixels (~230 nm) to account for the
increased resolution and searched for overlapping objects within that distance. This way, we found that
95% of the transsynaptic PLA signals were closer than 230 nm to Synapsin spots (Figures 4C and S15A).
The average number of Synapsin spots associated with every transsynaptic PLA spot was 0.95 + 0.1, which
suggests that PLA spots are in a 1:1 ratio with synapses. When quantifying the spot density in SRRF images,
we found that the density of PSD95-mVenus and Synapsin spots was 0.5 & 0.1 and 1.1 + 0.2 spots/um?,
respectively, whereas that of transsynaptic PLA (or PLA in proximity with other marker combinations) was
<0.25 spots/umz, similar to IF measurements (Figure S15B). Taking advantage of the increased resolution
in SRRF images, we measured the average distance between the nearest neighbors from pairs of all marker
types. This confirmed that PLA spots were always found in closer proximity to mVenus (0.49 um) or Synapsin
(0.54 um) spots than to other PLA spots (Figure 4C). Despite our restriction to optical sections of 0.4 um,
triplets of transsynaptic PLA, mVenus, and Synapsin were frequently encountered at a density of 0.13
spots/um? and accounted for 46% + 12% of total transsynaptic PLA particles (Figure S15). Thus, the density
of transsynaptic PLA spots aligns well with that of the best-performing transsynaptic marker combinations,
although they occupy a spatial location that is slightly offset from the actual synapses.

Transsynaptic PLA Increases Sensitivity for Detecting Synapse Density Changes

Having previously shown that synapse density scales with culture time (Verschuuren et al., 2019), we decided to
further validate the transsynaptic PLA on a set of cultures of increasing maturity (7, 14, and 21 DIV). We thereby
used the validated Neurexin1b-Neuroligin1c combination (as direct interactors), as well as the Bassoon-Homer
combination (as best antibody pair), and directly compared PLA with the colocalization approach. As expected,
we found an increase in synapse density for the Neurexin1b-Neuroligin1c and also for the Bassoon-Homer com-
bination, suggesting that it is likely that most pre-postsynaptic partners are still in sufficiently close proximity for
the PLA to work (Figure 5A). Moreover, observed synapse densities were consistently higher (2 up to ~8-fold) for
PLA than colocalization, suggesting increased sensitivity for the former. To further investigate the differential
sensitivity, we tested whether transsynaptic PLA could also pick up changes in synapse density as evoked by
pathological conditions. We previously found that overexpression of hTau-P301L reduces neuronal connectivity
from 14 DIV onwards (Verschuuren et al., 2019). Therefore, we measured synaptic density at 21 DIV after applying
increasing multiplicities of infection (MOI 200, 300, 400, and 500) of the hTau-P301L construct. For PLA with both
antibody combinations, a concentration-dependent decrease of the synapse density was detected with the
highest concentration (MOI 500) becoming statistically significant (two-way ANOVA p < 0.001 and p < 0.05 in
Sidak’s post-hoc test with MOI 0 within staining type). This dose-dependent decrease was not detected by
the colocalization approach. In addition, colocalization of Neurexin1b and Neuroliginic yielded highly variable
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Figure 5. Transsynaptic PLA Increases Sensitivity for Detecting Synapse Density Changes

(A and B) (A) Representative images and quantification of synapse density in cortical neuronal cultures at 7, 14, and 21 DIV,
after transsynaptic PLA or colocalization with Neurexin1b/Neuroligin1c and Bassoon/Homer combinations (scale bar,
10 um). (B) Representative images and quantification of synapse density at 21 DIV after infection with a hTau-P301L AAV
vector (scale bar, 10 um). Infection with increasing multiplicities of infection (MOI) reveals a concentration-dependent
decrease that is detected by the PLA but not the colocalization approach (*p < 0.05 in post-hoc Sidak’s test with MOI
0 within staining type). Neurexin1b-Neuroligin1c colocalization is considered inaccurate given the suboptimal IF labeling
performance (Figure 1D) and consequent high spot count variability; (A-B) mean +SD; n = 4 wells for Bassoon-Homer PLA,
n = 8 wells for Neurexin1b-Neuroliginic PLA, n = 6 wells for colocalization—always 15 fields/well).

absolute spot counts (Figures 5A and 5B). Thus, these results suggest that transsynaptic PLA allows detecting
changes in synapse density in a more sensitive and reproducible manner than a colocalization approach.

DISCUSSION

A wealth of studies has used IF to quantify synapse density changes in primary neuronal cultures (Evans
et al., 2008; Flavell et al., 2006; Hagmeyer et al., 2015; Harrill et al., 2011; Jin and Selkoe, 2015; Nguyen
etal., 2012; Nieland et al., 2014; Paradis et al., 2007; Schatzle et al., 2012; Sharma et al., 2013; Verschuuren
etal., 2019; Verstraelen et al., 2014). Yet, very few have truly documented the labeling performance of the
utilized antibodies in detail. Labeling performance encompasses different features such as specificity and
sensitivity. A specific antibody binds its antigen with minimal cross-reactivity, whereas a sensitive one will
bind a high fraction of the available antigens. Experimental assessment of both parameters is not trivial as
every experimental intervention to identify putative errors (such as a knockout or overexpression approach)
is bound to influence cell physiology. Furthermore, an antibody may have a high score for both parameters,
but may not be compatible with synapse screens, when it labels an antigen that is not sufficiently enriched
atthe structure of interest. That is why we have chosen to evaluate labeling performance as a whole from an
application perspective. Although extensively used (Signore and Reeder, 2012), we found that western
blotting is not useful for routine antibody validation because neither the presence of additional bands
(alternative splice forms) nor the absence of a specific band (epitope masking) can truly predict non-spec-
ificity. Therefore, we first introduced a segmentation-independent method to assess the staining perfor-
mance of individual antibodies in IF images. At the magnification and resolution used, the method does
not inform on size, shape, or orientation of individual synapse spots. Instead, it capitalizes on the high den-
sity and heterogeneous orientation of the labeled structures in the field of view, to give a reliable indication
of the SBR and average spot size at the population level. These analyses revealed a large variability
between antibodies, which partially depended on the functional class to which these markers belong,
i.e., vesicle markers, markers associated with the active zone of the presynapse, adhesion proteins, neuro-
transmitter receptors, and scaffold markers. Synaptic vesicle markers yielded consistently better results in
ACF analysis than neurotransmitter receptors or adhesion proteins, likely because the local protein abun-
dance is higher for the former. We further found that the absolute spot density (as quantified by
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segmentation-dependent analyses) was highly variable even for antibodies that target the same marker.
This may be caused by non-specific labeling, low signal-to-noise ratio complicating thresholding, and
the presence of spurious signals such as markers being trafficked in the neurites or extrasynaptic neuro-
transmitter receptors. These caveats do not necessarily preclude relative quantification in a setting where
experimental conditions are compared with an internal control (Evans et al., 2008; Harrill et al., 2011,
Nguyen et al., 2012), but they may significantly affect sensitivity and reproducibility, and also render the
assay susceptible to confounding factors such as density differences (e.g., due to neurotoxicity). By quan-
tifying the association with the postsynaptic compartment, we discovered that Homer outperformed
PSD95 antibodies, in terms of its overlap with the genetic marker PSD95-mVenus and its presence in den-
dritic spines. Surprisingly, and in contrast with other reports, we could not recapitulate equally good results
with PSD95 antibodies (Lagache et al., 2018). This may be due to the different species (rat versus mouse
primary hippocampal cultures) or cultivation protocol (Lagache et al. used astrocyte-conditioned medium).
Another explanation may be that Homer, as a polyclonal antibody, is more resistant to epitope masking
than the PSD95 monoclonals. As exponent, the GluA1-4 antibody showed remarkably low correlation
with the postsynaptic compartment, suggesting that many AMPA-R clusters reside outside of the synapse,
potentially in reserve pools awaiting synaptic potentiation (Kneussel and Hausrat, 2016).

We further found that the selectivity for mature synapses could be enhanced by considering the apparent
colocalization between a pre- and postsynaptic marker, while maintaining high-content screening compat-
ibility. The positive results from ACF analyses for Bassoon and Homer antibodies were further substanti-
ated by their high colocalization metrics (CCF amplitude >0.45, OC > 30%). This makes the latter combi-
nation preferred for global assessment of structural connectivity.

Although colocalization helps focusing on the relevant fraction of immunolabeled samples, it is subject to
bias and suffers from a limited dynamic range. Therefore, we explored whether PLA could serve as a more
sensitive alternative. PLA had been used before to confirm synapticinteractions in the pre- or post-synaptic
compartment (Almandoz-Gil et al., 2018; Eagleson et al., 2013; Lundgren et al., 2015). Very recently, the
utility of PLA for monitoring transsynaptic interactions was demonstrated as well (Dore et al., 2020). In
this work, co-cultures of neurons were used in which one population was transfected with myc-tagged Neu-
rexin and another with hemagglutinin-tagged Neuroligin. While physiological interventions were used to
illustrate the potential of the PLA approach in reporting changes in synapse plasticity, the overexpression
of synaptic markers may perturb the delicate balance in the synapse. Furthermore, transfection may not be
equally efficient for all cellular models, and mature synapses will only be detected between differentially
transfected partner cells. Therefore, it has limited applicability for high-throughput screens that aim at
interrogating synaptic modulators across neuronal networks. That is why we sought an approach appli-
cable to endogenous markers, using validated antibodies. Our results demonstrate that transsynaptic
PLA has advantages over classical pre-post marker colocalization. First, it allows for simpler signal detec-
tion, as also proven by ACF analysis. Importantly, we found that on average each transsynaptic PLA spot
had ~1 Synapsin spot, which supports the notion that transsynaptic PLA is a reliable proxy for synapse es-
timates. Second, using one single marker for synaptic connections liberates one channel for additional
staining. Finally, our results of synapse quantification in cultures through stages of maturation and patho-
logical perturbations strongly endorse the potential of transsynaptic PLA being more sensitive and thus
capable of detecting subtle changes in synapse number. This is especially relevant for dense cultures, in
which crowding may complicate signal detection. PLA reported a much more consistent and higher syn-
apse density for different marker combinations than colocalization did. Remarkably, despite lesser IF per-
formance (e.g., AFC metrics), the PLA combination for Neurexin1b-Neuroligin1 performed equally well as
Homer-Bassoon. Neurexin1b was even shown to be homogeneously expressed at the dendritic surface
(Dore et al., 2020) reducing its SBR below a standard required for spot detection. This suggests that PLA
is able to discriminate the synaptic pool by virtue of its proximity dependence.

Notwithstanding its advantages, it should be mentioned that transsynaptic PLA displayed some unex-
pected characteristics and potential drawbacks. For one, there is the offset we encountered between
PLA signals and antibody labeling. This may be explained by the effect of the amplification protocol or
the characteristics of the antibody-bound DNA probes that produce a reaction adjacent to the synapse.
However, it should be kept in mind, when aiming at performing spatial proteomics. Another potential issue
is the detection of PLA signal in controls that were initially considered to be negative (such as VGAT and
Neuroliginlc). Yet, it is becoming clearer that the histological definition of inhibitory versus excitatory
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synapses is not clear-cut. For example, in cortical culture, electron microscopy of dendritic spines, once
thought to be exclusive of excitatory synapses, also contains inhibitory contacts (Kubota et al., 2016). In
addition, Neuroligin1 and Neuroligin2 have been shown to colocalize with both vGAT and vGlut1, with
only enrichment of each isoform on excitatory and inhibitory synapses, respectively, but by no means an
exclusive colocalization (Chih et al., 2006).

In summary, we have introduced a workflow to validate antibodies that target synapse markers, which can
be extended to additional culture types (primary cultures originating from other brain regions, induced
pluripotent stem cell [iPSC] derived, etc.). In doing so, we found combinations of pre- and postsynaptic
markers that report on synapse density in cortical and hippocampal cultures, of which Bassoon and Homer
offered the largest dynamic range. Building further on the concept of marker proximity, we demonstrated
that transsynaptic PLA using endogenous markers can offer an even more sensitive readout than synapse
detection by marker colocalization. Our work therefore contributes to the refinement of synapse-oriented
in vitro screening assays.

Limitations of the Study
1) We have screened a small library of antibodies for their labeling performance in primary cortical and
hippocampal cultures and revealed variability between markers, culture types, and maturity stages.
We have not shown the exact origin of this variability (antigen turnover, location heterogeneity, etc.)
as the very gist of our work was to identify the best possible strategy for labeling mature synapses
with an eye on high-throughput screening.

N

We have used the same staining protocol for all antibodies. Optimizing blocking conditions might
increase the staining performance of certain antibodies.

@

Although the ACF/CCF method is much less prone to bias than spot segmentation based on a user-
defined threshold, it only provides information at the population level. It does not report on size,
orientation, or shape of individual synapses and the readout depends on the image resolution.

&

We have introduced an approach for gauging labeling performance, which may serve for validation
of additional markers, well beyond the scope of this work. However, we also emphasize the need for
multiple validation and benchmarking methods. In doing so, we also reveal limitations of current
gold standards such as transgenic reporters or spine labeling.

S

We show that transsynaptic PLA is a sensitive and screening-format-compatible method. Although it
liberates a channel for multiplexing, the increased cost and faster degradation of the PLA signal may
currently limit its applicability. We also observed a physical displacement of signal, which we attri-
bute to the amplification protocol but do not prove.

e

We have considered primary cortical and hippocampal cultures from mouse. Alternate models such
as rat cultures or iPSC-derived human cultures may require re-assessment.

Resource Availability
Lead Contact

Further information and requests for resources and reagents should be directed to and will be fulfilled by
the Lead Contact, Winnok H. De Vos (winnok.devos@uantwerpen.be)

Materials Availability

This study did not generate new unique reagents.

Data and Code Availability

The datasets generated during this study are available from the corresponding author on request. The im-
age analysis script for spot segmentation in Acapella (PerkinElmer) is available on Github (https://github.
com/VerschuurenM/NeuronalConnectivity), and the Fiji scripts used in this study are available from the cor-
responding author on request.

METHODS

All methods can be found in the accompanying Transparent Methods supplemental file.
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