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The central nucleus of the inferior colliculus (ICC) of the auditory midbrain, which integrates most ascending auditory information from lower
brainstem regions, receives prominent long-range inhibitory input from the ventral nucleus of the lateral lemniscus (VNLL), a region thought to
be important for temporal pattern discrimination. Histological evidence suggests that neurons in the VNLL release both glycine and GABA in the
ICC, but functional evidence for their corelease is lacking. We took advantage of the GlyT2-Cre mouse line (both male and female) to target
expression of ChR2 to glycinergic afferents in the ICC and made whole-cell recordings in vitro while exciting glycinergic fibers with light. Using
this approach, it was clear that a significant fraction of glycinergic boutons corelease GABA in the ICC. Viral injections were used to target ChR2
expression specifically to glycinergic fibers ascending from the VNLL, allowing for activation of fibers from a single source of ascending input in
a way that has not been previously possible in the ICC. We then investigated aspects of the glycinergic versus GABAergic current components to
probe functional consequences of corelease. Surprisingly, the time course and short-term plasticity of synaptic signaling were nearly identical for
the two transmitters. We therefore conclude that the two neurotransmitters may be functionally interchangeable and that multiple receptor
subtypes subserving inhibition may offer diverse mechanisms for maintaining inhibitory homeostasis.
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Introduction
GABA is coreleased with a variety of other neurotransmitters
throughout the brain (Tritsch et al., 2016). One of the most par-
adoxical partners of GABA corelease is glycine as they are both
fast inhibitory neurotransmitters. In the central auditory system,
GABA/glycine corelease is particularly common during develop-
ment (Kotak et al., 1998; Nabekura et al., 2004; Muller et al.,
2006). However, corelease persists in adulthood in a variety of
regions, including the lateral superior olive (LSO), the medial
nucleus of the trapezoid body, and the dorsal cochlear nucleus

(Helfert et al., 1992; Rubio and Juiz, 2004; Awatramani et al.,
2005; Roberts et al., 2008; Weisz et al., 2016). Many functions of
corelease have been proposed, including subserving tonic versus
phasic inhibition via different time courses of glycinergic and
GABAergic synaptic currents (Russier et al., 2002; Kuo et al.,
2009; Xie and Manis, 2013), extra-fast inhibition (Lu et al., 2008),
and compensation by one neurotransmitter during periods of
sustained activity (Ishibashi et al., 2013; Fischl et al., 2014; Ner-
lich et al., 2014). Despite the common presence of and functional
implications for GABA/glycine corelease in auditory brainstem
regions, it has yet to be explored in the auditory midbrain.

The central nucleus of the inferior colliculus (ICC) is a nearly
obligatory relay station for ascending streams of auditory infor-
mation from the brainstem (Oliver, 2005). Different types of au-
ditory information coalesce in the ICC to create unique tuning
properties, which are then conveyed to the thalamus and cortex
(Haplea et al., 1994; Joris et al., 2004; Loftus et al., 2010). Multiple
brainstem nuclei send glutamatergic, GABAergic, and glycinergic
fibers to the ICC. Glycinergic input in particular originates
largely from the ventral nucleus of the lateral lemniscus (VNLL)
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Significance Statement

Corelease of neurotransmitters is a common feature of the brain. GABA and glycine corelease is particularly common in the spinal
cord and brainstem, but its presence in the midbrain is unknown. We show corelease of GABA and glycine for the first time in the
central nucleus of the inferior colliculus of the auditory midbrain. Glycine and GABA are both inhibitory neurotransmitters
involved in fast synaptic transmission, so we explored differences between the currents to establish a physiological foundation for
functional differences in vivo. In contrast to the auditory brainstem, coreleased GABAergic and glycinergic currents in the mid-
brain are strikingly similar. This apparent redundancy may ensure homeostasis if one neurotransmitter system is compromised.
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and LSO, regions hypothesized to be important for temporal
pattern discrimination and location of sound in space, respec-
tively (Saint Marie et al., 1989; Covey and Casseday, 1991; Glen-
denning et al., 1992, Oertel and Wickesberg, 2002). The VNLL is
an especially unusual structure because it is largely composed of
inhibitory cell types and is one of the largest sources of input to
ICC (Brunso-Bechtold et al., 1981; Saint Marie and Baker, 1990;
Winer et al., 1995; Saint Marie et al., 1997; for review, see Cant,
2005). A large fraction of cells in the VNLL across species express
both glycine and GABA (Saint Marie et al., 1997; Riquelme et al.,
2001; Tanaka and Ezure, 2004), raising the possibility that pro-
jections from the VNLL to the ICC corelease these inhibitory
neurotransmitters. However, functional evidence for core-
lease is difficult to demonstrate experimentally because of the
anatomy of ascending projections. Ascending fibers from all
lower brainstem regions enter the ICC through the same lem-
niscal fiber tract and there are multiple sources of pure
GABAergic input that would be stimulated with electrical
stimulation, making it unfeasible to activate glycinergic fibers
in isolation to assay corelease.

Here we used a GlyT2-Cre mouse line (Ishihara et al., 2010)
to express ChR2 in glycinergic cells and activate glycinergic fi-
bers with photostimulation. ChR2 was targeted to glycinergic
neurons either globally (by crossing the Cre line with a re-
porter line that expresses ChR2 in a Cre-dependent manner) or
specifically within the VNLL via intracranial injection of an
adeno-associated virus (AAV) that induces Cre-dependent ChR2
expression. In this way we asked whether glycinergic afferents in
the ICC corelease glycine and GABA and studied the possible
functional consequences of this corelease. We found that GABA
was consistently coreleased with glycine from individual termi-
nals in the auditory midbrain, but the postsynaptic effects of the
two transmitters were almost identical. Targeted expression of
ChR2 to glycinergic fibers ascending from VNLL yielded similar
results to global glycinergic stimulation. Indeed, our data suggest
that putative roles for GABA/glycine corelease in lower brain
regions are not recapitulated in the auditory midbrain, leaving
the possibility open that the two neurotransmitters are function-
ally interchangeable.

Materials and Methods
Animals. All procedures involving animals were approved by Oregon
Health & Science University’s Institutional Animal Care and Use
Committee. Optogenetic experiments were performed using heterozy-
gous GlyT2-Cre;ChR2 mice generated by crossing GlyT2-Cre mice
[Tg(Slc6a5-cre)KF109Gsat/Mmucd, RRID:MMRRC_030730-UCD]
with the floxed ChR2(H134R)-EYFP Cre Ai32 reporter line [B6.Cg-
Gt(ROSA)26Sortm32(CAG-COP4*H134R/EYFP)Hze/J, RRID:IMSR_JAX:024109].
This cross resulted in the expression of ChR2 targeted to glycinergic
neurons (Lu and Trussell, 2016). Miniature IPSC (mIPSC) recordings
were made from wild-type C57BL/6 mice against which all transgenic
lines were bred. Male and female mice, postnatal days (P) 19 –P35, were
used for experiments. Specifically, an age range of P19 –P35 was used for
experiments using wild-type or GlyT2-Cre;ChR2 mice and an age range
of P29 –P35 was used for experiments in which GlyT2-Cre mice were
injected with virus to induce region-specific ChR2 expression (see Ste-
reotactic injections). This wide age range apparently did not introduce
variability in our dataset as there was no significant relationship between
age and the percentage of the postsynaptic current attributed to GABA
release in either the GlyT2-Cre;ChR2 dataset (n � 28 cells, R 2 � 0.028,
p � 0.39, linear regression) or the viral injection dataset (n � 15 cells,
R 2 � 0.006, p � 0.78, linear regression). Age also did not correlate with
IPSC decay in either the GlyT2-Cre;ChR2 dataset (n � 26 cells,
R 2 � 0.008, p � 0.67, linear regression) or the viral injection dataset (n �
13 cells, R 2 � 0.005, p � 0.82, linear regression).

To control for Cre expression in the GlyT2-Cre line outside of glycin-
ergic neurons, we crossed the GlyT2-Cre line with the floxed Ai9 tdTo-
mato Cre reporter line [B6.Cg-Gt(ROSA)26Sortm9(CAG-tdTomato)Hze/J,
RRID:IMSR_JAX:007909] and subsequently crossed Cre-positive off-
spring with a well characterized GlyT2-EGFP mouse line [FVB.Cg-
Tg(Slc6a5-EGFP)13Uze/UzeBsiRbrc, RRID:IMSR_RBRC04708; Zeilhofer et al.,
2005]. At 1 month of age, three of the resulting GlyT2-Cre/tdTomato:
GlyT2-EGFP offspring were transcardially perfused with 4% paraformal-
dehyde (PFA). The brains were dissected out, postfixed overnight in 4%
PFA, and sectioned on a vibratome at 50 �m thickness. Sections contain-
ing VNLL were counterstained with Hoechst 34580 (Thermo Fisher Sci-
entific). Because the intensity of tdTomato and GFP varied between
cells, we formulated a way to remove bias in determining whether
cells were counted as positive for one, both, or neither. Using Adobe
Illustrator CS6 (RRID:SCR_014198), we first used dots to mark
tdTomato� and GFP� cell bodies when viewing these in separate
channels. We used the Hoechst DNA counterstain to locate and label
cells that were clearly negative for either. These templates were then
merged to create a single template that marked cell bodies throughout
the VNLL. This single template was overlaid on red and green chan-
nels separately and points were deleted if they labeled a soma that was
negative for the respective fluorophore. Finally, the two maps of
tdTomato� and EGFP� cell bodies were overlaid and compared to
identify the percentage of Cre/tdTomato-expressing neurons that
were EGFP-negative and therefore unlikely to be glycinergic.

Brain-slice preparation. Mice were anesthetized with isofluorane, de-
capitated, and coronal slices containing ICC (220 �m thick) were cut in
warm (35°C) ACSF on a vibratome (Leica VT1200S). ASCF contained
(in mM) 130 NaCl, 2.1 KCl, 1.2 KH2PO4, 1.7 CaCl2, 1 MgSO4, 20
NaHCO3, 3 Na-HEPES, 10 –12 glucose, 0.4 ascorbate, and 2 Na pyruvate
and was bubbled with 5% CO2/95% O2 (300 –310 mOsm). Slices recov-
ered at 34°C ACSF for 30 min and were then kept at room temperature
until use.

Electrophysiology. Brain slices were contained in a chamber perfused
with ACSF (�3 ml/min) heated to 31–33°C by an in-line heater. Neurons
in the ICC were visualized with Dodt contrast optics using a 40� objec-
tive on an upright microscope (Zeiss Axioskop2). The ICC was identified
as the central area of the inferior colliculus in coronal slices where the
tissue was harder to visualize due to the abundance of myelinated lem-
niscal fibers. The VNLL was identified by anatomical location as well as
by a concentration of EYFP-expressing cells in slices obtained from the
GlyT2-Cre:ChR2(H134R)-EYFP reporter cross. Whole-cell patch-clamp
recordings from ICC and VNLL neurons were made with a Multiclamp
700B amplifier. Data were filtered at 10 kHz, digitized at 20 kHz by
Digidata 1322A, and acquired by pClamp 10.4 software (Molecular De-
vices, RRID:SCR_011323).

Intrinsic ChR2 currents were measured in neurons of the VNLL by
blocking synaptic transmission with 5 �M NBQX, 10 �M MK-801, 10 �M

SR95531, and 500 nM strychnine. In voltage clamp, exposing cells to a 50
ms light pulse would necessarily result in a long inward current. In the
ICC, IPSCs were measured in response to either ChR2 stimulation or
stimulation of fibers with a bipolar electrode made from borosilicate
theta glass (Sutter Instrument #BT-150-10; henceforth “theta stimula-
tion”). Wide-field photostimulation was achieved by coupling a 470 nm
LED to the epifluorescence port of the microscope and delivering brief
(1–2 ms) pulses of light with pClamp. Fibers were stimulated electrically
by 0.1– 0.2 ms square-wave pulses (2–20 V) produced by pClamp and
delivered through an isolation unit (AMPI ISO-Flex). Recording elec-
trodes (4 – 6 M�) were pulled from borosilicate glass (WPI 1B150F-4) by
a vertical puller (Narishige P-10). The internal pipette solution used for
recording mIPSCs contained (in mM) 115 CsCl, 10 HEPES, 4.5 MgCl2, 10
EGTA, 4 Na2-ATP, and 0.5 Tris-GTP with pH adjusted to 7.25 with
CsOH and osmolality adjusted to 290 mOsm with sucrose. The calcu-
lated chloride reversal potential (ECl) was �2.3 mV. The internal solu-
tion used for all other experiments contained (in mM) 113 K gluconate,
2.75 MgCl2 hexahydrate, 1.75 MgSO4, 0.1 EGTA, 9 HEPES, 14 Tris-
phosphocreatine, 4 NA2-ATP, and 0.3 tris-GTP with pH adjusted to 7.25
with KOH and osmolality adjusted to 290 mOsm with sucrose (ECl �
�84.8 mV). For this internal solution, holding potentials cited in the text
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are corrected for a �13 mV junction potential. Series resistance (�20
M�) was compensated by 60 – 80% “correction,” 90% “prediction”
(bandwidth, 3 kHz). Data were excluded from analysis if series resistance
changed by 	25% over the course of the experiment.

Firing patterns were studied by holding cells in current clamp, deliv-
ering a bias current as needed to stabilize the resting potential at �65 mV
(unbiased resting potentials typically ranged from �60 to �65 mV), and
delivering a 500 ms current step ranging from �500 pA to �500 pA in 50
pA increments. Neurons recorded in VNLL displayed firing properties
characteristic of VNLL neurons in mouse and gerbil (Caspari et al., 2015;
Franzen et al., 2015). The cells recorded from the ICC were organized
into five categories based on differences in firing pattern. Sustained neu-
rons fired action potentials over the duration of positive current steps

with varying levels of adaptation. Sustained, Ih

neurons were similar except they showed
prominent depolarizing sag at the onset of a
hyperpolarizing current step. Cells categorized
as transient fired multiple spikes only at the
beginning of positive current steps while onset
cells fired only one or two spikes at most at the
beginning of a positive step. Finally, pauser
cells displayed either a buildup in depolariza-
tion that preceded spiking or a long interspike
interval after the first action potential. This was
sometimes accompanied by acceleration in fir-
ing frequency over the length of the train.

All reagents were purchased from Sigma-
Aldrich with the exception of SR-95531, which
was purchased from Tocris Bioscience.

mIPSC analysis. mIPSCs were recorded in 1
�M tetrodotoxin (TTX) to block spontaneous
spike-driven events, in 10 �M zolpidem and 30
�M pentobarbital to slow the GABAergic com-
ponent, and in 5 �M NBQX/5 �M MK-801 to
block AMPA/NMDA receptors. Glycinergic
and GABAergic mIPSCs were recorded in
isolation using 5 �M SR95531 and 500 nM

strychnine respectively. Individual events were
first detected in AxoGraph X 1.5.4 (RRID:
SCR_014284) using a synaptic template with
variable amplitude and then checked by eye to
remove spurious events (Clements and Bek-
kers, 1997). To calculate that portion of the
total amplitude contributed by glycine or
GABAA receptors (Jonas et al., 1998; Awatra-
mani et al., 2005), individual mIPSCs were
force-fit with the dual exponential equation as
follows: Amplitude � AFAST * exp(�t /�FAST ) �
ASLOW * exp(�t /�SLOW ). A and � represent am-
plitude and decay time constant values associ-
ated with fast glycinergic and slow GABAergic
currents. The average decay time constants
measured for glycinergic and GABAergic
mIPSCs were measured individually for each
cell recorded in 5 �M SR95531 and 500 nM

strychnine, respectively. These average values
were used for �FAST and �SLOW.

Stereotactic injections. GlyT2-Cre mice of
both sexes (P16 –P19) were injected with
AAVrh10.CAGGS.flex.ChR2.tdTomato.-WPRE.
SV40 (UPENN AV-10-18917P) to induce the
expression of ChR2 in cells of the VNLL in a
Cre-dependent manner. The AAV (serotype
2/1) expresses ChR2 and tdTomato under the
control of a FLEx (flip-excision) switch that
makes expression dependent on the presence
of Cre. The transgenes were driven by the CAG
promoter and included a WPRE (woodchuck
hepatitis virus post-transcriptional regulatory
element) and SV40 polyadenylation signal to

enhance expression (Atasoy et al., 2008). Recordings were made in the
ICC starting 14 d after injections. Mice were anesthetized with 1% isoflurane
and stabilized in a stereotaxic instrument (David Kopf). A unilateral crani-
otomy was made using a dental drill (Foredom K.1070) and a beveled glass
capillary micropipette (inner diameter, 20–30 �m) attached to a hydraulic
injector (Narishige) was used to deliver 30 nl of AAV at a speed of 5 nl/s. The
micropipette was advanced into and out of the brain tissue at a speed of �5
�m/s, with a 5 min wait time at the injection site before and after injection.
The coordinates we used for VNLL were (in mm from bregma): �3.2 pos-
terior, 1.3 lateral, and 5.2 deep from the pia.

Experimental design and statistical analyses. Electrophysiological traces
were analyzed with pClamp 10.4 software or custom-written procedures
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Figure 1. Corelease revealed through analysis of mIPSCs. A, mIPSCs recorded from a neuron in the ICC in control
conditions (left trace) appear homogeneous in the speed of their decay (recorded in 1 �M TTX with excitatory transmission
blocked). However, when 10 �M zolpidem and 30 �M pentobarbital are added to the bath to increase the open probability
of the GABAA receptor and effectively slow the current (right trace), dual-component mIPSCs are revealed (starred events).
B, With zolpidem and pentobarbital in the bath, glycinergic and GABAergic mIPSCs have distinctly fast and slow kinetics,
respectively. Displayed are mIPSCs recorded from the same neuron in control (left trace), in 5 �M SR95531 to isolate
glycinergic mIPSCs (middle trace), and in 500 nM strychnine to isolate GABAergic mIPSCs (right trace). C, Normalized and
averaged glycinergic (green) and GABAergic (purple) mIPSCs. The average decays were 2.8 
 0.2 and 25.8 
 1.2 ms
respectively. D, Scatter plots of amplitude values associated with fast and slow mIPSC components. In control conditions,
individual events were force-fit with a dual exponential equation where the � values were fixed using these averages and
the associated amplitude values were left free-floating and plotted (left scatter plot represents the results from a single
neuron). The pharmacologically isolated glycinergic (green points) and GABAergic (purple points) mIPSCs from the same
neuron were force-fit with the same dual exponential equation and plotted (right scatter plot). The vertical dotted
line represents 2*SD of the average amplitude associated with the slow decay time constant for glycinergic mIPSCs while
the horizontal dotted line represents the same for the amplitude associated with the fast decay time constant for GABAergic
mIPSCs. Points beyond these cutoff amplitudes are considered mixed events. In control conditions (left scatter plot), mixed
events are labeled in blue and largely disappear in the presence of either blocker (right scatter plot). E, The percentage of
mIPSCs that are mixed in control (average, 22.9 
 2.8%) is significantly higher compared with the fraction mixed with the addition of
SR95531 or strychnine (average, 1.9 
 0.2%; n � 6 cells, t(5) � 7.08, p � 0.0009, 2-tailed t test). ***p � 0.001.
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in IGOR Pro 6.3. Statistics (RRID:SCR_000325) were performed and
graphs created using GraphPad Prism 7 (RRID:SCR_002798). Averages
are represented as mean 
 SEM. Data were tested for assumptions of
equal variances (Bartlett’s test) between groups and normality (Shapiro–
Wilk test) before using parametric tests. One-way ANOVA with repeated
measures was used for comparisons across treatments within single cells
followed by Tukey’s post hoc comparisons (P values for post hoc compar-
isons are reported only when the p value associated with the main effect is
significant). Alternatively, for paired and unpaired data respectively, the
Friedman test and Kruskal–Wallis with Dunn’s post hoc tests were used if
the data were not normally distributed. Multiple comparisons were
controlled for by selecting the “multiplicity adjusted P-value” option
in Prism 7. Sphericity and effective matching were also tested for
when using ANOVAs. Two-way ANOVA with repeated measures on one
or both factors (for data collected within single cells across conditions) was
used to compare short-term synaptic depression in Figure 7P,F, and df
values reported for two-way ANOVAs are those associated with the main
effect and P values associated with the interaction term are reported only if
significant. Data are displayed as box-and-whisker plots with the median
value marked within the “box” extending from the 25th to 75th percentiles.
The Tukey method was used to create the “whiskers” in which the interquar-
tile distance is multiplied by 1.5 and extended from the edges of the box. Data

outside of this calculated range are plotted as points. Conversely, if these
calculated values were outside of the minimum or maximum values of the
dataset, the whiskers were instead set to the respective minimum and maxi-
mum values.

Results
Ascending afferents in the inferior colliculus corelease glycine
and GABA
One of the largest ascending sources of inhibition to the ICC is the
VNLL, an auditory region putatively important for temporal pattern
discrimination (Brunso-Bechtold et al., 1981; Saint Marie and Baker,
1990; Winer et al., 1995, Saint Marie et al., 1997, Oertel and Wickes-
berg, 2002). Curiously, histological evidence shows that a large frac-
tion of cells in the VNLL of multiple species express both GABA and
glycine (Saint Marie et al., 1997; Riquelme et al., 2001; Tanaka and
Ezure, 2004). We therefore asked whether glycinergic afferents en-
tering the ICC corelease glycine and GABA.

Glycine and GABA are packaged into presynaptic vesicles by
the same vesicular transporter VGAT (vesicular GABA trans-
porter; Wojcik et al., 2006). To verify the corelease of both inhib-

Figure 2. Cre expression is limited to GlyT2-expressing neurons in a GlyT2-Cre mouse line. Ai, Confocal image (10� tiled image) of a coronal section taken from GlyT2-Cre;tdTomato
mouse in which tdTomato is expressed in a Cre-dependent manner. Note that the VNLL has many tdTomato� cell bodies (white). Atlas illustration adapted from Paxinos and Franklin,
2001. Aii, The GlyT2-Cre;tdTomato line was crossed with the GlyT2-EGFP mouse line to confirm the targeted expression of Cre to glycinergic neurons. Displayed is a confocal image (20�
tiled image) of a coronal section of VNLL from this cross. Aiii, Enlarged section from the VNLL with the red and green channels displayed separately in the bottom two panels. The neuron
marked by the solid arrowhead is an example of a Cre/tdTomato-expressing cell that does not express EGFP and therefore may not be glycinergic. The neuron marked by the arrowhead
outline expresses both Cre/tdTomato and EGFP. Bi, Confocal image (10� tiled image) of a coronal section containing LSO taken from GlyT2-Cre;tdTomato mouse. Note that the LSO
contains many tdTomato� cell bodies (white), while the ICC contains only tdTomato� fibers. Atlas illustration adapted from Paxinos and Franklin, 2001. Bii, Enlarged image of the LSO
in the GlyT2-Cre;tdTomato line crossed with the GlyT2-EGFP mouse line.
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itory neurotransmitters from the same synapse, we recorded
mIPSCs, the postsynaptic consequence of a single vesicle released
presynaptically. Spontaneous vesicular release was blocked by the
inclusion of 1 �M TTX in the bath. Miniature events were re-
corded with pipettes containing a high-chloride internal solution
to increase the amplitude of the currents. The inhibitory currents
are inward under these conditions. mIPSCs had uniformly rapid
kinetics that were well fit with a single exponential, giving an
average decay of 3.3 
 0.1 ms (n � 618 mIPSCs for control cell
displayed in Fig. 1A). The homogenous kinetics made the differ-
entiation of glycinergic and GABAergic components problem-
atic. To address this confound, we added 10 �M zolpidem and 30
�M pentobarbital to the bath to slow GABAA-receptor kinetics
(Fig. 1A; Zhang et al., 2008; Apostolides and Trussell, 2013). This
revealed slower GABAergic currents, some of which appeared to
be combined with fast glycinergic currents within a single vesic-
ular release event (Fig. 1A, starred events).

Glycinergic and GABAergic components were therefore dis-
tinguished based on their differing kinetics, allowing us to detect
single mIPSCs with dual components following the analysis tech-
nique of Jonas et al. (1998). When isolated pharmacologically
(see Materials and Methods), the average decay time constants
for glycinergic (Fig. 1B, �SR95531) and GABAergic (Fig. 1B,
�strychnine) mIPSCs were 2.8 
 0.2 and 25.7 
 1.2 ms respec-
tively (n � 6 cells, average 730 
 102 glycinergic and 723 
 85

GABAergic mIPSCs analyzed per cell; Fig.
1C). Following Jonas et al., 1998, these
values were used in a double exponential
equation where the two time constants are
fixed and the amplitude values associated
with each time constant are free-floating
(see Materials and Methods). Force-
fitting this equation to individual events
yields amplitude values associated with
each time constant that together account
for the full amplitude of the current. For
example, the total amplitude of a purely
glycinergic mIPSC should be fully ac-
counted for by the amplitude associated
with the fast-decay time constant. In Fig-
ure 1D, each point represents a single
mIPSC recorded from a cell using the slow
GABAergic and fast glycinergic amplitude
values resulting from force-fitting the
double exponential equation. The plot to
the right shows the results of force-fitting
events recorded from the same cell in the
presence of either GABA-receptor or
glycine-receptor blockers. In the presence
of GABA-receptor blockers (green points),
it appears that most of the full amplitude of
each event can be explained by glycine-
receptor kinetics, while the opposite holds
in the presence of glycine-receptor kinetics
(purple points). The dotted gray lines mark
two SDs from the mean. Points that fall
above these lines are regarded as containing
both glycinergic and GABAergic compo-
nents and appear in abundance in control
conditions (Fig. 1D, blue points). The per-
centage of mIPSCs that were regarded as
containing dual components in baseline
conditions was 22.9
2.8% (n�6 cells; Fig.

1E). Using this method, the percentage of events classified as having
dual components after the addition of strychnine or SR95531 was
only 1.8 
 0.2% (n � 6 cells). Furthermore, 53.0 
 10.3% (n � 6
cells) of the mIPSCs identified as containing a significant glycine-
receptor component also contained a significant GABA-receptor
component. These results indicate that GABA and glycine can be
released from the same synaptic vesicle in terminals in the ICC.

Spike-triggered corelease of glycine and GABA
The previous analysis shows that vesicles containing both transmitters
may fuse spontaneously, but does not indicate whether such core-
lease occurs during normal spike-triggered exocytosis. However,
analysis of evoked release is not straightforward because electri-
cal stimulation of fibers within the ICC would inevitably activate
purely GABAergic interneurons as well as the glycinergic input
fibers. While it is feasible to electrically stimulate ascending axons
as they enter the ICC ventrally, this lemniscal fiber bundle also
contains fibers from purely GABAergic regions, such as the dorsal
nucleus of the lateral lemniscus (DNLL). Therefore, to further
study corelease in the ICC, we used the GlyT2-Cre mouse line to
achieve targeted optical activation of ascending glycinergic input
to the ICC (Fig. 2). The GlyT2-Cre mouse line effectively drives
Cre expression in 	80% of glycine-immunoreactive cells in the
brainstem and spinal cord (Ishihara et al., 2010). Therefore, when
crossed with a Cre-dependent reporter line to induce expression
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Figure 3. Photostimulation of ascending glycinergic fibers to the ICC results in IPSCs with both glycinergic and GABAergic
components. Ai, Example 10 Hz train of spikes evoked by light in a neuron in VNLL that expresses ChR2. In all figures, gray traces
represent individual sweeps while black traces represent the average. Aii, Enlarged individual spike. B, Example light-evoked IPSCs
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and SR95331. Bi shows an example where SR95531 was added first followed by strychnine (n �14 cells) and Bii shows the reverse
(n � 15 cells). This was done to eliminate systematic bias in measuring kinetics of one component solely from subtracted currents.
C, Light-evoked IPSC amplitude over time from an example cell following bath application of GABA-receptor antagonist SR95531
(5 �M) followed by glycine-receptor antagonist strychnine (500 nM). Because strychnine does not easily wash out, the amplitude
only shows partial recovery when these drugs are removed. D, Summary data plotting the amplitude of light-evoked IPSCs in
control, SR95531, and strychnine. The GABAergic component was significantly smaller than the glycinergic component of the total
current (n � 29 cells, F � 49.72, p � 0.0001, Friedman test; post hoc control vs glycinergic p � 0.0001, control vs GABAergic p �
0.0001, glycinergic vs GABAergic p � 0.038). E, The addition of GABA-receptor antagonist SR95531 (5 �M) or glycine-receptor
antagonist strychnine (500 nM) revealed an average GABAergic component of 31 
 4% of the evoked currents (n � 29 cells).
*p � 0.05, ***p � 0.001.
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of tdTomato in Cre-expressing cells, td-
Tomato� somata are present throughout
auditory brainstem areas known to contain
glycinergic cell bodies, including the VNLL
(Fig. 2Ai–Aiii) and LSO (Fig. 2Bi,Bii). No-
tably, cell bodies are absent from regions
known to contain many GABAergic neu-
rons but not glycinergic cells, such as the
ICC (Fig. 2Bi) and DNLL (data not
shown). To verify that Cre expression is
limited to glycinergic neurons in the audi-
tory brainstem, we crossed the GlyT2-Cre
line with a floxed tdTomato reporter line
(Ai9) and subsequently crossed the off-
spring to the GlyT2-EGFP line that labels
	90% of glycinergic neurons in the cere-
bellum and throughout the brainstem
(Zeilhofer et al., 2005). We analyzed the
VNLL (Fig. 2Aii, Aiii) for colabel of tdTo-
mato and EGFP within cell bodies. Across
three animals, an average of 3.0 
 0.7% of
the Cre-expressing cells in the VNLL were
GFP-negative and may therefore release
only GABA or glutamate in the ICC with
light stimulation (somas counted per an-
imal: 222, 423, 194). We believe this small
percentage is unlikely to change the inter-
pretation of our results.

Global expression of ChR2 in glyciner-
gic neurons allowed us to stimulate fibers
from all ascending sources of glycinergic
input to the ICC. Previous studies showed
that the GlyT2-Cre;ChR2 cross effectively
allows for light-evoked activation of gly-
cinergic neurons (Lu and Trussell, 2016).
We confirmed that photostimulation was effective in our prepa-
ration by making whole-cell recordings from the VNLL, the larg-
est source of glycinergic input to the ICC. With synaptic
transmission blocked, cells in the VNLL displayed an intrinsic
ChR2 current in response to blue light, and spiked reliably in
response to 1–2 ms light stimulation (Fig. 3A). We made whole-
cell recordings from cells in the ICC and stimulated IPSCs from
ascending glycinergic afferents with blue-wavelength light (Fig.
3B). When voltage-clamping cells at �60 mV, the average light-
evoked IPSC was 362.2 
 46.98 pA (n � 29 cells). The currents
were large enough that low internal chloride solution was suf-
ficient, so the IPSCs henceforth are outward. The theoretical
chloride reversal potential was �84.5 mV, while the measured
reversal potential was �84.3 
 1.2 mV (n � 4 cells). The
addition of GABA-receptor antagonist SR95531 (5 �M) or
glycine-receptor antagonist strychnine (500 nM) revealed an
average GABAergic component of 31 
 4% of the evoked
currents (n � 29 cells; Fig. 3B–E). This concentration was
sufficient to block the entire slow-decaying mIPSC compo-
nent in the presence of GABAA modulators (Fig. 1D). To-
gether, the percentage of the IPSC that was GABAergic ranged
quite widely, from 7.1 to 71.9% (Fig. 3E).

We compared the kinetics of glycinergic and GABAergic com-
ponents within single postsynaptic cells to probe for possible
functional differences in the signaling of these coreleased neu-
rotransmitters. For each cell, one component was pharmacolog-
ically isolated while the other component was digitally isolated by
subtracting the pharmacologically isolated current from the con-

trol trace. Half of the experiments in Figure 3 were performed by
adding SR95531 first and digitally re-creating the GABAergic
current while the other half were performed by adding strychnine
first and digitally re-creating the glycinergic current. This ap-
proach should remove systematic bias in kinetic measurements
resulting from the noise added to a digitally subtracted current.
IPSCs were well fit with a monoexponential decay (Fig. 4A). The
decay time constant of the isolated GABAergic component,
3.73 
 0.24 ms, was similar but significantly slower than the
isolated glycinergic component, 3.02 
 0.23 ms (Fig. 4B; control,
3.34 
 0.21 ms, n � 22 cells, F � 11.00, p � 0.0041, Friedman
test; post hoc glycinergic vs GABAergic p � 0.0027). The fast time
course of the GABAergic component was expected given the ki-
netics observed in our mIPSC recordings in control solutions.
Glycinergic decays measured from evoked events were not differ-
ent from mIPSC events (mIPSC n � 6 cells, evoked IPSC n � 22
cells, t(26) � 0.42, p � 0.67, two-tailed t test). Rise time (20 – 80%)
was also significantly slower for the GABAergic component
(0.93 
 0.08 ms) compared with the glycinergic component
(0.79 
 0.05 ms, control 0.80 
 0.04 ms; Fig. 4B; n � 24 cells,
F(2,23) � 4.79, p � 0.027, repeated-measures one-way ANOVA;
post hoc GABAergic vs glycinergic p � 0.039). The paired-pulse
ratio collected with an interstimulus interval of 100 ms was sim-
ilar between groups (control 0.70 
 0.04, glycinergic 0.61 
 0.05,
GABAergic 0.71 
 0.06; n � 11 cells, F(2,10) � 1.45, p � 0.26,
repeated-measures one-way ANOVA).

To control for unforeseen effects of light stimulation on decay
times, we compared the kinetics of isolated glycinergic IPSCs
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Figure 4. Glycinergic and GABAergic components to light-evoked currents had similar kinetics. A, Example light-evoked
IPSC shown in control conditions (black trace) and in the presence of GABA-receptor antagonist SR95531 (5 �M) to isolate
the glycinergic component (blue trace). The lower trace is the GABAergic component generated by subtracting the two
currents above. Each of these traces was fitted with a single exponential (red lines) to describe the decay kinetics. B,
Summary data of measured IPSC decays (upper plot) and rise times (lower plot) for total currents and their glycinergic and
GABAergic components. The glycinergic and GABAergic components had strikingly similar kinetics, but the GABAergic
decay was significantly slower (n � 22 cells, F � 11.00, p � 0.0041, Friedman test; post hoc control vs glycinergic p �
0.4074, control vs GABAergic p � 0.1752, glycinergic vs GABAergic p � 0.0027). Rise time (20 – 80%) was also signifi-
cantly slower for the GABAergic component (n � 24 cells, F(2,23) � 4.79, p � 0.027, repeated-measures 1-way ANOVA;
post hoc GABAergic vs glycinergic p � 0.039). C, Example IPSCs evoked by light (top trace) and theta electrode (bottom
trace, stimulus artifacts removed). D, Light-evoked IPSCs were �2� larger in amplitude than theta-evoked IPSCs, indi-
cating that theta-electrode stimulation only activated a portion of the total glycinergic input (n � 7 cells, t(6) � 2.89, p �
0.028, paired 2-tailed t test). E, Decay time constants (left plot) and 20 – 80% rise times (right plot) were not different
between light-evoked and theta-electrode-evoked IPSCs (time constant: n � 7 cells, t(6) � 0.11, p � 919, paired 2-tailed
t test; rise time: n � 7 cells, t(6) � 1.26, p � 0.25, paired 2-tailed t test). *p � 0.05, **p � 0.01).
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evoked by light versus theta-electrode stimulation measured
from the same cells in GlyT-Cre/ChR2(H134R) Cre reporter tis-
sue (Fig. 4C). Light-evoked IPSCs (200.2 
 52.4 pA) were �2�
larger than �-evoked (95.5 
 24 pA), suggesting that the � elec-
trode effectively stimulated around half of the total portion of
glycinergic inputs, assuming light can trigger spikes in all glycin-
ergic fibers (Fig. 4D; n � 7 cells, t(6) � 2.89, p � 0.028, paired
two-tailed t test). However, light-evoked (2.24 
 0.30 ms) versus
�-electrode-evoked (2.20 
 0.34 ms) IPSCs had similar decay
time constants (n � 7 cells, t(6) � 0.11, p � 919, paired two-tailed
t test) and rise times (0.63 
 0.06 vs 0.91 
 0.21 ms; n � 7 cells,
t(6) � 1.26, p � 0.25, paired two-tailed t test). Kinetic measures
therefore appear to be unaffected by light stimulation. Isolated
GABAergic IPSCs were also recorded with theta stimulation to de-
termine whether slower IPSCs could be observed. This would pre-
sumably activate either coreleasing and/or pure sources of GABAergic
input, including local GABAergic input. However, slower IPSCs were
not observed.

Targeted stimulation of afferents from VNLL reveals
coreleasing fibers
A prominent source of glycinergic input to the ICC comes from
the VNLL. We therefore targeted expression of ChR2 to glycin-

ergic neurons of the VNLL (see Materials
and Methods), allowing for greater speci-
ficity in the source of stimulated fibers
compared with global expression of ChR2
in glycinergic neurons. Intracranial viral
injections resulted in infected cell bodies
clearly localized to the VNLL (Fig. 5A,
left) and heavy fiber labeling in the ipsilat-
eral ICC (Fig. 5A, right). The average IPSC
amplitude evoked from virally injected
animals (156.5 
 32.2 pA, n � 15 cells)
was approximately one-third the size of
IPSCs recorded in transgenic mice with
global ChR2 expression in glycinergic fi-
bers (368.0 
 45.8 pA, n � 29 cells; Fig.
5B,C). This difference in amplitude could
not be accounted for by the relatively
older age range for virally injected animals
as there was no correlation between age
and IPSC amplitude in either the GlyT2-
Cre;ChR2 dataset (n � 30 cells, R 2 �
0.010, p � 0.60, linear regression) or the
viral injection dataset (n � 15 cells, R 2 �
0.007, p � 0.77, linear regression). Com-
pared with IPSCs measured with global
stimulation of glycinergic input (31 

4%, n � 29 cells), IPSCs resulting from
light stimulation of glycinergic fibers
from the VNLL were 42 
 5% GABAergic
(n � 15 cells; Fig. 5D; these values are not
statistically different: t(42) � 1.77, p �
0.11, two-tailed t test).

We compared kinetic parameters be-
tween isolated glycinergic and GABAergic
components and the findings were similar
to what was seen with global stimulation.
Decay times were similar but significantly
slower for GABAergic (3.94 
 0.33 ms)
versus glycinergic (2.97 
 0.19 ms) cur-
rents (Fig. 5E; control 3.53 
 0.17 ms, n �

13 cells, F(2,12) � 8.09, p � 0.0021, repeated-measures one-way
ANOVA; post hoc GABAergic vs glycinergic p � 0.0015). Unlike
with global stimulation, the GABAergic rise time (1.09 
 0.15
ms) was slightly but significantly slower than the average rise time
measured in control conditions (0.91 
 0.13 ms) or from the
isolated glycinergic IPSC (0.92 
 0.11 ms; Fig. 5F; n � 13 cells,
F � 9.39, p � 0.0092, Friedman test; post hoc GABAergic vs
control p � 0.0324, GABAergic vs glycinergic p � 0.0181).

All biophysical subtypes of ICC neurons received
coreleased input
Given the wide variation in the fraction of the IPSC contributed
by GABA, we asked whether this might vary with cell type in the
ICC. Classification schemes of cell types in the ICC based on
morphology, neurotransmitter content, and biophysical proper-
ties have not yet correlated in such a way to define agreed-upon
subsets of neurons (Reetz and Ehret, 1999; Peruzzi et al., 2000; Bal
et al., 2002; Wallace et al., 2012). We therefore categorized the
firing properties of cells from which we recorded into five groups
(Fig. 6) and compared these to the profile of inhibition. All five
subtypes displayed light-evoked IPSCs as well as evidence for dual
components based on the addition of either glycine-receptor or
GABA-receptor antagonists to the bath. The average percentage

0.0

0.5

1.0

1.5

2.0

2.5

Control

0

100

200

300

400

500

0

20

40

60

80

100

B

***

D E
**

F

A

+strychnine +strychnine
& SR95531

C

VNLL

***

2

0

4

6

8

*
*

50 pA
25 ms

20
-8

0%
 ri

se
 ti

m
e 

(m
s)

300 μm

ICC

eI
P

S
C

 a
m

pl
itu

de
 (p

A
)

500 μm

eI
P

S
C

 d
ec

ay
 τ

  (
m

s)

%
 G

A
B

A
er

gi
c

co
m

po
ne

nt

Control Glycinergic GABAergic

Control Glycinergic GABAergic Control Glycinergic GABAergic

Figure 5. Light stimulation of glycinergic fibers ascending from the VNLL. A, Confocal images (10� tile) of coronal sections
taken from a GlyT2-Cre mouse injected into the VNLL with an AAV (serotype 2/1) to drive expression of ChR2 in a Cre-dependent
manner. Left, The injection is well targeted to the VNLL. Right, Ascending fibers from the VNLL permeate the central nucleus of the
inferior colliculus. Atlas illustrations adapted from Paxinos and Franklin (2001). B, Light-evoked IPSCs recorded from a mouse with
ChR2 targeted to glycinergic fibers ascending from the VNLL. Similar to photostimulation of global glycinergic input, bath appli-
cation of glycine-receptor antagonist strychnine results in only partial block of the current, with the remainder blocked by GABA-
receptor antagonist SR95531. C, Summary data of current amplitudes measured from control conditions, in strychnine (revealing
the GABAergic component), and from the subtraction of these two currents (revealing the glycinergic component). The glycinergic
(87.2 
 20.3 pA) and GABAergic (69.5 
 16.8 pA) components were significantly smaller in amplitude compared with the IPSCs
measured in control conditions (156.5 
 32.1 pA; n � 15 cells, F � 23.3, p � 0.001, Friedman test; post hoc control vs glycinergic
p � 0.001 and control vs GABAergic p � 0.001). D, The average percentage component of GABA resulting from stimulation of
glycinergic afferents from the VNLL was 41.6 
 4.5% (n � 15 cells). E, Similar to global stimulation of glycinergic inputs to the
inferior colliculus, the decay of the GABAergic component was slightly but significantly slower than that of the glycinergic compo-
nent of the IPSC (n � 13 cells, F(2,12) � 8.09, p � 0.0021, repeated-measures 1-way ANOVA; post hoc GABAergic vs glycinergic
p � 0.0015). F, Summary data of 20 – 80% rise times measured from components of the IPSC. Isolated GABAergic IPSC rise times
were slightly but significantly slower (n � 13 cells, F � 9.39, p � 0.0092, Friedman test; post hoc GABAergic vs control p �
0.0324, GABAergic vs glycinergic p � 0.0181). *p � 0.05, **p � 0.01, ***p � 0.001).
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GABAergic component present in the IPSCs of each cell type are
as follows (followed by the number of cells in which percentage
GABAergic component was determined out of the total number
of the cell type recorded from that received input from photo-
stimulation of glycinergic fibers): sustained, Ih, 32 
 6% (n � 12
of 54 cells); sustained, 31 
 6% (n � 6 of 14 cells); pauser, 44 

8% (n � 5 of 8 cells); strongly adapting, 37 
 9% (n � 5 of 18
cells); and onset, 7.1% (n � 1 of 4 cells). Excluding the onset
subtype, there was no difference in the percentage GABAergic
component between cell types (n � 28 cells, F(3,24) � 0.65, p �
0.590, one-way ANOVA). Furthermore, general features of the
IPSCs were similar between cell types, including amplitude (n �
29 cells across subtypes, F(3,25) � 1.74, p � 0.184, one-way
ANOVA) and decay time (n � 26 cells across subtypes, F � 3.09,
p � 0.377, Kruskal–Wallis).

High-frequency stimulation of coreleasing fibers does not
support unique roles for GABA and glycine in short-term
synaptic depression
Coreleased glycine and GABA at some auditory brainstem syn-
apses differ in their short-term synaptic plasticity, particularly
under periods of high activity. This may endow the neurotrans-
mitters with unique roles in maintaining inhibition (Ishibashi et
al., 2013; Fischl et al., 2014; Nerlich et al., 2014). In addition to
enabling a glycine-source-specific comparison of amplitudes and

kinetics, injections in the VNLL of the viral construct allowed us
to study short-term synaptic plasticity in greater detail. This ad-
vantage became clear when, using the transgenic cross described
above, we observed that light stimulation resulted in greater
short-term synaptic depression compared with �-electrode stim-
ulation (data not shown). We reasoned that this difference in
plasticity may result from ChR2 desensitization if the expression
levels of ChR2 are just sufficient to drive spikes for a limited
number of stimuli. Virally induced ChR2 expression results in
higher expression levels of ChR2 that may compensate for this
desensitization. Indeed, we found that during trains of stimuli,
relative amplitudes of IPSCs evoked by light stimulation
matched those of �-electrode stimulation for �50 Hz in virally
injected animals [Fig. 7A,B; light n10,20,50 Hz � 24, 18, 21 cells;
theta n10,20,50 Hz � 5, 6, 6 cells; F10,20,50 Hz � 2.48, 1.48, 0.25;
df

10,20,50 Hz
�(1,27), (1,22), (1,25); p10,20,50 Hz � 0.1267, 0.2375,

0.6208, two-way ANOVAs with repeated measures; 10 Hz data
showed a significant interaction (p � 0.0083), but post hoc com-
parisons were not significant].

We next tested whether the relative contribution of glycine and
GABA to the postsynaptic current is dependent on the length and
frequency of stimulation. If true, this might suggest selective deple-
tion of one transmitter over the other. However, no difference in
synaptic depression was observed between control conditions and in
the presence of strychnine when stimulating a train of 10 spikes at 10
Hz (Fig. 7C; n � 9 cells, F(1,8) � 0.682, p � 0.4328, two-way ANOVA
with repeated measures on both factors). There was also no differ-
ence in depression when stimulating at a higher frequency for a
longer time period, specifically driven at 50 Hz for 1 s (n � 10 cells,
F(1,9) � 3.5, p � 0.0942, two-way ANOVA with repeated measures
on both factors). These results indicate that the relative contribu-
tions of GABA and glycine to the total IPSC remains constant even
during long trains of stimuli.

GABAB receptors are located on glutamatergic (Sun et al.,
2006) and GABAergic (Ma et al., 2002) terminals in the ICC. We
confirmed that glycinergic terminals likely express GABAB recep-
tors as well: the addition of the GABAB-receptor agonist 10 �M

baclofen decreased the amplitude of light-evoked IPSCs by an
average of 39 
 8% (Fig. 8Ai,Aii; ACSF, 286.6 
 91.5 pA;
baclofen, 167.6 
 53.2 pA; wash, 258.6 
 87.1 pA; n � 10 cells,
F � 11.14, p � 0.0012, Friedman test; post hoc ACSF vs baclofen
p � 0.004, baclofen vs wash p � 0.005; n � 10 cells, F(2,9) � 1.23,
p � 0.3157, repeated-measures one-way ANOVA). While activa-
tion of presynaptic GABAB receptors is also expected to change
paired-pulse depression, no change was observed (Fig. 8Aiii;
ACSF, 0.76 
 0.05; baclofen, 0.75 
 0.05; wash, 0.75 
 0.05; n �
10 cells, F(2,9) � 1.23, p � 0.3157, repeated-measures one-way
ANOVA). However, baclofen did not affect the input resistance
or bias current of the cells recorded from, and we conclude that
paired-pulse ratio may not be a robust indicator of the expected
presynaptic change (input resistance averages: 494.6 
 115.7 M�
in ACSF, 432.5 
 85.2 M� in baclofen; n � 9 cells, t(8) � 1.35,
p � 0.214, paired t test: bias current averages: �25.3 
 24.3 pA in
ACSF, �10.6 
 31.1 pA in baclofen; n � 10 cells, t(9) � 1.45, p �
0.1819, paired t test).

In vivo, iontophoresis of GABAB-receptor blockers alters re-
sponse to tones (Vaughn et al., 1996), but the source of the GABA
that reaches these receptors is unknown. We therefore tested
whether the GABA coreleased from glycinergic terminals could
act on presynaptic GABAB receptors to affect the release proba-
bility of the synapse. However, there was no difference in depres-
sion in trains of 10 (Fig. 8Bi) and 50 Hz (Fig. 8Bii) stimuli before
and after application of the GABAB-receptor antagonist CGP55845

Sustained (14/98) Sustained, Ih (54/98)

Onset (4/98)

Pauser (8/98)

200 ms

50 mV

Strongly adapting (18/98)

Figure 6. Intrinsic properties of neurons in the central nucleus of the inferior colliculus.
Voltage traces displayed for �500, �200, �200, and �500 pA current steps. Firing proper-
ties were recorded in a total of 98 neurons, which were categorized into the five subtypes
displayed. The pauser phenotype is revealed with a prehyperpolarizing step (�100 pA). Cells
were held at �65 mV. Horizontal axes in traces indicate 0 mV.
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(2 �M; n � 5 cells, F(1,4)10,50 Hz � 0.007, 2.147; p10,50 Hz � 0.94,
0.22; two-way ANOVA with repeated measures on both factors).
We also tested whether coreleased GABA could inhibit glutamate
release in the ICC via activation of GABAB receptors located on
glutamatergic terminals. We evoked EPSCs with theta stimula-
tion (paired pulses, 100 ms interval) before and after intense
photostimulation of glycinergic fibers (50 Hz 1 ms light pulses
delivered for 5 s; Fig. 8Ci). If the coreleased GABA reaches
GABAB receptors on glutamatergic terminals, this should depress
release from these terminals, resulting in decreased EPSC ampli-
tude and a larger ratio of the second to the first EPSC amplitude.
However, similar to glycinergic fibers, there was no difference in
either the amplitude of the first EPSC after intense photostimu-
lation of glycinergic fibers (Fig. 8Cii; average 156.2 
 30.7 pA
pre-light train vs 157.6 
 30.65 pA postlight train; n � 10 cells,
t(9) � 0.59, p � 0.57, paired t test) or paired-pulse depression
(Fig. 8Ciii; average 0.85 
 0.02 prelight train vs 0.87 
 0.03
postlight train; n � 10 cells, t(9) � 1.12, p � 0.29, paired t test).

Discussion
We found that glycinergic fibers ascending to the ICC corelease
glycine and GABA. We proceeded to probe the currents for dif-
ferences that have been shown at other synapses to endow the
neurotransmitters with unique functions. Surprisingly, core-
leased glycinergic and GABAergic currents in the ICC had strik-
ingly similar features, including kinetics, contact with cell types in
the ICC, short-term depression dynamics, and effect on presyn-
aptic release. Therefore, despite the likely presence of corelease in

the auditory midbrain into adulthood,
our data do not support popular hypoth-
eses for the functions of corelease.

Glycinergic neurons are found only as
far up the neuraxis as the lemniscal nuclei,
and their collicular inputs are probably
the highest density of glycinergic synapses
in the brain. From the midbrain on,
GABA is the primary inhibitory transmit-
ter of projection and interneurons. Yet
even in the ICC, glycinergic afferents,
largely ascending from VNLL, corelease
GABA with glycine, suggesting that core-
lease is a highly conserved feature of gly-
cinergic terminals. One line of evidence
supporting corelease in the ICC is the
presence of dual decay components ob-
served in mIPSCs, which are the result of
the release of a single synaptic vesicle. Gly-
cine and GABA use the same vesicular
transporter and are therefore packaged
together into the same vesicle if both are
present at the synaptic terminal (Wojcik
et al., 2006). Mixed components within
mIPSCs can be distinguished via differing
receptor pharmacology and kinetics. Us-
ing allosteric modulators of the GABAA

receptor to slow its decay, we found that
22.9 
 2.8% of the mIPSCs were mixed.
This percentage is an underestimation of
the fraction of glycinergic terminals re-
leasing GABA because the estimate also
includes mIPSCs from GABAergic cells
within the ICC. Corelease is further sup-
ported by the fact that GABA-receptor-
mediated currents are recorded from cells

in the ICC with targeted light stimulation of glycinergic fibers.
Corelease has been described as characteristic of neonatal cells
(�10 d old; Nabekura et al., 2004; Muller et al., 2006). However,
we find prominent corelease in mature animals, which is consis-
tent with immunohistochemical studies performed in adult ani-
mals and suggests functional importance of corelease in the
mature ICC (Saint Marie et al., 1997; Riquelme et al., 2001;
Tanaka and Ezure, 2004).

One way in which coreleased GABA and glycine could serve
different functions is through differing postsynaptic kinetics,
given that GABAergic currents typically decay more slowly
(Russier et al., 2002). However, we found that in the ICC,
GABAergic currents were nearly as fast as glycinergic currents
(3.7 vs 3.0 ms respectively). This observation is likely accounted
for by the fact that the �1 subunit that endows GABA receptors
with fast kinetics is more common than �2 in the ICC (Milbrandt
et al., 1997; Wässle et al., 2009; Dixon et al., 2014). Another
possibility is that GABA corelease in the inferior colliculus shapes
the kinetics of the glycinergic component of the IPSC. In trape-
zoid body neurons, GABA binds to glycine receptors as a coago-
nist to accelerate IPSC decay times, yielding IPSCs with
submillisecond kinetics (Lu et al. 2008). It is possible that GABA
corelease is similarly required to very precisely fine-tune the time
course of inhibitory input to optimally balance excitatory input
(Kim and Fiorillo, 2017).

Our viral injections demonstrate that at least some portion of
coreleasing fibers in the ICC ascend from the VNLL. The VNLL is
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largely a monaural region and is therefore
thought to be important for recognition
of temporal patterns (Oertel and Wickes-
berg, 2002). Many cells in the VNLL show
an onset pattern in response to sound
stimuli with a stable first-spike latency
across intensities (Zhang and Kelly, 2006;
Liu et al., 2014). These cells likely receive
their primary input from octopus cells of
the cochlear nucleus (Adams, 1997; Pollak
et al., 2011). The large inhibitory input
from the VNLL to the ICC is therefore
generally thought to provide precisely
timed feedforward inhibition that would
sculpt the tuning properties of cells in the
ICC, particularly at the onset of sound
(Covey and Casseday, 1991; Nayagam et
al., 2005; Xie et al., 2007). The IPSC am-
plitude evoked from virally injected ani-
mals was smaller than in transgenic mice,
suggesting that neurons in the ICC receive
glycinergic input from multiple cells.
The kinetic features and percentage of
GABAergic input from glycinergic fibers
ascending from the VNLL were similar to
what we observed when stimulating
global glycinergic input, suggesting that
glycinergic inputs from the LSO may have
similar properties.

Viral injections into the VNLL enabled
us to examine dynamics of short-term
synaptic depression for currents mediated
by coreleased GABA versus glycine. There
was no difference in synaptic depression
exhibited in the presence of glycine-
receptor blockers compared with control
even with high-frequency stimulation, ar-
guing against an activity-dependent shift
in the GABA/glycine ratio observed at
other coreleasing synapses (Ishibashi et
al., 2013; Fischl et al., 2014; Nerlich et al.,
2014). We also tested whether coreleased
GABA could act on presynaptic GABAB receptors to affect syn-
aptic release as reported in the anteroventral cochlear nucleus
and spinal cord (Chéry and de Koninck, 1999; Lim et al., 2000). In
the ICC, GABAB receptors are located on glutamatergic and
GABAergic terminals (Ma et al., 2002; Sun et al., 2006), with little
evidence for postsynaptic GABAB receptors outside of the dorsal
cortex (Sun et al., 2006; Sun and Wu 2009). In this study, GABAB-
receptor agonist depressed the amplitude of light-evoked IPSCs
by 39 
 8%. Though the paired-pulse depression was unaffected,
it is likely that the GABAB receptors are largely presynaptic as the
GABAB-receptor agonist shows no effect on the cells recorded in
the ICC from either in this or previous studies. We asked whether
the coreleased GABA could act on GABAB receptors to modify
the release probability of either glycinergic or neighboring gluta-
matergic fibers. However, intense photostimulation to maximize
GABA release from glycinergic terminals did not change the re-
lease properties of either glycinergic or glutamatergic terminals.
We therefore did not observe any evidence for a unique role for
coreleased GABA in GABAB-receptor activation.

The balance of glycinergic and GABAergic transmission from
coreleasing afferents not only relies on presynaptic loading of glycine

and GABA into single vesicles, but also postsynaptic receptor expres-
sion. We therefore compared response properties to photostimula-
tion across cell types in the ICC categorized according to firing
properties in response to current injection. We observed firing pat-
terns similar to those described by Ono et al. (2005), except that we
did not attempt to further categorize subtypes based on neurotrans-
mitter content, levels of spike adaptation during the train, and firing
rate. The pauser firing pattern is mediated by a fast inactivating K
conductance known as A-type current (Sivaramakrishnan and Oli-
ver, 2001). The sag and rebound displayed by all but sustained sub-
types are likely mediated by Ih, a hyperpolarization-activated cation
current (Koch and Grothe, 2003). The rebound hump present in
sustained neurons lacking Ih could be accounted for by activation of
calcium channels (Sivaramakrishnan and Oliver, 2001). All of these
subtypes showed light-evoked IPSCs with similar GABA/glycine ra-
tios and kinetic features (with the possible exception of onset cells).
However, some types may be found to express a unique complement
of inhibitory receptors as cell-type definitions in the ICC are refined.

Given the strikingly similar features of glycinergic and
GABAergic currents in the ICC, it is possible that corelease pro-
vides a mechanism for finer inhibitory tuning via independent
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receptor modulation. Glycine transmission in this study made up
the majority of the IPSC amplitudes. Glycine receptors may
therefore be relatively more important for setting strength of
inhibition, whereas GABA receptors, with their smaller unitary
conductance and more complex subunit diversity, could allow
for inhibitory refinement. Differential modulation of GABA and
glycine receptors, by neurosteroids and zinc for instance, could
also aid in tuning inhibition (Hosie et al., 2003; Belelli and Lam-
bert, 2005; Trombley et al., 2011). Independent receptor modu-
lation coupled with the highly similar features of coreleased
GABA and glycine observed in this study may further permit the
neurotransmitters to compensate for one another under condi-
tions where one system is compromised (Takazawa et al., 2017).
Aging, acoustic trauma, and tinnitus have all been associated with
hyperactivity and decreased GABAergic activity in the inferior
colliculus (Caspary et al., 2008; Robertson and Mulders, 2012;
Auerbach et al., 2014; Ropp et al., 2014). Interestingly, unilateral
acoustic trauma or cochlear ablation results in decreased GABA
release and GABAA-receptor expression in the inferior colliculus
without any persistent change in levels of glycine-receptor
mRNA or [ 3H]strychnine binding (Suneja et al., 1998; Yan et al.,
2007; Dong et al., 2010a,b). Corelease may therefore provide a
necessary redundancy that maintains the homeostasis of inhibi-
tion in the ICC.

In summary, current models about the functional impact of
glycine and GABA corelease in the auditory brainstem are not
supported in the auditory midbrain even though corelease likely
persists into adulthood. However, the resulting diversity in post-
synaptic receptors could serve to maintain homeostasis of inhib-
itory networks integrated by the ICC, including under such
conditions as aging or acoustic trauma where one neurotransmit-
ter system may be preferentially affected.
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