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Lipocalin 2 binds to membrane phosphatidylethanolamine to
induce lipid raft movement in a PKA-dependent manner and

modulates sperm maturation
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Tak W. Mak* and Gen Kondoh'-*

ABSTRACT

Mammalian sperm undergo multiple maturation steps after leaving the
testis in order to become competent for fertilization, but the molecular
mechanisms underlying this process remain unclear. In terms of
identifying factors crucial for these processes in vivo, we found that
lipocalin 2 (Lcn2), which is known as an innate immune factor inhibiting
bacterial and malarial growth, can modulate sperm maturation. Most
sperm that migrated to the oviduct of wild-type females underwent lipid
raft reorganization and glycosylphosphatidylinositol-anchored protein
shedding, which are signatures of sperm maturation, but few did so in
Lcn2 null mice. Furthermore, we found that LCN2 binds to membrane
phosphatidylethanolamine to reinforce lipid raft reorganization via a
PKA-dependent mechanism and promotes sperm to acquire fertility
by facilitating cholesterol efflux. These observations imply that
mammals possess a mode for sperm maturation in addition to the
albumin-mediated pathway.

KEY WORDS: LCN2, Sperm, Lipid raft, Phosphatidylethanolamine,
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INTRODUCTION

After leaving the testis, mammalian sperm acquire various
modifications in the male and female reproductive tracts in order
to complete fertilization competency. Capacitation is one of the
most important steps in the sperm maturation process, which occurs
in the female reproductive tract and is possibly affected by humoral
factors and/or the interaction between the sperm and the oviductal
epithelium (Yanagimachi, 2009; Ikawa et al., 2010; Smith and
Yanagimachi, 1990). During capacitation, the sperm outer
membrane undergoes cholesterol depletion, which is associated
with signaling processes such as protein kinase A (PKA) activation
toward protein tyrosine phosphorylation (Visconti et al., 1995;
Travis and Kopf, 2002; Visconti, 2009; Bailey, 2010; Signorelli
et al., 2012). Another important step is the acrosome reaction (AR)
(Wassarman and Litscher, 2001, 2008). The acrosome is a Golgi-
derived organelle that overlies the sperm nucleus in the apical region
of the sperm head. During the AR, the outer acrosomal membrane
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and the plasma membrane of sperm fuse, followed by exposure of
the inner acrosomal membrane and the release of acrosomal
components. Zona pellucida (ZP) binding of the sperm is a trigger
of the AR in vivo and this process can be experimentally mimicked
by treating sperm with calcium ionophore to facilitate Ca>* influx
(Costello et al., 2009). Only sperm that have completed the AR
can exclusively penetrate the ZP and fuse with the egg plasma
membrane.

In a previous study, we discovered the linkage between
ganglioside GM1 relocation and glycosylphosphatidylinositol-
anchored protein (GPI-AP) release (Watanabe and Kondoh,
2011). GMI is a characteristic component and reliable biomarker
of the lipid raft. However, bovine serum albumin (BSA), which is
widely used for inducing sperm capacitation, alone could not induce
GM1 relocation nor GPI-AP release, but could following calcium
ionophore A23187 treatment, implying that these molecular
movements are completed when the AR occurs (Watanabe and
Kondoh, 2011).

In terms of identifying female factors that induce such molecular
movements in vivo, we find that lipocalin 2 (LCN2) can promote
sperm capacitation. LCN2 is a small extracellular protein that
belongs to the lipocalin family (Flower, 1996; Akerstrom et al.,
2000). It is also well known as an innate immune factor that captures
the siderophore, a molecular complex crucial for bacterial iron
uptake, and suppresses bacterial growth (Goetz et al., 2002; Flo
etal., 2004; Bergeret al., 2006). More recently, LCN2 was shown to
suppress bloodstream malarial growth by activating both innate and
adaptive immune systems via an iron metabolism-reinforcing
function (Zhao et al., 2012).

In this study, we found that GM1 relocation/GPI-AP release of
the sperm membrane was strongly suppressed in the Lcn2 knockout
female reproductive tract. LCN2 protein could induce GMI1
relocation in a PKA-dependent manner and also cholesterol
efflux, and was able to facilitate the AR in association with Ca>*
influx and also the fertility of sperm in vitro, which are known
parameters for sperm capacitation. Moreover, we discovered that
LCN2 directly binds to membrane phosphatidylethanolamine (PE).
These in vivo and in vitro observations indicate that LCN2
modulates fertility acquisition in sperm.

RESULTS

Identification of LCN2 in female uterotubular junction

To induce sperm maturation for the acquisition of fertility, BSA or
methyl-B-cyclodextrin (M-B-CD) is commonly used, but these are
artificial compounds. We aimed to identify in vivo factors that have
a similar function to these compounds. For one trial, we compared
the gene expression profiles of female uterotubular junction (UTJ)
tissues, where sperm maturation is believed to begin, among three
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different statuses: status 1, estrous without mating; status 2, estrous
mated with vasectomized males; and status 3, estrous mated with
normal males. When we compared status 1 with status 2, or status 1
with status 3, elevations of multiple immune reaction genes were
observed (data not shown). Then, we set up a comparison between
status 2 and status 3. The main difference between them is that status
3 contains sperm or epididymal component stimuli, whereas status 2
does not; thus, we could detect changes of the gene expression
profile directed by sperm. We found 210 genes with elevated
expression in status 3 (supplementary material Table S1).

Aiming to find UTJ environmental factors, we searched in
particular for soluble or membrane-attached proteins. Among these,
we first focused on LCN2. Its expression was elevated more than
6-fold by copulation stimuli and ~3-fold by sperm/epididymal
component stimuli (supplementary material Table S1). LCN2
protein expression in UTJ was confirmed by immunoblotting and
was significantly elevated by these stimuli (supplementary material
Fig. S1). Moreover, it is reported that Lcn2 knockout females show a
significant reduction in pregnancy rate (Berger et al., 2006)
(supplementary material Fig. S3), which prompted us to examine
LCN2 further.

LCN2 is a sperm maturation factor in the oviduct

First, EGFP (K268Q)-GPI transgenic males, a mouse strain that can
be used to monitor GPI-AP release, were mated with Lcn2 knockout
females; then, migrating sperm were collected from oviducts and
examined for GM1 and EGFP (K268Q)-GPI statuses. We observed
that GM1 relocation (Fig. 1A) or shedding of EGFP (K268Q)-GPI
in the sperm head (Fig. 1B) was suppressed in the absence of Lcn2
(Fig. 1C,D). Considering our previous investigations (Watanabe
and Kondoh, 2011), these observations suggested that LCN2 is a
candidate sperm maturation factor in the female reproductive tract.

LCN2 promotes sperm capacitation in vitro

To understand the molecular mechanisms underlying LCN2-
mediated sperm maturation, we prepared recombinant LCN2
protein (supplementary material Fig. S2) and performed further
analyses in vitro. In a previous study, it was reported that LCN2 is
expressed in the epididymis (Elangovan et al., 2004). Thus, to exclude
epididymal LCN2 and examine LCN2 functions quantitatively by
adjusting the protein concentration, we used Lcn2 knockout mouse
sperm in the following studies. This mouse shows normal in vitro (see
Fig. 3) or in vivo (supplementary material Fig. S3) fertility. When the
epididymal Lcn2™~ sperm were treated with 40 pg/ml LCN2,
which is one-hundredth of the amount of BSA in a standard
treatment (4 mg/ml), GM1 relocation was significantly induced
(Fig. 2A), an early phase signature of capacitation (Watanabe and
Kondoh, 2011). However, neither the AR, as detected by IZUMO1
relocation, nor GPI-AP release (Watanabe and Kondoh, 2011; Satouh
et al., 2012) was induced by LCN2 alone (Fig. 2B; supplementary
material Fig. S4). BSA is not an inducer of the AR by itself but
induces capacitation, which is required to prepare sperm for the AR
(Watanabe and Kondoh, 2011). Incubation of sperm with LCN2 can
prepare sperm for A23187-induced AR (Fig. 2C,D). These lines of
evidence imply that LCN2 is a capacitation-promoting factor.

GM1 movement by LCN2 depends on a PKA-mediated
mechanism, but not PI3K, the Raf-MAP kinase pathway nor
protein tyrosine phosphorylation

One of the most rapid intracellular events following the induction of
capacitation is the activation of PKA. It occurs within 30 min
of induction, followed by other events such as phosphoinositide

2158

3-kinase (PI3K) activation, Raf-MAP kinase signaling pathway
activation or protein tyrosine phosphorylation (Visconti, 2009;
Signorelli etal., 2012). We first examined the involvement of PKA in
GMI1 movement. Sperm were incubated in LCN2-containing
medium supplemented with the PKA inhibitor KT5720, and
stained with AlexaFluor 594-conjugated cholera toxin subunit B
(CTB). As shown in Fig. 2E, relocation of GM1 by LCN2 was
suppressed upon PKA inhibition. By contrast, the PI3K inhibitor
AS605240 had no effect.

Then, the manner of downstream signaling events was examined.
After incubating sperm with BSA, protein tyrosine phosphorylation
is induced (Bailey, 2010). We examined this after LCN2 treatment,
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Fig. 1. LCN2 is a sperm maturation factor in the mouse female
reproductive tract. (A) GM1 staining of migrating EGFP (K268Q)-GPI
transgenic sperm collected from oviducts. Sperm classified according to three
patterns (hazy, apical ridge, entire head) (Watanabe and Kondoh, 2011) are
displayed. (B) EGFP (K268Q)-GPI migrating sperm collected from oviducts.
Sperm classified according to two patterns (bright, shed) (Watanabe and
Kondoh, 2011) are displayed. (C) GM1 staining patterns among the population
of ejaculated EGFP (K268Q)-GPI transgenic sperm collected from oviducts of
Lcn2 knockout mice. Data from wild-type mice (Lcn2*") are also displayed.
Number of sperm examined: Lcn2™'~, n=161; Len2™', n=158. *P<0.001,
Student’s t-test. (D) EGFP (K268Q)-GPI staining patterns among the
population. Number of sperm examined: Lcn2”’, n=161; Lcn2”*, n=154.
*P<0.005, Student’s t-test. Values in bars indicate the percentage of sperm
showing the entire head pattern (C) or the shed pattern (D). Data were
accumulated from five independent experiments.
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but found no induction, even with an excess amount, in contrast
to BSA or M-B-CD (supplementary material Figs S5 and S6).
Moreover, we found that Raf kinase inhibitor protein (RKIP)
was downregulated in BSA-treated or M-B-CD-treated sperm,
suggesting activation of the Raf-MAP kinase signaling pathway
(Minden et al., 1994), but this did not occur in LCN2-treated sperm
(supplementary material Fig. SS5). These observations suggest that
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Fig. 2. LCN2 mode for sperm maturation in vitro. (A) GM1
relocation. Sperm collected from the epididymis of Len27
males were incubated in HTF-PVA medium with (+) or
without (=) LCN2 for 120 min and stained with AlexaFluor
594-conjugated CTB. Sperm were classified according to the
three patterns (Fig. 1A) and their proportion in the population
determined. Number of sperm examined: LCN2 (-), n=210;
LCN2 (+), n=215. *P<0.0005, Student’s t-test. (B) IZUMO1
immunostaining for evaluating the acrosome reaction.
Acrosome-reacted sperm (AR) showed the entire head
staining pattern, whereas acrosome-intact sperm showed an
acrosomal cap pattern (Al). Number of sperm examined:
LCN2 (), n=218; LCN2 (+), n=233. (C) GM1 status after
A23187 calcium ionophore treatment to induce AR.
Epididymal sperm were preincubated in HTF-PVA or HTF-
PVA-LCN2 (40 pg/ml) for 120 min and then further incubated
with A23187 for 60 min. Number of sperm examined:
HTF-PVA (-), n=196; HTF-PVA+A23187 (A23187), n=191;
HTF-PVA-LCN2 (LCN2), n=202; HTF-PVA-LCN2+A23187
(LCN2+A23187), n=209. Student’s t-test: *P<0.005,
**P<0.01. ANOVA: P<0.05. (D) IZUMO1 status after A23187
calcium ionophore treatment. Number of sperm examined:
HTF-PVA (-), n=214; HTF-PVA+A23187 (A23187), n=203;
HTF-PVA-LCN2 (LCN2), n=205; HTF-PVA-LCN2+A23187
(LCN2+A23187), n=273. Student’s t-test: *P<0.01. ANOVA:
P<0.003. (E) GM1 relocation was inhibited by PKA inhibitor
but not by PI3K inhibitor. Lcn2~'~ sperm were incubated in
LCN2-containing medium supplemented with 1.0 uM
KT5720 (PKAI), 5.0 uM AS605240 (PI3-Ki) or vehicle only for
120 min and stained with AlexaFluor 594-conjugated CTB.
Data from medium lacking LCN2 are also indicated. Sperm
classified according to the three patterns are indicated by
their proportion in the population examined. Number of
sperm examined: LCN2 (-), n=229; LCN2 (+), n=225;
LCN2 (+) +PKAI, n=238; LCN2 (+) +PI3-Ki, n=239. Student’s
t-test: *P<0.01. ANOVA: P<0.001. (F) LCN2 facilitates
cholesterol efflux from the sperm membrane. Sperm
collected from the epididymis were cultured in HTF-PVA (-),
HTF-LCN2 (LCN2), HTF-BSA (BSA) or HTF-M-3-CD
(M-B-CD) for 120 min. Culture supernatants were collected
and the amount of cholesterol was measured. Student’s
t-test: *P<0.001, **P<0.0001, ***P<0.05. ANOVA: P<0.0001.
Values in bars indicate the percentage of sperm showing the
entire head pattern (A,C,E), percentage acrosome-reacted
sperm (B,D), or mg/ml cholesterol (F). Data were
accumulated from four (A-C,E) or three (D,F) independent
experiments.
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LCN2-mediated lipid raft movement is mediated by PKA action,
but, unlike BSA or M-B-CD, does not depend on downstream
signaling events.

LCN2 can induce cholesterol efflux
Next, we examined whether LCN2 can facilitate cholesterol efflux,
a well-known phenomenon in sperm capacitation. As shown in

Fig. 3. In vitro fertility of LCN2-treated sperm. (A) Epididymal
sperm were preincubated in HTF-PVA or HTF-PVA-LCN2,
HTF-BSA or HTF-PVA-M-B-CD for 120 min and then inseminated
with cumulus-positive oocytes in HTF-PVA. Efficiency of IVF is
indicated as percentage fertilization (see Materials and Methods).
Five (HTF-PVA, HTF-PVA-LCN2) or four (HTF-BSA, HTF-PVA-M-
B-CD) independent experiments were performed. Number of
eggs examined: LCN2 (=), n=160; LCN2 (+), n=171; BSA, n=131;
M-B-CD, n=128. Student’s t-test: *P<0.005, **P<0.0001.
ANOVA: P<0.0001. (B) Newborn pups obtained from embryos
fertilized in the presence of LCN2 appear normal.
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Fig. 2F, marked cholesterol efflux was observed, confirming that
LCN2 induces capacitation. Notably, LCN2 could again remove
cholesterol at a similar efficiency to the 100-fold greater amount of
BSA present in a standard treatment.

LCN2 promotes in vitro fertilization

We then examined the effect of LCN2 on in vitro fertilization (IVF).
As shown in Fig. 3A, LCN2 possesses the ability to increase [VF
efficiency. Moreover, when embryos obtained from LCN2-
mediated IVF were transferred to pseudo-pregnant females,
normal pups (Fig. 3B) were obtained in reasonable numbers (129
newborns after 299 embryos transferred).

LCN2 binding to sperm membrane induces lipid raft
movement

To clarify the biological significance of LCN2 binding to the sperm
membrane, we treated epididymal sperm with biotinylated LCN2
and monitored for LCN2 binding and lipid raft movement over the
same timecourse. LCN2 binding was first detectable after 30 min of
incubation (Fig. 4A,C). More than 80% of LCN2-bound sperm
showed GM1 staining throughout the sperm head. By contrast,
almost all LCN2-deficient sperm showed a hazy pattern (Fig. 4B).
When sperm were incubated for up to 120 min, the number of
LCN2-bound sperm increased in a time-dependent manner
(Fig. 4C). In the same timecourse, GM1 staining throughout the
entire head sperm increased (Fig. 4D), implying that LCN2 induces
GM1 movement as soon as it binds to the sperm surface.

LCN2 binds to membrane PE

To clarify the exact LCN2 capacitation process, we searched for
hydrophobic molecules captured by LCN2. LCN2 was first contacted
with a membrane spotted with multiple plasma membrane lipids, and
its specific binding to PE was detected (Fig. 5SA). Notably, LCN2 did
not bind to cholesterol, suggesting that it cannot capture cholesterol,
in contrast to BSA. In this assay, the blot of PE was rather
heterogeneous. To investigate whether this might have been caused
by the presence of multiple PE species in the spot, we used synthetic
mono-PE molecules in the following studies. First, we undertook
examinations with representative membrane PE, dipalmitoyl PE
(PPPE) or palmito-oleyl PE (POPE). When we spotted PEs at a series
of concentrations and contacted them with LCN2, we found that
LCN2 bound to PPPE, but not to POPE, in a dose-dependent manner
(Fig. 5B; supplementary material Fig. S7). Again, LCN2 did not bind
to cholesterol, even at high concentration. Then, we compared
multiple PE species, including PPPE, POPE, distearoyl PE (SSPE)
and lyso PE (LPE), and found that LCN2 specifically bound to PE in
which both acyl chains are saturated, such as PPPE and SSPE,
suggesting the requirement for a saturated acyl chain in the sn-2
position of PE for binding (Fig. 5C).

Next, we examined whether LCN2 binds to sperm membrane via
PE. Recombinant LCN2 was conjugated with biotin, contacted to
the sperm and detected with fluorescently labeled streptavidin.
LCN2 bound to the sperm membrane (Fig. 5D, middle), which was
consistent with a previous report (Elangovan et al., 2004). This
binding of LCN2 was suppressed by cinnamycin, a peptide toxin
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Fig. 4. Binding of LCN2 to the sperm surface. (A) (Top) Representative LCN2 binding patterns. Arrow indicates LCN2 binding on sperm membrane. (Middle)
GM1 was localized by staining with AlexaFluor 594-conjugated CTB. (Bottom) Phase-contrast views. (B) GM1 staining patterns combined with LCN2 binding
to the sperm surface. Sperm were classified with regard to the three patterns and are indicated by their proportion among the population examined. Number
of sperm examined: LCN2 binding (-), n=166; LCN2 binding (+), n=157. *P<0.0001, Student’s t-test. (C) Timecourse study of LCN2 binding to the sperm surface.
Lcn2™'~ sperm were incubated with 40 ug/ml biotinylated recombinant LCN2 for the indicated time and LCN2 binding was detected with AlexaFluor
488-conjugated streptavidin. LCN2-bound sperm are indicated by their proportion in the population examined. Number of sperm examined: 10 min, n=210;
30 min, n=223; 60 min, n=234; 90 min, n=287; 120 min, n=271. *P<0.0005, **P<0.005, ***P<0.0001, Student’s t-test. (D) Timecourse study of GM1 staining
patterns. Sperm in C were stained with AlexaFluor 594-conjugated CTB at the same time. Sperm classified according to the three patterns are indicated by their
proportion among the population examined. Number of sperm examined: 10 min, n=181; 30 min, n=190; 60 min, n=203; 90 min, n=221; 120 min, n=238.
*P<0.05, **P<0.005, ***P<0.0001, Student'’s t-test. Values in bars indicate the percentage of sperm showing the entire head pattern (B,D) or percentage
LCN2-bound sperm (C). Data were accumulated from three independent experiments (B-D).
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Fig. 5. LCN2 binds to membrane PE. (A) First screening for LCN2 binding to plasma membrane lipids. Multiple membrane lipids were spotted on the membrane
and contacted with LCN2. TG, triglycerol; DAG, diacylglycerol; PA, phosphatidic acid; PS, phosphatidylserine; PE, phosphatidylethanolamine; PC,
phosphatidylcholine; PG, phosphatidylglycerol; Pl, phosphatidylinositol. (B) Dose-dependent manner of PPPE (PE-C16:0/C16:0) binding to LCN2. Each lipid
was spotted on the membrane at the indicated dose. LCN2 did not bind to POPE (PE-C16:0/C18:1) or cholesterol, even at a high dose. (C) PE species-specific
binding of LCN2. LCN2 preferentially binds to PE carrying a saturated acyl chain in the sn-2 position, such as PPPE (PE-C16:0/C16:0) or SSPE (PE-C18:0/
C18:0). (D) LCN2 binding to sperm is mediated by PE. Biotin-conjugated LCN2 (LCN2*) was applied to sperm samples and detected with fluorescently labeled
streptavidin. In the presence of excess cold cinnamycin (CIN), LCN2* binding was suppressed. (—), Control staining without LCN2. Lower panels are phase-
contrast views. (E) Binding of cinnamycin on the sperm surface. Biotin-conjugated cinnamycin was applied to sperm samples and detected with AlexaFluor
488-conjugated streptavidin. Both cinnamycin binding-positive (+) and cinnamycin binding-negative (—) sperm exist in the population. Arrow indicates cinnamycin
binding on the sperm surface. (F) Binding of cinnamycin was competed by LCN2 on the sperm surface. Len27- sperm were incubated with or without LCN2
for 120 min, fixed with methanol, stained with biotinylated cinnamycin and detected with AlexaFluor 488-conjugated streptavidin. Sperm classified with regard
to the two patterns in E are indicated by their proportion among the population examined. Number of sperm examined: LCN2 (-), n=179; LCN2 (+), n=185.
Data from three independent experiments were accumulated. Values in bars indicate percentage cinnamycin (-) sperm. *P<0.01, Student’s t-test.

derived from Streptomyces that specifically binds to PE (Zhao,
2011; Makino et al., 2003), indicating that LCN2 binds to sperm
membrane via PE, and possibly PPPE or SSPE (Fig. 5C).

Furthermore, we examined whether LCN2 binding to PE
competes with cinnamycin. After incubating sperm in HTF-PVA
or HTF-PVA-LCN2 followed by fixing with methanol, biotin-
conjugated cinnamycin was applied and detected with fluorescently
labeled streptavidin. The majority of sperm without LCN2 treatment
showed cinnamycin binding, whereas sperm treated with LCN2 were
abrogated for this binding (Fig. SE,F), confirming that LCN2
binds directly to PE.

DISCUSSION

It was reported that sperm that undergo AR prior to ZP binding are
more likely to fertilize successfully (Jin etal., 2011). Thus, acrosome-
reacted sperm in the oviduct might be favorable for fertilization

in vivo. The number of such sperm is diminished in Lcn2 knockout
oviduct, indicating that LCN2 could lead the majority of migrating
sperm to complete the maturation process prior to ZP binding.
Previously, it was demonstrated that LCN2 suppresses the AR and
IVF induced by BSA (Lee etal., 2005). According to this observation,
LCN2 might also suppress the albumin-mediated capacitation
pathway in vivo. As shown in Fig. 1, sperm that migrated to the
oviduct lacking LCN2 exhibited neither GM1 relocation nor GPI-AP
release (see Lcn2 ™'~ columns), which are signatures of BSA-mediated
capacitation; although the pregnancy rate of these females was lower
than in the wild type, a comparable number of pups could be obtained
(Berger et al., 2006) (supplementary material Fig. S3). This might be
explained by a compensation mechanism mediated by albumin. When
LCN2 is absent, the albumin-mediated capacitation pathway might
become active, followed by the ZP-induced AR (supplementary
material Fig. S8).
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Moreover, GPI-AP shedding was observed in vivo but not in vitro
(compare Fig. 1D and supplementary material Fig. S4). However, both
GM1 and IZUMOL relocations were reinforced by A23187 treatment
(Fig. 2C,D), suggesting that other in vivo factors might cooperate
with LCN2 to facilitate sperm maturation. To test one possibility, we
treated sperm with LCN2 in the presence of progesterone (Coy et al.,
2012), an AR-inducing factor, but found no cooperative effects (data
not shown). Therefore, in vivo factors that facilitate LCN2-mediated
sperm maturation remain to be identified in future studies.

Here, we also discovered that LCN2 directly binds to PE,
particularly highly hydrophobic species. A previous report described
that LCN2 binds to the sperm surface, and is then internalized and
distributed throughout the cytosol (Elangovan et al., 2004). It is well
known that PE is a major phospholipid of the inner leaflet of the plasma
membrane, but is present in low quantities in the outer leaflet, leading
to the asymmetric localization of phospholipid. Previously, it was
reported that a capacitating agent, bicarbonate, causes collapse of this
asymmetric localization via a PKA-dependent mechanism and some
PE remains in the outer leaflet (Gadella and Harrison, 2000). Thus, it is
possible that capacitation induced by bicarbonate exposes PE to the
sperm surface and leads to LCN2 binding. A rapid intracellular event
after the induction of capacitation is the activation of PKA, which
occurs within 30 min of induction. Since lipid raft movement induced
by LCN2 is also PKA dependent and starts soon after LCN2 binding to
the sperm surface, bicarbonate and LCN2 might cooperatively
facilitate the early phase of capacitation.

However, LCN2 action is not PI3K dependent and cannot induce
protein tyrosine phosphorylation nor activate the Raf-MAP kinase
pathway, which are late events (~120 min) after PKA activation.
These reactions are linked to hyperactivation of sperm motility
(Visconti, 2009; Signorelli et al., 2012). Therefore, LCN2 is only
required for lipid raft movement in the sperm head, but is not
necessary to induce late events in the sperm flagellum. Since LCN2
induces cholesterol efflux and AR with calcium ionophore, it can
prepare the sperm head membrane for ZP binding or egg fusion to
complete fertilization (Fig. 3A).

Although the machinery for the AR is conserved from primitive
animals to mammals, capacitation is specific to animals in which
fertilization occurs in the female reproductive tract (Yanagimachi,
1988). Sperm and components of semen are foreign agents for females.
Indeed, we observed the host defense machinery of the female
reproductive tract dealing with them in the same way as with microbes
(supplementary material Table S1). However, mammalian sperm seem
to have adapted to this environment and utilize in situ factors to achieve
full fertilization ability. Our findings might provide the first evidence
of cross-talk between the innate immune and reproductive systems.

MATERIALS AND METHODS

Microarray analysis

Total RNA samples were prepared from UTJ tissues of ten CD-1 females
with three different statuses: (1) estrous without mating; (2) estrous mated with
vasectomized males; (3) estrous mated with normal males. Gene expression
profiles were compared between statuses 1 and 2, 1 and 3, or 2 and 3 using a
microarray system (Agilent Technologies). Data are deposited in Gene
Expression Omnibus (GEO) under accession number GSE56620. A total of
210 genes exhibiting more than double expression in status 3 compared with
status 2 were identified.

Preparation of recombinant LCN2 protein

Lcn2 ¢cDNA was obtained by reverse transcription (RT)-PCR using mouse
uterus cDNA as a template and the following primer pair: 5'-TGAATTCCA-
CCATGGCCCTGAGTGTCATGTGTCTGG-3' and 5'-GTGGAATTCAT-
CACTTATCATCATCATCCTTATAATCGTTGTCAATGCATTGGTCG-3'.
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This encodes a C-terminal FLAG-tagged version of LCN2 protein (LCN2-
FLAG). The CAAG vector, which was cleaved with EcoRI followed by blunt-
ending, was ligated with the PCR product. Transfected CHO cells were
cultured with CD OptiCHO protein-free chemically defined medium (Life
Technologies) and the culture supernatant collected. Recombinant LCN2
protein was captured using an anti-FLAG M2-agarose affinity column (Sigma)
and eluted from the column using 0.1 mg/ml FLAG peptide (Sigma). The peak
fraction of recombinant protein was collected and excess FLAG peptide
removed using a Microcon Ultracel YM-10 centrifugal filter device
(Millipore). Purity of the protein was examined by SDS-PAGE followed by
staining with GelCode Blue Stain (Thermo Fisher Scientific) (supplementary
material Fig. S2).

Animal maintenance

CAAG-EGFP (K268Q)-GPI transgenic mice were screened by PCR
of siblings using tail DNA as template with the following primers:
5'-TTCTTCAAGGACGACGGCAACTACAAGACC-3' and 5'-GTCACG-
AACTCCAGCAGGACCATGTGATCG-3'. Lcn2 knockout mice were
screened by PCR using 5'-GGTTTGGTGGCAGGCTATTA-3’ and 5'-CA-
GAGTGGCTTTCCCCATAA-3' for the wild-type allele, and 5'-TGCT-
CCTGCCGAGAAAGTAT-3' and 5'-CTCTTCCTCCTCCAGCACAC-3’ for
the knockout allele. These transgenic and knockout mice are based on the
C57BL/6 genetic background. All animals were housed in a specific pathogen-
free (SPF) grade facility and all experiments were approved by the Animal
Experiment Committees of the Institute for Frontier Medical Sciences and
Kyoto University.

Sperm collection, incubation, GM1 staining and observation

We used human tubular fluid (HTF)-based medium (101.61 mM NacCl,
4.69 mM KCl, 0.2 mM MgSO,, 0.4 mM KH,PO,, 6.42 mM CaCl,, 25 mM
NaHCO;, 2.77 mM glucose, 3.4 ug/ml sodium lactate, 0.34 mM sodium
pyruvate, 0.2 mM penicillin G sodium salt, 0.03 mM streptomycin and
0.4 ul 0.5% Phenol Red) supplemented with 1 mg/ml polyvinyl alcohol
(PVA) (Sigma) (HTF-PVA medium) for sperm incubation and IVF.
To induce in vitro fertility, HTF-based medium was supplemented with
40 pg/ml recombinant LCN2, 4 mg/ml BSA (Sigma) or 0.45 mM M-3-CD
(Sigma) (HTF-PVA-LCN2, HTF-BSA or HTF-PVA-M-B-CD media).
Sperm from the cauda epididymis were incubated in these media for
120 min; more than 90% of sperm were motile even after this incubation
time. After incubation, 10 mM EDTA was added to the samples and they
were spread on glass slides followed by air drying and fixation with
methanol. To visualize GM1, AlexaFluor 594-conjugated CTB (Molecular
Probes) was applied to the samples. To observe the state of EGFP (K268Q)-
GPI in vivo, ejaculated sperm were collected from the ampulla of oviducts
by flushing with HTF-PVA. More than 90% of sperm were motile in the
ampulla.

Calcium ionophore treatment for inducing AR

A 1 mM A23187 calcium ionophore (Sigma) stock solution was prepared
with dimethyl sulfoxide (DMSO, Sigma). Epididymal sperm were incubated
in HTF-PVA or HTF-PVA-LCN2 for 120 min and then further incubated
by adding 10 uM A23187 for 60 min.

PKA or PI3K inhibitor treatments

Epididymal sperm were incubated in HTF-PVA-LCN2 supplemented with
1.0 uM KT5720 PKA inhibitor (Wako Chemicals) or 5.0 uM AS605240
PI3K inhibitor (Wako Chemicals) for 120 min, fixed with methanol and
stained with AlexaFluor 594-conjugated CTB. The LIVE/DEAD Sperm
Viability Kit (Molecular Probes) was used to examine sperm viability
following the manufacturer’s protocol.

Immunostaining of IZUMO1 to examine the AR

Sperm were fixed with 4% neutral buffered formalin, contacted with a rat
monoclonal antibody against mouse IZUMO1 (Inoue et al., 2008; Satouh
et al., 2012) and then visualized with AlexaFluor 594-conjugated rabbit
anti-rat IgG (Molecular Probes). Sperm were observed under a fluorescence
microscope (Olympus).
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In vitro fertilization

Adult C57BL/6J females (more than 10 weeks old) were superovulated by
injecting them with 6.7 U of pregnant mare serum gonadotropin (Teikoku
Zoki, Japan) followed 48 h later with 6.7 IU of human chorionic
gonadotropin (Teikoku Zoki). Ovulated eggs surrounded by a cumulus
mass were collected from the oviducts 16 h after the second injection. Eggs
with cumuli were incubated in 200 pl HTF-PVA and overlaid with mineral
oil. Sperm from the cauda epididymis were preincubated in 100 ul HTF-
PVA, HTF-PVA-LCN2, HTF-BSA or HTF-PVA-M-B-CD for 2 h and then
added to the egg drop at a final concentration of ~1.0x10° sperm/ml. Eggs
were washed with modified Whitten’s medium (mWM; 109.51 mM NaCl,
4.78 mM KCI, 1.19 mM MgSO,, 1.19 mM KH,PO,, 22.62 mM NaHCO,,
5.55mM glucose, 1.49 mM calcium lactate, 0.23 mM sodium pyruvate,
50 uM EDTA, 10 uM B-mercaptoethanol, 0.2 mM penicillin G sodium salt,
0.03 mM streptomycin, 3 mg/ml BSA and 0.2 ul 0.5% Phenol Red) after 7 h
contact with the sperm, and then incubated in fresh mWM for another 16 h.
To quantitate fertilization, the percentage fertilization value was determined
as follows: % fertilization=(number of 2-cell embryos/total number of
unfertilized eggs and 2-cell embryos) x100. Values are means.d.

Measurement of cholesterol

Sperm from the cauda epididymis of wild-type mice were incubated in 1 ml
HTF-PVA, HTF-PVA-LCN2, HTF-BSA or HTF-PVA-M-B-CD for
120 min and then supernatants were collected by centrifugation at 500 g
for 5 min. The amount of cholesterol in the supernatants was quantified
using a colorimetric enzyme assay kit (cholesterol quantitation kit from
Biovision) according to the manufacturer’s protocol.

Immunoblotting

UT]J tissues were obtained and homogenized in a buffer comprising 50 mM
Tris pH 8.0, 150 mM NaCl and Complete Protease Inhibitor Cocktail
(Roche). After centrifugation at 25,000 g, the supernatants were collected
and assayed for protein content. First, 10 ug protein per sample was
subjected to SDS-PAGE. Then, 2.5x10° sperm incubated in HTF-PVA,
HTF-PVA-LCN2, HTF-BSA or HTF-PVA-M-B-CD for 120 min were
boiled in 25 ul SDS-PAGE sample buffer and subjected to SDS-PAGE. Gel-
separated samples were electrophoretically transferred onto a nitrocellulose
membrane. The membranes carrying UTJ sample were probed with rabbit
polyclonal antibody against mouse LCN2 (Santa Cruz Biotechnology,
sc-50351) and membranes with sperm samples were probed with a mixture
of 4G10 Platinum anti-phosphotyrosine (Millipore) and PY20 anti-
phosphotyrosine (Invitrogen) antibodies or rabbit polyclonal anti-RKIP
antibody (Santa Cruz Biotechnology, sc-28837). Antibody binding was
detected and visualized using the ECL Plus system (GE Healthcare). The
blot transfer efficiency was checked by staining with Coomassie Brilliant
Blue (Sigma) after immunoblotting. Densities of LCN2 or albumin bands of
UTJ samples were quantified with a Molecular Devices densitometer.

Monitoring LCN2 binding

To monitor LCN2 binding to sperm, HTF-PVA was supplemented with
40 ug/ml biotinylated recombinant LCN2, and sperm from the cauda
epididymis were incubated for up to 120 min; more than 90% of sperm were
motile even after this incubation time. After incubation for the indicated
time, 10 mM EDTA was added to the samples and they were placed on ice to
stop further reaction and sperm swimming. Sperm samples were then spread
on a glass slide, air dried and fixed with methanol. LCN2 binding was
visualized using AlexaFluor 488-conjugated streptavidin (Molecular
Probes). To visualize GM1, AlexaFluor 594-conjugated CTB was added
at the same time.

Lipid-binding assay

Membrane lipid strips (Echelon Bioscience, P-6002) or Immobilon-P
transfer membrane (Millipore) spotted with the indicated amounts of 1,2-
dipalmitoyl-sn-glycero-3-phosphoethanolamine (PPPE, PE-C16:0/C16:0),
1-palmitoyl-2-oleoyl-sn-glycero-3-phosphoethanolamine (POPE, PE-C16:0/
C18:1), 1,2-distearoyl-sn-glycero-3-phosphoethanolamine (SSPE, PE-C18:0/
C18:0), 1-palmitoyl-2-hydroxy-sn-glycero-3-phosphoethanolamine (lysoPE,

LPE, PE-C16:0/0OH) (all Avanti Polar Lipids) and cholesterol (Sigma) were
first contacted with 4 pg/ml LCN2 in HTF-PVA supplemented with 1 mM
ethanolamine (Sigma) for 16 h and then with anti-FLAG antibody M2
(Sigma) for 5 h. Antibody binding was detected and visualized using the ECL
Plus system.

Sperm staining with biotinylated peptides

One milligram of cinnamycin (Sigma) or 30 pug recombinant LCN2 was
biotin conjugated with EZ-Link NHS-LC-Biotin (Thermo Fisher
Scientific) according to the manufacturer’s protocol. After 120 min of
incubation on ice, the reaction was terminated by adding 1 M lysine
(Sigma). Excess biotin reagent was removed for cinnamycin using
PepClean C-18 spin columns (Thermo Fisher Scientific) or for LCN2
using a Microcon Ultracel YM-10 centrifugal filter device (Millipore).
Sperm samples smeared on glass were air dried and fixed with methanol.
Biotinylated cinnamycin or LCN2 was diluted with HTF-PVA to 2 ug/ml
and applied to the sample. For the competition assay, 0.1 mg/ml final
concentration of unlabeled cinnamycin was added to biotinylated LCN2
samples. Peptide binding was visualized using AlexaFluor 488-conjugated
streptavidin (Molecular Probes).

Statistical analysis

All data for statistical analyses are displayed in supplementary material
Table S2. Differences between two groups or multiple means were analyzed
by #-test using Microsoft Excel software or the ANOVA4 website,
respectively. Statistical significance was defined as P<0.05.
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Figure S1. Expression of LCN2 in the utero-
tubular junction (UTJ). UTJ tissues were prepared
from females in estrous without mating ( %X (-)),
estrous mated with vasectomized males (X VM) or
estrous mated with normal males (X NM),
homogenized and 10 mg of protein per sample was
subjected to SDS-PAGE. Protein-transferred
membranes were probed with a rabbit polyclonal
antibody against mouse LCN2. The blot transfer
efficiency was checked by staining with CBB after
immunoblotting. Densities of LCN2 or albumin
bands of UTJ samples were quantified with a
densitometer. LCN2 quantity was adjusted with
albumin density and relative amounts are indicated
(amount of X (-) was considered 1.0).

Fig. S1
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Figure S2. Preparation of recombinant LCN2 protein.
The C-terminal FLAG-tagged version of LCN2 protein
(LCN2-FLAG) was purified from culture supernatant of
CAAG-Lcn2-FLAG-transfected CHO cells using an anti-
FLAG agarose affinity column. Here, three independent
samples containing 1 pg of protein were applied to SDS-
PAGE and stained with GelCode Blue.

Fig. S2
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Figure S3.Pregnancy of Lcn2/- female. Lcn27-or
Lcn2++ females were mated with males indicated
for two month and number of pups from individual
females at first delivery was indicated. Animals with
no pup showed no sign of pregnancy during this
period.
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Figure S4. Fate of EGFP (K268Q)-GPI upon LCN2
treatment. Sperm collected from the epididymis of Lcn2-
l-were incubated as in (Fig. 2A) and observed for EGFP
fluorescence. Sperm classified with regard to the dual
patterns are indicated by their proportion in the
population examined. Number of sperm examined: LCN2
(-), n=166; LCN2 (+), n=184. Data from three
independent experiments were accumulated. (%) shed
sperm is indicated.

Fig. S4



CBB stain

Figure S5. LCN2 does not induce protein tyrosine
phosphorylation or RKIP down regulation. 2.5 x 10°
sperm incubated in HTF-PVA, HTF-PVA-LCN2, HTF-
BSA or HTF-PVA-M-b-CD for 120 min were boiled in
SDS-PAGE sample buffer and subjected to
immunoblotting. Protein-blotted membranes were probed
with anti-phosphotyrosine antibodies or anti-RKIP
antibody. The transfer efficiency was checked by

membrane staining with Coomassie Brilliant Blue (CBB).

Residual BSA can be seen in the BSA lane.

Fig. S5
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Figure S6. LCN2 cannot induce protein tyrosine
phosphorylation even with an excess dose. 2.5 X 10°
sperm incubated with the indicated dose of LCN2 for 120
min were boiled in SDS-PAGE sample buffer and
subjected to immunoblotting. Protein-blotted membranes
were probed with anti-phosphotyrosine antibodies. The
transfer efficiency was checked by membrane staining
with CBB.

Fig. S6
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Figure S7. FLAG peptide does not bind to PE. To
exclude the possibility that recombinant LCN2 binds to
PE via FLAG sequence, membranes blotted with PE were
contacted with 4 pg/ml FLAG peptide and binding was
examined as in Fig 4B. Binding of FLAG peptide was not
detected at all.

Fig. S7
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Figure S8. Possible model for sperm maturation in mammals.

In the normal state, LCNZ2 binds to PE followed by lipid raft
reorganization and linkage to the common machinery, such as
cholesterol efflux and acrosome reaction. At the same time, LCN2
suppresses the albumin-mediated capacitation pathway. In contrast,
when LCNZ2 is absent, the albumin-mediated pathway becomes active,
followed by protein tyrosine phosphorylation or Raf-MAP kinase
pathway modulation, and then linkage to the common machinery.

cholesird Acrosome reaction
efflux

Fig. S8



Table S1. Results of microarray analyses

1: females in estrous no mating

2: females in estrous mated with vasectomized male

3: females in estrous mated with normal male

2vs. 1

3vs. 1

1.84516

1.08707

1.29856

0.58466

0.97253

0.54366

1.71328

1.42315

0.62521

0.53956

2.78453

2.82408

5.25656

1.28899

5.15555

0.72260

0.87118

1.84516

0.20401

3.11051

3vs. 2

Description

Mus musculus laminin gamma2 chain mRNA, partial cds. [AF106279]

Mus musculus RIKEN cDNA 5830467P10 gene (5830467P10Rik), mMRNA [NM_198029], Fermtl

Mus musculus laminin, beta 3 (Lamb3), MRNA [NM_008484]

Mus musculus RAS-related C3 botulinum substrate 1 (Rac1), mMRNA [NM_009007]

Mus musculus selectin, platelet (p-selectin) ligand (Selplg), mMRNA [NM_009151]

Mus musculus plakophilin 3 (Pkp3), mMRNA [NM_019762]

Mus musculus intercellular adhesion molecule (lcam1), mRNA [NM_010493]

Mus musculus desmoglein 2 (Dsg2), mRNA [NM_007883]

Mus musculus BTB (POZ) domain containing 9 (Btbd9), mRNA [NM_172618]

Mus musculus 18 days pregnant adult female placenta and extra embryonic tissue cDNA, RIKEN full-length enriched

library, clone:3830421F03 product:hypothetical protein, full insert sequence. [AK014446]

Mus musculus mucin 4 (Muc4), mRNA [NM_080457]

Mus musculus mucin 4 (Muc4), mRNA [NM_080457]

Mus musculus uroplakin 1A (Upkla), mRNA [NM_026815]

Mus musculus attractin like 1 (Atrnl1), mMRNA [NM_181415]

Mus musculus laminin gamma2 chain mRNA, partial cds. [AF106279]

Mus musculus UDP-N-acetyl-alpha-D-galactosamine:polypeptide N-acetylgalactosaminyltransferase 6 (Galnt6), mRNA



5 6
0.97253
5
224132
3
1.17228
5
1.92438
7
0.96717
1.26986
3
2.09211 | 4.42134
3 1
1.18436 | 4.05363
1 3
2.80516

0.6087
2
3.34574 | 6.26374
3 7
3.40217 | 5.58162
2 1
0.36758 | 2.40130
4 3
0.19640 | 3.48694
1 2
0.74462 | 2.59780
5 4
0.84706 | 2.79775
3 5
0.31507 | 2.04586
1 9
0.43152 | 2.15080
3 4
0.07733 | 1.67761

2.91800

[NM_172451]

Mus musculus selectin, platelet (p-selectin) ligand (Selplg), mRNA [NM_009151]

Mus musculus lectin, galactose binding, soluble 9 (Lgals9), mMRNA [NM_010708]

Mus musculus F-box protein 2 (Fbxo2), mRNA [NM_176848]

Mus musculus glucokinase (Gck), mMRNA [NM_010292]

Mus musculus calreticulin (Calr), mMRNA [NM_007591]

Mus musculus glutamine fructose-6-phosphate transaminase 1 (Gfptl), mMRNA [NM_013528]

Mus musculus carbonic anhydrase 9 (Car9), mRNA [NM_139305]

Mus musculus leucine-rich alpha-2-glycoprotein 1 (Lrgl), mRNA [NM_029796]

Mus musculus deleted in colorectal carcinoma (Dcc), mRNA [NM_007831]

Mus musculus lipocalin 2 (Lcn2), mRNA [NM_008491]

PREDICTED: Mus musculus similar to interferon-induced protein with tetratricopeptide repeats 1, transcript variant 1

(LOC667373), MRNA [XM_001000875)

Mus musculus stomatin (Epb7.2)-like 3 (Stoml3), mRNA [NM_153156]

Mus musculus MAX dimerization protein 1 (Mxd1), mRNA [NM_010751]

Mus musculus plakophilin 1 (Pkp1), mMRNA [NM_019645]

Mus musculus NLR family, apoptosis inhibitory protein 1 (Naip1), mRNA [NM_008670]

Mus musculus ubiquitin-conjugating enzyme E2L 6 (Ube2l6), mRNA [NM_019949]

Mus musculus adult male colon cDNA, RIKEN full-length enriched library, clone:9030414N23 product:similar to Tripartite

motif protein 30 (Down regulatory protein of interleukin 2 receptor) [Mus musculus], full insert sequence. [AK136456]

Mus musculus CDCA42 effector protein (Rho GTPase binding) 2 (Cdc42ep2), mRNA [NM_026772]



9 7
1.05079 | 2.92015
6 7
0.13128 | 1.87823
3 3
0.20397 | 2.24944
2 8
0.84614 | 2.77939
2 5
0.18121 | 1.80377
9 5
0.50373 | 2.28493
3 4
1.27769 | 3.20614
2 6
4.85485 | 6.51264
8 2
1.94003 | 3.71139
1 8

0.11155
2.05827

7
0.22081 | 1.98479
8 1
1.68478 | 3.64755
8 4
0.18439 | 3.42337
5 7

0.53074
2.1976

9
0.42902 | 2.19616
3 2
0.10547 | 1.82275
8 9
0.28667 | 1.36473
4 5
0.82019 | 1.82493

Mus musculus hepatocyte growth factor activator (Hgfac), mMRNA [NM_019447]

Mus musculus signal transducer and activator of transcription 1 (Statl), mRNA [NM_009283]

Mus musculus gap junction membrane channel protein beta 2 (Gjb2), mRNA [NM_008125]

Mus musculus chimerin (chimaerin) 2 (Chn2), mRNA [NM_023543]

Mus musculus HIV-1 tat interactive protein 2, homolog (human) (Htatip2), mRNA [NM_016865]

Mus musculus adult male testis cDNA, RIKEN full-length enriched library, clone:4933431K05 product:hypothetical ARM

repeat structure containing protein, full insert sequence. [AK017008]

Mus musculus serine (or cysteine) peptidase inhibitor, clade B (ovalbumin), member 12 (Serpinb12), mRNA [NM_027971]

Mus musculus EGL nine homolog 3 (C. elegans) (Egin3), mRNA [NM_028133]

Mus musculus peptidoglycan recognition protein 1 (Pglyrpl), mRNA [NM_009402]

Mus musculus tetratricopeptide repeat domain 29 (Ttc29), mRNA [NM_183096]

Mus musculus ChaC, cation transport regulator-like 1 (E. coli) (Chacl), mRNA [NM_026929]

Mus musculus interferon-induced protein with tetratricopeptide repeats 1 (Ifitl), mRNA [NM_008331]

Mus musculus 14-3-3 protein sigma mRNA, complete cds. [AF058798]

Mus musculus leucine rich repeat containing 46 (Lrrc46), mRNA [NM_027026]

Mus musculus mal, T-cell differentiation protein-like (Mall), mMRNA [NM_145532]

Mus musculus myosin, heavy polypeptide 6, cardiac muscle, alpha (Myh6), mRNA [NM_010856]

Mus musculus SAM pointed domain containing ets transcription factor (Spdef), mMRNA [NM_013891]

Mus musculus RAS-like, family 10, member A (Rasl10a), mMRNA [NM_145216]



0.07204 | 1.64478
1 1
0.48883 | 1.52025
9 4
1.31112

0.01096
3
1.34124 | 2.51124
3 7
1.97264 | 3.93040
4 3
1.01893 | 2.81768
2 4
1.59453 | 2.65556
7 5
0.11485 | 1.47629
9 1
0.83934 | 2.26314
7 3
0.75656 | 2.09312
4 4
0.45662 | 2.53981
5 1
0.87868 | 2.39545
5 7
0.41499 | 4.56220
9 8
0.67072 | 1.80037
9 2
0.89609 | 2.04512
1 5
0.56889 | 1.81237
1 4
0.07868 | 1.53048
4 2
0.01388 | 1.20871

Mus musculus breast carcinoma amplified sequence 1 (Bcasl), mRNA [NM_029815]

Mus musculus SEC14-like 2 (S. cerevisiae) (Sec1412), mRNA [NM_144520]

Mus musculus acireductone dioxygenase 1 (Adil), mMRNA [NM_134052]

Mus musculus adult male testis cDNA, RIKEN full-length enriched library, clone:4930534K13 product:hypothetical protein,

full insert sequence. [AK015966]

Mus musculus six transmembrane epithelial antigen of the prostate 1 (Steap1), mMRNA [NM_027399]

Mus musculus mixed lineage kinase domain-like (MIkl), mMRNA [NM_029005]

Mus musculus RIKEN cDNA 1500005102 gene (1500005I02Rik), mRNA [NM_028055]

Mus musculus armadillo repeat containing 3 (Armc3), mRNA [NM_001081083]

Mus musculus leucine rich repeat containing 18 (Lrrc18), mRNA [NM_026253]

Mus musculus leucine rich repeat containing 18 (Lrrc18), mRNA [NM_026253]

PREDICTED: Mus musculus proprotein convertase subtilisin [XM_129214]

Mus musculus expressed sequence Al451617 (Al451617), mMRNA [NM_199146]

Mus musculus 2'-5' oligoadenylate synthetase 3 (Oas3), MRNA [NM_145226]

Mus musculus phospholipase C, eta 1 (Plchl), mRNA [NM_183191]

Mus musculus leucine rich repeat containing 48 (Lrrc48), mMRNA [NM_029044]

Mus musculus tripartite motif protein 6 (Trim6), mMRNA [NM_001013616]

Mus musculus cytochrome P450, family 2, subfamily s, polypeptide 1 (Cyp2s1), mRNA [NM_028775]

Mus musculus prostaglandin F2 receptor negative regulator (Ptgfrn), mRNA [NM_011197]



9 5
0.56833 | 1.71878
6 4
0.84706 | 2.79775
3 5
1.43852

0.25484
1
1.44637

0.23763
1
1.47928 | 2.79829
4 2

0.80129
1.93275

5
3.25885 | 5.48829
1 8

1.74946
3.05325

5
1.52018 | 3.62854
3 5
0.01358 | 1.47054
9 6
0.92743 | 2.33786
6 9
7.73527 | 9.62623
2 4
0.93588 | 2.47958
6 2
1.52609

0.42941
4
0.78934 | 1.79931
3 4
0.28133 | 1.41906
6 5
0.33233 | 1.67093
5 7
0.39123 | 1.92110

Mus musculus translin-associated factor X (Tsnax) interacting protein 1 (Tsnaxipl), mRNA [NM_024445]

Mus musculus NLR family, apoptosis inhibitory protein 1 (Naip1), mRNA [NM_008670]

Mus musculus vascular endothelial growth factor A (Vegfa), transcript variant 2, mMRNA [NM_009505]

Mus musculus RAB, member of RAS oncogene family-like 5 (Rabl5), mMRNA [NM_026073]

Mus musculus DNA segment, Chr 11, Lothar Hennighausen 2, expressed (D11Lgp2e), mRNA [NM_030150]

Mus musculus protein phosphatase 1J (Ppm1j), mRNA [NM_027982]

Mus musculus Cbp/p300-interacting transactivator with Glu/Asp-rich carboxy-terminal domain 1 (Cited1), mRNA

[NM_007709]

Mus musculus myxovirus (influenza virus) resistance 1 (Mx1), mRNA [NM_010846]

Mus musculus apolipoprotein B editing complex 2 (Apobec2), mRNA [NM_009694]

Mus musculus tumor necrosis factor receptor superfamily, member 10b (Tnfrsf10b), mRNA [NM_020275]

Mus musculus a disintegrin and metallopeptidase domain 28 (Adam28), transcript variant 2, mMRNA [NM_183366]

Mus musculus chitinase 3-like 1 (Chi3I1), mRNA [NM_007695]

Mus musculus glutamic-oxaloacetic transaminase 1-like 1 (Got1l1), mMRNA [NM_029674]

Mus musculus ribonuclease P 25 subunit (human) (Rpp25), mMRNA [NM_133982]

Mus musculus argininosuccinate synthetase 1 (Ass1), mMRNA [NM_007494]

Mus musculus kinase non-catalytic C-lobe domain (KIND) containing 1 (Kndc1), mRNA [NM_177261]

Mus musculus Eph receptor A5 (Epha5), mRNA [NM_007937]

Mus musculus amyloid beta (A4) precursor protein-binding, family A, member 1 binding protein (Apba2bp), mRNA



4 2

0.68035
1.75696

5
1.92662 | 3.11476
4 1
1.45701 | 2.67562
5 9
1.14497 | 2.34236
5 2
0.44291 | 1.75314
8 6
2.20769 | 3.43960
5 9
0.34248 | 2.25218
2 2
0.43087 | 1.48818
6 9
0.55610 | 1.68230
8 5
0.43152 | 2.15080
3 4
1.05079 | 2.92015
6 7
0.54385 | 1.86123
7 2
2.05653

0.12859
8
2.07596 | 3.40052
6 2
1.97623 | 5.13348
6 8

0.74363
1.82346

9
0.20397 | 2.24944
2 8
3.40217 | 5.58162

[NM_021546]

Mus musculus keratin 14 (Krt14), mRNA [NM_016958]

Mus musculus NADPH oxidase organizer 1 (Noxol1), mRNA [NM_027988]

Mus musculus developing brain homeobox 2 (Dbx2), mMRNA [NM_207533]

Mus musculus sperm associated antigen 16 (Spag16), transcript variant 2, mMRNA [NM_025728]

Mus musculus DnaJ (Hsp40) homolog, subfamily A, member 4 (Dnaja4), mRNA [NM_021422]

Mus musculus transient receptor potential cation channel, subfamily V, member 6 (Trpv6), mMRNA [NM_022413]

Mus musculus cytochrome P450, family 2, subfamily a, polypeptide 4 (Cyp2a4), mRNA [NM_009997]

Mus musculus alcohol dehydrogenase 7 (class V), mu or sigma polypeptide (Adh7), mMRNA [NM_009626]

Mus musculus maternal embryonic leucine zipper kinase (Melk), mMRNA [NM_010790]

Mus musculus adult male colon cDNA, RIKEN full-length enriched library, clone:9030414N23 product:similar to Tripartite

motif protein 30 (Down regulatory protein of interleukin 2 receptor) [Mus musculus], full insert sequence. [AK136456]

Mus musculus hepatocyte growth factor activator (Hgfac), mMRNA [NM_019447]

Mus musculus HIV-1 tat interactive protein 2, homolog (human) (Htatip2), mRNA [NM_016865]

Mus musculus cytochrome P450, family 2, subfamily b, polypeptide 9 (Cyp2b9), mRNA [NM_010000]

Mus musculus ceruloplasmin (Cp), transcript variant 2, mMRNA [NM_007752]

Mus musculus 2'-5' oligoadenylate synthetase-like 1 (Oasl1), mMRNA [NM_145209]

Mus musculus RAB27b, member RAS oncogene family (Rab27b), transcript variant 1, mMRNA [NM_030554]

Mus musculus gap junction membrane channel protein beta 2 (Gjb2), mRNA [NM_008125]

PREDICTED: Mus musculus similar to interferon-induced protein with tetratricopeptide repeats 1, transcript variant 1



(LOC667373), MRNA [XM_001000875)

1.31888 | 2.61461
Mus musculus plasminogen activator, urokinase receptor (Plaur), mRNA [NM_011113]

1.35561 | 2.75789
Mus musculus hematopoietic SH2 domain containing (Hsh2d), mMRNA [NM_197944]

0.26253 | 2.10565
RIKEN cDNA 1190002A17 gene [Source:MarkerSymbol;Acc:MG1:1916120] [ENSMUST00000074156]

3.38325 | 4.55255
Mus musculus CUB and zona pellucida-like domains 1 (Cuzd1), mRNA [NM_008411]

1.32284 | 2.35394
Mus musculus SKI-like (Skil), transcript variant 1, mMRNA [NM_011386]

0.20244 | 1.63462
Mus musculus mitogen activated protein kinase 13 (Mapk13), mRNA [NM_011950]

0.19661 | 1.24394
Mus musculus guanine nucleotide binding protein, alpha 14 (Gnal4), mRNA [NM_008137]

1.08245 | 2.39977
Mus musculus solute carrier family 34 (sodium phosphate), member 2 (Slc34a2), mRNA [NM_011402]

0.22932 | 1.27147
Mus musculus CCAAT/enhancer binding protein (C/EBP), delta (Cebpd), mRNA [NM_007679]

0.84614 | 2.77939
Mus musculus chimerin (chimaerin) 2 (Chn2), mMRNA [NM_023543]

0.76876 | 1.82501
Mus musculus peroxisome proliferator activated receptor gamma (Pparg), mRNA [NM_011146]

1.20630 | 2.48884 Mus musculus aryl hydrocarbon receptor-interacting protein-like 1, mMRNA (cDNA clone MGC:25485 IMAGE:4501401),

complete cds. [BC028285]

0.36758 | 2.40130
Mus musculus stomatin (Epb7.2)-like 3 (Stoml3), mRNA [NM_153156]

0.14722 | 1.16268
Mus musculus schlafen 5 (Slfn5), mMRNA [NM_183201]

3.54891 5.12314
Mus musculus Z-DNA binding protein 1 (Zbp1), mMRNA [NM_021394]

0.19640 | 3.48694
Mus musculus MAX dimerization protein 1 (Mxd1), mRNA [NM_010751]

0.08257 1.11772
Mus musculus caspase 1 (Caspl), mMRNA [NM_009807]

0.81731 | 2.23435 Mus musculus phospholipase A2, group IVF (Pla2g4f), mMRNA [NM_001024145]




4 6
0.18121 | 1.80377
9 5
0.42113 | 1.74078
5 8
1.74356

0.63513
3
1.27769 | 3.20614
2 6
0.17990 | 1.29867
7 8
0.66220 | 1.86205
9 1
4.85485 | 6.51264
8 2
1.94003 | 3.71139
1 8

0.11155
2.05827

7
0.12734 | 1.28794
3 8
3.65983 | 4.97076
1 3
0.10292 | 1.53416
7 5
1.56099

0.46343
9
3.74710 | 5.75337
4 5
0.58254 | 2.62837
8 1
1.18624

0.06424
9
1.68478 | 3.64755
8 4
0.12455 | 1.26093

Mus musculus HIV-1 tat interactive protein 2, homolog (human) (Htatip2), mRNA [NM_016865]

Mus musculus adult male testis cDNA, RIKEN full-length enriched library, clone:4921528H16 product:hypothetical RNI-like

structure containing protein, full insert sequence. [AK014976]

Mus musculus FBJ osteosarcoma oncogene (Fos), mMRNA [NM_010234]

Mus musculus serine (or cysteine) peptidase inhibitor, clade B (ovalbumin), member 12 (Serpinb12), mRNA [NM_027971]

Mus musculus ATPase type 13A5 (Atp13a5), mMRNA [NM_175650]

Mus musculus complement component 3 (C3), mMRNA [NM_009778]

Mus musculus EGL nine homolog 3 (C. elegans) (Egin3), mRNA [NM_028133]

Mus musculus peptidoglycan recognition protein 1 (Pglyrpl), mRNA [NM_009402]

Mus musculus tetratricopeptide repeat domain 29 (Ttc29), mRNA [NM_183096]

Mus musculus cyclin-dependent kinase-like 3 (CdkI3), mRNA [NM_153785]

Mus musculus mucin 4 (Muc4), mRNA [NM_080457]

Mus musculus GIPC PDZ domain containing family, member 2 (Gipc2), mRNA [NM_016867]

Mus musculus a disintegrin and metallopeptidase domain 8 (Adam8), mRNA [NM_007403]

Mus musculus lipase, gastric (Lipf), mMRNA [NM_026334]

Mus musculus plasminogen activator, urokinase receptor (Plaur), mRNA [NM_011113]

Mus musculus insulin-like 3 (Insl3), MRNA [NM_013564]

Mus musculus interferon-induced protein with tetratricopeptide repeats 1 (Ifitl), mRNA [NM_008331]

Mus musculus spire homolog 2 (Drosophila) (Spire2), mRNA [NM_172287]



4.11912 | 5.36780
Mus musculus ring finger protein 183 (Rnf183), mRNA [NM_153504]

0.75926 | 1.87531
Mus musculus acyltransferase like 1 (Aytl1), mRNA [NM_173014]

1 7
0.88542
3.44185 Mus musculus 2'-5' oligoadenylate synthetase 3 (Oas3), mMRNA [NM_145226]
9

1.24721 | 2.42560
Mus musculus phorbol-12-myristate-13-acetate-induced protein 1 (Pmaip1), mRNA [NM_021451]

0.00041 | 3.07149
Mus musculus radical S-adenosyl methionine domain containing 2 (Rsad2), mRNA [NM_021384]

2.19280 | 3.69013
Mus musculus interferon regulatory factor 7 (Irf7), mMRNA [NM_016850]

0.18439 | 3.42337
Mus musculus 14-3-3 protein sigma mRNA, complete cds. [AF058798]

4.88698 | 8.08068
Mus musculus phospholipase A2, group IIE (Pla2g2e), mRNA [NM_012044]

3 1
0.13807
1.61952 Mus musculus carbonyl reductase 2 (Cbr2), mRNA [NM_007621]
3

2.09211 | 4.42134
Mus musculus carbonic anhydrase 9 (Car9), mRNA [NM_139305]

0.54221 | 2.02126
Mus musculus phosphoinositide-3-kinase, catalytic, gamma polypeptide (Pik3cg), mMRNA [NM_020272]

7 1
0.98795
2.11994 Mus musculus Max dimerization protein 3 (Mxd3), mRNA [NM_016662]
4

1.39462 | 2.85514
Mus musculus mevalonate (diphospho) decarboxylase (Mvd), mRNA [NM_138656]

0.32899 | 2.45308
Mus musculus E74-like factor 3 (EIf3), mMRNA [NM_007921]

0.15375 | 1.50070 Mus musculus adult male testis cDNA, RIKEN full-length enriched library, clone:4930502N02 product:hypothetical

Adenylate kinase/Glutamic acid-rich region containing protein, full insert sequence. [AK019664]

0.42902 | 2.19616
Mus musculus mal, T-cell differentiation protein-like (Mall), mMRNA [NM_145532]

3 2
0.89532
1.97865 Mouse argininosuccinate synthetase (Ass) mRNA, complete cds. [M31690]
2

0.53956 | 2.78453 Mus musculus 18 days pregnant adult female placenta and extra embryonic tissue cDNA, RIKEN full-length enriched




3 4
0.39691 | 2.23221
4 5
0.31935 | 2.26455
2 2
1.83558 | 2.96838
6 6
2.82408 | 5.25656
4 6
1.28899 | 5.15555
6 7
1.65971 | 2.99954
6 2
1.14474 | 2.34142
9 9
0.07204 | 1.64478
1 1
0.48883 | 1.52025
9 4
1.31112

0.01096
3
1.34124 | 251124
3 7
0.10547 | 1.82275
8 9
1.59453 | 2.65556
7 5
0.83934 | 2.26314
7 3
0.75656 | 2.09312
4 4
0.74462 | 2.59780
5 4
0.87868 | 2.39545
5 7
0.89609 | 2.04512

library, clone:3830421F03 product:hypothetical protein, full insert sequence. [AK014446]

Mus musculus cytochrome P450, family 2, subfamily a, polypeptide 5 (Cyp2a5), mRNA [NM_007812]

Mus musculus cytochrome P450, family 2, subfamily a, polypeptide 5 (Cyp2a5), mRNA [NM_007812]

Mus musculus radical S-adenosyl methionine domain containing 2 (Rsad2), mRNA [NM_021384]

Mus musculus mucin 4 (Muc4), mRNA [NM_080457]

Mus musculus mucin 4 (Muc4), mRNA [NM_080457]

Mus musculus basic helix-loop-helix domain containing, class B2 (Bhlhb2), mMRNA [NM_011498]

Mus musculus latent transforming growth factor beta binding protein 2 (Ltbp2), mMRNA [NM_013589]

Mus musculus breast carcinoma amplified sequence 1 (Bcasl), mMRNA [NM_029815]

Mus musculus SEC14-like 2 (S. cerevisiae) (Sec1412), mRNA [NM_144520]

Mus musculus acireductone dioxygenase 1 (Adil), mMRNA [NM_134052]

Mus musculus adult male testis cDNA, RIKEN full-length enriched library, clone:4930534K13 product:hypothetical protein,

full insert sequence. [AK015966]

Mus musculus myosin, heavy polypeptide 6, cardiac muscle, alpha (Myh6), mRNA [NM_010856]

Mus musculus RIKEN cDNA 1500005102 gene (1500005102Rik), mRNA [NM_028055]

Mus musculus leucine rich repeat containing 18 (Lrrc18), mRNA [NM_026253]

Mus musculus leucine rich repeat containing 18 (Lrrc18), mMRNA [NM_026253]

Mus musculus plakophilin 1 (Pkp1), mMRNA [NM_019645]

Mus musculus expressed sequence Al451617 (Al451617), mMRNA [NM_199146]

Mus musculus leucine rich repeat containing 48 (Lrrc48), mRNA [NM_029044]



1 5
0.56889 | 1.81237
1 4
0.01388 | 1.20871
9 5
0.56833 | 1.71878
6 4
1.43852

0.25484
1
1.18436 | 4.05363
1 3

0.80129
1.93275

5
1.92251 | 3.04164
5 8

1.74946
3.05325

5
0.40164 | 1.69384
9 8
2.80516

0.6087
2
1.52609

0.42941
4
0.54398 | 1.78167
2 3
0.67032 | 1.84290
9 1
0.39123 | 1.92110
4 2
1.92662 | 3.11476
4 1
1.14497 | 2.34236
5 2
0.44291 | 1.75314
8 6
2.20769 | 3.43960

Mus musculus tripartite motif protein 6 (Trim6), mMRNA [NM_001013616]

Mus musculus prostaglandin F2 receptor negative regulator (Ptgfrn), mRNA [NM_011197]

Mus musculus translin-associated factor X (Tsnax) interacting protein 1 (Tsnaxipl), mMRNA [NM_024445]

Mus musculus vascular endothelial growth factor A (Vegfa), transcript variant 2, mMRNA [NM_009505]

Mus musculus leucine-rich alpha-2-glycoprotein 1 (Lrgl), mRNA [NM_029796]

Mus musculus protein phosphatase 1J (Ppm1j), mRNA [NM_027982]

Mus musculus 2'-5' oligoadenylate synthetase 1A (Oasla), mMRNA [NM_145211]

Mus musculus myxovirus (influenza virus) resistance 1 (Mx1), mRNA [NM_010846]

Mus musculus myosin, heavy polypeptide 7, cardiac muscle, beta (Myh7), mRNA [NM_080728]

Mus musculus deleted in colorectal carcinoma (Dcc), mRNA [NM_007831]

Mus musculus ribonuclease P 25 subunit (human) (Rpp25), mMRNA [NM_133982]

Mus musculus myosin, heavy polypeptide 7, cardiac muscle, beta (Myh7), mRNA [NM_080728]

Mus musculus wingless-related MMTV integration site 4 (Wnt4), mRNA [NM_009523]

Mus musculus amyloid beta (A4) precursor protein-binding, family A, member 1 binding protein (Apba2bp), mRNA

[NM_021546]

Mus musculus NADPH oxidase organizer 1 (Noxo1), mRNA [NM_027988]

Mus musculus sperm associated antigen 16 (Spag16), transcript variant 2, mMRNA [NM_025728]

Mus musculus DnaJ (Hsp40) homolog, subfamily A, member 4 (Dnaja4), mRNA [NM_021422]

Mus musculus transient receptor potential cation channel, subfamily V, member 6 (Trpv6), mMRNA [NM_022413]



5 9
0.31507 | 2.04586
1 9
0.43152 | 2.15080
3 4
0.07733 | 1.67761
9 7
1.05079 | 2.92015
6 7
0.54385 | 1.86123
7 2
1.32548 | 2.51218
3 2
0.13128 | 1.87823
3 3
0.20397 | 2.24944
2 8
1.31888 | 2.61461
8 4
1.35561 | 2.75789
6 1
3.38325 | 4.55255
7 4
0.20244 | 1.63462
9 5
0.22932 | 1.27147
8 2
1.20630 | 2.48884
3 8

Mus musculus ubiquitin-conjugating enzyme E2L 6 (Ube2l6), mMRNA [NM_019949]

Mus musculus adult male colon cDNA, RIKEN full-length enriched library, clone:9030414N23 product:similar to Tripartite

motif protein 30 (Down regulatory protein of interleukin 2 receptor) [Mus musculus], full insert sequence. [AK136456]

Mus musculus CDC42 effector protein (Rho GTPase binding) 2 (Cdc42ep2), mRNA [NM_026772]

Mus musculus hepatocyte growth factor activator (Hgfac), mMRNA [NM_019447]

Mus musculus HIV-1 tat interactive protein 2, homolog (human) (Htatip2), mRNA [NM_016865]

Mus musculus tripartite motif protein 25 (Trim25), mRNA [NM_009546]

Mus musculus signal transducer and activator of transcription 1 (Statl), mMRNA [NM_009283]

Mus musculus gap junction membrane channel protein beta 2 (Gjb2), mRNA [NM_008125]

Mus musculus plasminogen activator, urokinase receptor (Plaur), mRNA [NM_011113]

Mus musculus hematopoietic SH2 domain containing (Hsh2d), mMRNA [NM_197944]

Mus musculus CUB and zona pellucida-like domains 1 (Cuzd1), mRNA [NM_008411]

Mus musculus mitogen activated protein kinase 13 (Mapk13), mRNA [NM_011950]

Mus musculus CCAAT/enhancer binding protein (C/EBP), delta (Cebpd), mRNA [NM_007679]

Mus musculus aryl hydrocarbon receptor-interacting protein-like 1, mMRNA (cDNA clone MGC:25485 IMAGE:4501401),

complete cds. [BC028285]



Table S2. Statistical analyses of data in this study

Fig 1C

GM1

Exp. 1 Len2-/- Len2+/+

hazy 31 4
apical ridge 5 4
entire head 1 23
total 37 31
(%) eh 2.7 76.6
Exp. 2 Len2-/- Len2+/+

hazy 11 5
apical ridge 17 2
entire head 2 24
total 30 31
(%) eh 2.7 77.4
Exp. 3 Len2-/- Len2+/+

hazy 22 2
apical ridge 10 0
entire head 0 30
total 32 32
(%) eh 0 93.7
Exp. 4 Len2-/- Len2+/+

hazy 22 8
apical ridge 10 9
entire head 0 17
total 32 34
(%) eh 0 50
Exp. 5 Len2-/- Len2+/+

hazy 11 5
apical ridge 13 11
entire head 6 14
total 30 30




(%) eh 20 46.6
total Len2-/- Len2+/+
hazy 97 24
apical ridge 55 26
entire head 9 108
total 161 158
(%) eh 55 68.3
Len2-/- Len2+/+
Exp. 1 2.7 76.6
Exp. 2 2.7 774
Exp. 3 0 93.7
Exp. 4 0 50
Exp. 5 20 46.6
+SD 5.3 115
T-TEST 0.000922727
Fig 1D
EGFP(K268Q)-GPI
Exp. 1 Len2-/- Len2+/+
bright 29 8
shed 1 22
total 30 30
(%) shed 33 73.3
Exp. 2 Len2-/- Len2+/+
bright 27 1
shed 5 27
total 32 28
(%) shed 15.6 96.4
Exp. 3 Len2-/- Len2+/+
bright 31 2
shed 1 30
total 32 32




(%) shed 3.1 93.7
Exp. 4 Len2-/- Len2+/+
bright 32 17
shed 5 17
total 37 34
(%) shed 13.5 50
Exp. 5 Len2-/- Len2+/+
bright 24 15
shed 6 15
total 30 30
(%) shed 20 50
total Len2-/- Len2+/+
bright 143 43
shed 18 111
total 161 154
(%) shed 11.1 72
Len2—-/- Len2+/+
Exp. 1 33 73.3
Exp. 2 15.6 96.4
Exp. 3 3.1 93.7
Exp. 4 13.5 50
Exp. 5 20 50
+SD 15 12.6
T-TEST 0.002326718
Fig 2A
GM1
Total sperm examined LCN2 (=) LCN2 (+)
hazy 97 6
apical ridge 106 71
entire head 7 161
total 210 238




%entire head 3.3 67.6

%entire head LCN2 (-) LCN2 (+)

Exp. 1 1.8 68.9

Exp. 2 1.9 67.4

Exp. 3 5.9 65.5

+SD 2.338803113 1.703917056

T-TEST 2.76192E-06

Fig 2B

Izumol

Total sperm examined LCN2 () LCN2 (+)

apical ridge 192 195

entire head 26 38

total 218 233

%entire head 11.9 16.3

%entire head LCN2 (-) LCN2 (+)

Exp. 1 174 18.9

Exp. 2 17.8 18.3

Exp. 3 3.6 19.5

Exp. 4 9.8 7

+SD 6.785032547 5.970134002

T-TEST P= 0.435492625

Fig 2C

GM1

Total sperm examined -) A23187 LCN2 LCN2+A23187

hazy 57 9 44 3
apical ridge 116 146 100 73
entire head 23 36 58 133
total 196 191 202 209
%entire head 11.7 18.8 28.7 63.6
%entire head (=) A23187 LCN2 LCN2+A23187




Exp. 1 13.1 29.7 29.2 86.6
Exp. 2 11.1 134 246 51.9
Exp. 3 11.1 13.3 323 53.8
+SD 1.154700538 9.43980932 3.874274126 19.508716
T-TEST P= 0.26943512 0.001916553 0.009747019
ANOVA PL0.05

Fig 2D

Izumol

Total sperm examined Q) A23187 LCN2 LCN2+A23187

apical ridge 162 161 166 159
entire head 52 42 39 114
total 214 203 205 273
%entire head 243 20.7 19 41.8
%entire head (=) A23187 LCN2 LCN2+A23187

Exp. 1 21.7 22 231 423
Exp. 2 247 19.3 18 35.6
Exp. 3 26.4 20.3 16 471
+SD 2.3797759 1.365039682 3.661056314 5.776100184
T-TEST P= 0.077919172 0.106518839 0.00849676
ANOVA PL0.003

Fig 2E

Total sperm examined LCN2 (=) LCN2 (+) LCN2 (+) +PKAi LCN2 (+) + PI3—Ki
hazy 107 18 174 42
apical ridge 108 91 42 59
entire head 14 116 22 138
total 229 225 238 239
%entire head 6.1 51.6 9.2 57.7
% entire head LCN2 (-) LCN2 (+) LCN2 (+) +PKAi LCN2 (+) + PI3-Ki
Exp. 1 85 62.9 8.5 68.6
Exp.2 43 57.7 114 488
Exp. 3 5.7 36.9 8 57.3




average
+SD 2.138535324 13.75790682 1.835755975 9.932941827
T-TEST P= 0.004495697 0.000890124
P= 0.005726893
ANOVA PL0.007
Fig 2F
cholesterol in the sup
mg/ml =) LCN2 BSA M-/ -CD
Exp. 1 0.069 0.227 0.344 1.049
Exp. 2 0.086 0.368 0.316 0.475
Exp. 3 0.069 0.25 0.312 0.497
+SD 0.009814955 0.075646106 0.017435596 0.325234275
T-TEST P= 0.009306808 2.72547E-05 0.033262197
ANOVA P<0.0001
Fig 3A
LCN2 (-) LCN2 (+)

Exp. 1 No. of 2 cell embryos 2 15

No. of total eggs 24 34

(%) fertilization 83 441
Exp. 2 No. of 2 cell embryos 4 33

No. of total eggs 37 42

(%) fertilization 10.8 78.6
Exp. 3 No. of 2 cell embryos 8 20

No. of total eggs 56 36

(%) fertilization 14.3 55.6
Exp. 4 No. of 2 cell embryos 6 15

No. of total eggs 20 29

(%) fertilization 30 51.7
Exp. 5 No. of 2 cell embryos 5 12

No. of total eggs 23 30

(%) fertilization 21.7 40




BSA M-/ -CD

Exp. 1 No. of 2 cell embryos 48 37

No. of total eggs 49 37

(%) fertilization 98 100
Exp. 2 No. of 2 cell embryos 29 25

No. of total eggs 31 25

(%) fertilization 93.6 100
Exp. 3 No. of 2 cell embryos 25 30

No. of total eggs 28 34

(%) fertilization 89.3 88.2
Exp. 4 No. of 2 cell embryos 22 27

No. of total eggs 23 32

(%) fertilization 95.7 84.4
(%) fertilization LCN2 (=) LCN2 (+) BSA M-/ -CD
Exp. 1 83 441 98 100
Exp. 2 10.8 78.6 93.6 100
Exp. 3 143 55.6 89.3 88.2
Exp. 4 30 51.7 95.7 84.4
Exp. 5 21.7 40 ND ND
+SD 8.838947901 15.05838637 3.699098989 8.060397013
T-TEST P= 0.001472043 8.38601E—-07 3.1321E-06
ANOVA PX0.00071
Fig 4B

Total sperm examined

LCN2 binding (-)

LCN2 binding (+)

hazy 152 0
apical ridge 14 27
entire head 0 130
total 166 157
%entire head 0 82.8

% entire head

LCN2 binding ()

LCN2 binding (+)




Exp. 1 0 875

Exp. 2 0 824

Exp. 3 0 78

+SD 0 4.754296303

T-TEST P= 7.25178E-06

Fig 4C

% LCN2-bound sperm 10min 30min 60min 90min 120min

Exp. 1 0 0 231 30.7 435
Exp. 2 0 2 29.4 429 50.2
Exp. 3 0 4.4 279 48.1 51.3
+SD 0 2.203028219 3.290896534 893159187 | 4.221768982
T-TEST P= 0.168797546 0.000146627 0.001411088 | 3.81568E-05
Total sperm examined 210 223 234 287 271
Fig 4D

Total sperm examined 10min 30min 60min 90min 120min

hazy 164 98 49 11 6
apical ridge 16 86 111 96 71
entire head 1 6 43 114 161
total 181 190 203 221 238
%entire head 0.55 3.2 21.2 51.2 67.6
% entire head 10min 30min 60min 90min 120min

Exp. 1 0 3.8 22.4 36.7 68.9
Exp. 2 0 29 31.9 56.1 67.4
Exp. 3 1.6 29 9 58.2 65.5
average

+SD 0.923760431 0.519615242 11.50521621 11.8534102 | 1.703917056
T-TEST P= 0.01208221 0.036706994 0.001916569 | 4.7351E-07
Fig 5F

cinnamycin binding

Total sperm examined LCN2 () LCN2 (+)

cynnamycin (+) 136 55




cynnamyecin (=) 43 130
total 179 185
%cinnamycin (=) sperm 24 70.3
%cinnamycin (=) sperm LCN2 () LCN2 (+)

Exp. 1 30.9 55.7
Exp. 2 20 82
Exp. 3 219 73
+=SD 5.822656896 13.36650041
T-TEST P= 0.005467361
Supplementary Fig S4

EGFP(K268Q)-GPI

Total sperm examined LCN2 () LCN2 (+)

bright 161 175
shed 5 9
total 166 184
%shed 3 49
%shed LCN2 (-) LCN2 (+)

Exp. 1 1.9 1.5
Exp. 2 1.9 48
Exp. 3 5.1 89
+SD 1.847520861 3.707200201
T-TEST P= 0.429451158
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