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Blood-brain barrier (BBB) breakdown and inflammation occurring
at the BBB have a key, mainly a deleterious role in the pathophysi-
ology of ischemic stroke. Neddylation is a ubiquitylation-like path-
way that is critical in various cellular functions by conjugating
neuronal precursor cell-expressed developmentally down-regulated
protein 8 (NEDDS) to target proteins. However, the roles of neddy-
lation pathway in ischemic stroke remain elusive. Here, we report
that NEDD8 conjugation increased during acute phase after ische-
mic stroke and was present in intravascular and intraparenchymal
neutrophils. Inhibition of neddylation by MLN4924, also known as
pevonedistat, inactivated cullin-RING E3 ligase (CRL), and reduced
brain infarction and improved functional outcomes. MLN4924 treat-
ment induced the accumulation of the CRL substrate neurofibroma-
tosis 1 (NF1). By using virus-mediated NF1 silencing, we show that
NF1 knockdown abolished MLN4924-dependent inhibition of neu-
trophil trafficking. These effects were mediated through activation
of endothelial P-selectin and intercellular adhesion molecule-1
(ICAM-1), and blocking antibodies against P-selectin or anti-ICAM-1
antibodies reversed NF1 silencing-induced increase in neutrophil
infiltration in MLN4924-treated mice. Furthermore, we found that
NF1 silencing blocked MLN4924-afforded BBB protection and neuro-
protection through activation of protein kinase C & (PKC§), myris-
toylated alanine-rich C-kinase substrate (MARCKS), and myosin
light chain (MLC) in cerebral microvessels after ischemic stroke, and
treatment of mice with the PKC§ inhibitor rottlerin reduced this
increased BBB permeability. Our study demonstrated that increased
neddylation promoted neutrophil trafficking and thus exacerbated
injury of the BBB and stroke outcomes. We suggest that the neddy-
lation inhibition may be beneficial in ischemic stroke.

ischemic stroke | neddylation | MLN4924 | neutrophil trafficking |
blood-brain barrier breakdown

troke continues to be a leading cause of death and the most
frequent cause of disability in adults. Despite significant
advances in decoding the pathophysiology of cerebral ischemia,
therapeutic options for stroke are still limited. Ischemic injury
to the brain rapidly triggers adhesion molecule expression on
the activated endothelium (1), resulting in rolling, adhesion,
and extravasation of blood-derived inflammatory cells (2). Infil-
trating inflammatory cells, including neutrophils, result in irrevers-
ible impairment of blood-brain barrier (BBB) function and tissue
damage through the release of reactive oxygen species (ROS), pro-
teolytic enzymes, and proinflammatory mediators (3). However, our
understanding of the links between BBB breakdown and peripheral
neutrophils infiltrating the ischemic brain is still incomplete.
Neddylation is the process of posttranslational protein modi-
fication by conjugating the ubiquitin-like protein, neuronal pre-
cursor cell-expressed developmentally down-regulated protein
8 (NEDDS), to target proteins (4). This process is catalyzed by
NEDDS8-activating enzyme E1 (NAE1 and UBA3), NEDDS-
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conjugating enzyme E2 (UBC12), and NEDDS8 E3 ligase (5).
The best characterized substrates of NEDDS8 are cullins (6),
which are scaffold proteins for the cullin-RING E3 ligase
(CRL) (7). The conjugation of NEDDS to cullins leads to the
activation of CRL (8), which ubiquitinates a multitude of differ-
ent proteins for targeted degradation (9). Recently, the neddy-
lation pathway was reported to contribute to growth of a variety
of cancer cells and inflammatory responses (10). In contrast,
inhibition of neddylation by MLLN4924, which is a small mole-
cule inhibitor of NAE, suppressed tumor growth, reduced
inflammation, and prevented atherogenesis (11-13). However,
to the best of our knowledge, the role of neddylation in ische-
mic stroke has not been addressed so far.

Using a mouse model of focal transient cerebral ischemia, we
show that neddylation was up-regulated in the peri-infarct cortex
after stroke and was expressed in neutrophils. Treatment with
the neddylation inhibitor MLN4924 reduced brain infarction
and improved neurological functions. We also demonstrated
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that MLN4924-afforded neuroprotection was mediated via anti-
inflammatory and BBB-protective effects involving the accumu-
lation of CRL substrate neurofibromatosis 1 (NF1).

Results

Neddylation Pathway Is Activated in the Brain after Ischemic
Stroke. To explore the function of the neddylation pathway in
ischemic stroke, we subjected mice to 1-h transient focal cere-
bral ischemia and examined brains at 3, 6, 12, and 24 h. We
found that the global protein neddylation in brain lysates were
increased 3 h poststroke, reached a peak around 12 h, and con-
tinued over 24 h (Fig. 1 A and B). Using a specific NEDD8
antibody that recognizes NEDDS8-conjugated proteins, we con-
firmed that NEDDS was up-regulated in the peri-infarct cortex
at 12 and 24 h after stroke compared to sham-operated brains
(Fig. 1C). In the ischemic cortex, NEDDS8 was expressed in
Ly6G™* neutrophils inside the blood vessels and parenchyma
(Fig. 1D), suggesting that NEDD8 may play a role in neutrophil
extravasation from blood vessels and consequent BBB impair-
ment after ischemia. In addition, we noted colocalization of
NEDDS with CD31* endothelial cells and Ibal* microglia cells
but only a little NEDDS staining in GFAP™ astrocytes, F4/80"
monocytes/macrophages, and NeuN™ neurons (Fig. 1D). The
increased protein level of NEDDS8 was accompanied by
up-regulation of the NEDDS8-activating enzyme E1-NAE subu-
nits (NAE1 and UBA3) and NEDDS8-conjugating enzyme E2
(UBC12) at 6 to 24 h after stroke (Fig. 1 E-H). The best char-
acterized substrates of neddylation are cullin-family proteins (6).
Therefore, we asked whether cullin neddylation might change
after stroke. We observed a marked increase in NEDDS8-cullin-1
conjugation at 12 and 24 h in the ischemic cortex (Fig. 1 E and I).

Taken together, these data indicate that ischemic stroke induced
protein neddylation. However, we found that there was no signifi-
cant difference in mRNA levels of NEDDS8, NAE1, UBA3, and
UBCI12 between sham-operated mice and mice that underwent
middle cerebral artery (MCA) occlusion (SI Appendix, Fig. S1
A-D), suggesting that ischemic stroke does not influence the tran-
scriptional properties of the NEDDS pathway.

Inhibition of Neddylation by MLN4924 Reduces Brain Damage after
Ischemic Stroke. To address whether neddylation plays an active
role in ischemic stroke, we inhibited the neddylation pathway by
the specific NAE inhibitor MLN4924 (14). Treatment with
MIN4924 significantly reduced cullin-1 neddylation (Fig. 2.4 and
B), showing the inactivation of CRL. Previous studies have shown
that proteotoxic stress induced an increase in the protein neddyla-
tion, which occurred through the ubiquitin E1 enzyme Ubel-
dependent mechanism (15). We therefore measured the effect of
Ubiquitin E1 on NEDD8 conjugation by silencing the ubiquitin
El enzyme UBE1 (UAE/UBA1l). We confirmed that UBE1
silencing by adenoviral short hairpin RNA (shRNA) administra-
tion into the brain of mice resulted in a significant decrease in
UBEI expression at 12 and 24 h after stroke (Fig. 2 C and D). We
then observed that shRNA silencing of UBE1 had no effect on the
level of NEDDS conjugation (Fig. 2 C and E). However, when mice
were treated with MLLN4924, the NEDDS neddylation was signifi-
cantly decreased (Fig. 2 F and G). These results suggest that the
increase in stroke-meditated neddylation may occur through the
canonical NEDDS enzyme NAE. Compared with the vehicle con-
trols, injection of MLN4924 resulted in a 43.8% reduction of infarct
volume at 24 h after stroke (Fig. 2 H and I). MLN4924-treated mice
had significant improvements in functional outcomes, as shown by
forelimb force and rotarod latency (Fig. 2J and K).
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Neddylation pathway is up-regulated after ischemic stroke. (A) Western blot assay for global NEDD8 conjugation in the ipsilateral hemisphere in

sham-operated mice and ischemic mice 3, 6, 12, and 24 h following operation. (B) Quantitative determinations of global NEDD8 conjugation for each
group (n = 8). (C) Representative NEDD8 immunostaining at 12 and 24 h after stroke compared with sham-operated mice. (Scale bar, 50 pm.) (D) Double
immunostaining of NEDD8 (red) with neutrophils (Ly6G), endothelial cells (CD31), microglial cells (Iba1), astrocytes (GFAP), monocytes/macrophages
(F4/80), and neurons (NeuN) in mice subjected to ischemic stroke. In the Upper Left, white indicates CD31-positive microvessels. Nuclei were stained with
DAPI (blue). (Scale bar, 40 um.) (E) Western blot assay for NAE1, UBA3, UBC12, and cullin-1 neddylation in sham-operated mice and ischemic mice 3, 6, 12,
and 24 h following operation. (F-/) Quantitative determinations of NAE1, UBA3, UBC12, and cullin-1 neddylation for each group (n = 8). Data were ana-
lyzed using one-way ANOVA followed by Bonferroni multiple comparison test. Values are mean + SD. *P < 0.05.
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Fig. 2. MLN4924 reduces ischemic cerebral injury and improves behavioral outcomes. (A) Inhibition of cullin-1 neddylation by MLN4924. Immunoblotting of
lysates from the ipsilateral hemisphere in ischemic mice treated with vehicle or MLN4924 24 h after stroke. (B) Quantitative determinations of cullin-1 neddyla-
tion for each group (n = 8). (C) Western blot assay for NEDD8 conjugation and UBE1 levels in the ipsilateral hemisphere in ischemic mice treated with control
adenovirus (Ad-Con) or UBE1 shRNA (Ad-shUBE1) 12 and 24 h following stroke. (D and E) Quantitative determinations of UBE1 levels and NEDD8 conjugation
for each group (n = 8). (F and G) Representative Western blot and quantification of NEDD8 conjugation in the ipsilateral hemisphere in ischemic mice treated
with vehicle or MLN4924 24 h following stroke (n = 8). (H) Representative photographs of 2,3,5-triphenyl tetrazolium chloride-stained coronal brain sections
showing smaller cerebral infarct in mice treated with MLN4924 than in mice treated with vehicle 24 h after stroke. (/) Quantitation of infarct volumes for
each group (n = 8). (J and K) MLN4924 improved behavioral outcomes in forelimb force test and rotarod test (n = 10). (L) Brain proteomics characterization
by high-performance liquid chromatography-tandem mass spectrometry in ischemic mice treated with vehicle or MLN4924. Gene Ontology analysis showed
that differentially expressed proteins were significantly enriched in biological processes (BP), cell components (CC), and molecular functions (MF). (M) The top
20 pathways based on KEGG enrichment analysis. (N) Heatmap showing the key differential proteins enriched in the top 20 pathways. Data were analyzed
using unpaired Student’s t test or one-way ANOVA followed by Bonferroni multiple comparison test. Values are mean + SD. *P < 0.05. NS, not significant.

To investigate protein expression differences in the ischemic  liquid chromatography-tandem mass spectrometry was per-
brain between mice treated with vehicle and MLN4924, high- formed. Gene Ontology analysis depicted that differentially
throughput quantitative proteomics based on high-performance  expressed proteins were markedly enriched in actin cytoskeleton
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organization, endocytosis, actin filament organization, cell migra-
tion, and cell junction (Fig. 2L). Kyoto Encyclopedia of Genes
and Genomes (KEGG) analysis revealed the top 20 KEGG-
annotated pathways derived from the differentially expressed
proteins upon MLN4924 treatment (Fig. 2M). Among them
include pathways involved in the regulation of endoplasmic
reticulum, spliceosome, RNA transport, actin cytoskeleton, and
adherens junction. In addition, the KEGG-enriched pathways
associated with the control of endocytosis, glutamatergic syn-
apse, autophagy, glycine, serine and threonine metabolism, and
arginine and proline metabolism have been reported to be
involved in the pathogenesis of stroke (16-21). For the afore-
mentioned 20 major KEGG pathways, the key differential pro-
teins are shown in Fig. 2N. A file containing identified proteins
is provided in Dataset S1. In future, further investigation of the
downstream signaling pathways involved in neddylation trigger-
ing inhibition will be essential.

MLN4924 Blunts BBB Damage after Ischemic Stroke. Increase in
BBB permeability greatly influenced the outcome of stroke

(22). To investigate the role of MLLN4924 on BBB permeability,
we first analyzed Evans blue dye extravasation at 24 h after
MCA occlusion (MCAO). This experiment showed that there
was a large decrease in BBB permeability in the ischemic brain
in MLN4924-treated animals compared with vehicle-treated
mice (Fig. 3 A and B). Using in vivo multiphoton microscopy of
intravenously injected fluorescein isothiocyanate (FITC)-dextran,
we found an intact BBB in sham-operated mice and an increased
BBB permeability to fluorescent dextran in mice subjected to
stroke (Fig. 3 C and D). Treatment with MLLN4924 significantly
reduced BBB damage at 24 and 48 h compared with vehicle-
treated animals. Similarly, mice treated with MLLN4924 exhibited a
substantial reduction in the extravasation of injected fluorescent
bovine serum albumin (BSA) (Fig. 3 E and F). We next studied
leakage of IgG, an endogenous blood-derived protein, in the
brain. Western blot analysis of IgG in vascular-depleted brain
homogenates revealed that MLLN4924-treated mice had a 48.8%
reduction in IgG accumulation in the brain parenchyma com-
pared with vehicle-treated mice (Fig. 3 G and H). Immunostain-
ing for IgG and the endothelial cell marker CD31 further
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MLN4924 attenuates BBB breakdown after ischemic stroke. (A and B) Representative images and quantification of Evans blue extravasation 24 h

after stroke in mice treated with vehicle or MLN4924 (n = 8). (C) Representative in vivo multiphoton microscopic images of intravenously injected FITC-
dextran (MW = 40 KDa) leakage from cortical vessels in sham-operated mice and ischemic mice treated with vehicle or MLN4924 24 and 48 h after stroke.
(Scale bar, 100 um.) (D) Quantification of the permeability (P) product of FITC-dextran for each group (n = 6). (E) Representative images of coronal brain
sections showing the leakage of intravenously injected BSA into the brain. (Scale bar, 1 mm.) (F) Quantification of extravascular BSA fluorescence (n = 8).
(G) Western blot assay for 1gG levels in capillary-depleted brain tissue. (H) Quantification of IgG deposits in capillary-depleted brain tissue (n = 8). (/) Rep-
resentative images and quantitation of IgG perivascular accumulation (green) in sham-operated mice and ischemic mice treated with vehicle or MLN4924
24 and 48 h after stroke. Capillaries were stained with CD31 (white). (Scale bar, 10 pm.) (J) Quantitation of IgG perivascular accumulation (n = 8). (K-0)
Reduced tight junction protein ZO-1, occludin, and claudin-5 and adherens junction protein VE-cadherin levels in isolated brain microvessels of ischemic
mice and reversal by MLN4924 treatment (n = 8). (P) Immunohistochemical quantification of TUNEL-positive endothelial cells in sham-operated mice and
ischemic mice treated with vehicle or MLN4924 24 h after stroke (n = 8). Data were analyzed using unpaired Student'’s t test or one-way ANOVA followed
by Bonferroni multiple comparison test. Values are mean + SD. *P < 0.05. HPF, high-power field.
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confirmed great reduction in perivascular IgG deposits at 24
and 48 h in MLN4924-treated mice (Fig. 3 I and J).

The permeability of BBB is impeded by endothelial junc-
tions, which are reduced in stroke leading to the BBB break-
down (22). We studied whether the expression of the BBB
junctional proteins is altered by MLN4924 treatment in the
ischemic brain. Immunoblotting of isolated brain microvessels
showed that the loss of tight junction proteins ZO-1, occludin,
and claudin-5 as well as the adherens junction protein
VE-cadherin caused by ischemia was abolished by MLLN4924
treatment (Fig. 3 K-0O), suggesting that MLLN4924 may play an
important role in the maintenance of vascular integrity. We
next asked whether MLLN4924 could reduce ischemic endothe-
lial injury. Immunohistochemical quantification showed that
TUNEL-positive endothelial cells were significantly suppressed
in MLN4924-treated brains compared to vehicle controls (Fig. 3P
and SI Appendix, Fig. S24). This finding is consistent with the
report showing that MLLN4924 treatment decreased liver fibrosis-
induced apoptosis (10).

MLN4924 Reduces Cerebral Neutrophil Invasion and Proinflammatory
Cytokine Production. Based on these findings, we searched to elu-
cidate the underlying cause for the protective effect of MLLN4924
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on BBB breakdown. Because we showed that NEDDS8 is
expressed in neutrophils (Fig. 1D) inside the blood vessels, we
determined the effect of MLLN4924 on neutrophil invasion. In
vivo multiphoton microscopy analysis of intravenously injected
PE-Ly6G showed that neutrophils adhered to the microvascular
endothelium and migrated into the injured brain in mice sub-
jected to stroke (Fig. 4B), whereas neutrophils rarely adhered or
extravasated in sham-operated mice. We observed that the num-
ber of adherent neutrophils and extravasation of neutrophils
from blood vessels into the brain parenchyma at 12 h after stroke
were both substantially reduced in MLLN4924-treated mice com-
pared with vehicle-treated mice (Fig. 4 C and D). We also found
that the neutrophil rolling velocity was significantly increased in
mice injected with MLLN4924 (Fig. 4E).

Consistent with these observations, immunohistochemical
quantification revealed significantly decreased numbers of neu-
trophils in the ischemic hemispheres at 12, 24, and 48 h after
ischemic stroke in mice treated with MLN4924 (Fig. 4F and
SI Appendix, Fig. S34). These results were further confirmed by
Western blot using an anti-Ly6G antibody (Fig. 4G). Signifi-
cantly lower amount of neutrophil was observed in the ischemic
brains in mice treated with MLN4924 (Fig. 4H). Quantification
of the neutrophil-specific enzyme myeloperoxidase (MPO)
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Fig. 4. MLN4924 reduces neutrophil infiltration and proinflammatory cytokines expression in the ischemic brains. (A) Timeline of multiphoton micro-
scopic experiments. (B) Representative in vivo multiphoton microscopic images of rolling and adherent neutrophils (red) inside the blood vessels (green) and
of infiltrated neutrophils into the brain parenchyma. (Scale bar, 40 pm.) (C-E) Number of adherent neutrophils and transmigrated neutrophils and rolling
velocity in sham-operated mice and ischemic mice treated with vehicle or MLN4924 12 h after stroke (n = 6). (F) Quantification of Ly6G" neutrophils at 6, 12,
24, and 48 h (n = 8). HPF, high-power field. (G and H) Representative Western blot and quantification of the amount of neutrophils in the ischemic brain in
mice treated with vehicle or MLN4924 at 24 h (n = 8). (/) Quantification of MPO activity at 24 h (n = 8). (J-M) Relative gene expression of CXCL1, CX3CL1,
CCL2, and CCR1 in the ischemic brains of mice at 24 h (n = 8). (N-P) Quantification of proinflammatory cytokines IL-6, IL-1p, and TNF-a by enzyme-linked immu-
noassay (ELISA) at 24 h (n = 8). (Q and R) Quantification of the number of activated microglia cells and monocytes/macrophages in the ischemic brains of mice
at 24 h (n = 8). (S and T) Representative images and quantification of DHE staining reflected the ROS levels in the brains of mice at 24 h (n = 8). (Scale bar,
40 pm.) Data were analyzed using one-way ANOVA followed by Bonferroni multiple comparison test. Values are mean + SD. *P < 0.05. NS, not significant.
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Fig. 5.

Effects of NEDD8 or UBE1 silencing on neutrophil infiltration, BBB permeability, and ischemic cerebral injury. (A and B) Representative NEDD8

immunostaining and quantification of neddylation levels in sham-operated mice and ischemic mice treated with control adenovirus (Ad-Con) or NEDD8
shRNA (Ad-shNEDDS8) 24 h following stroke (n = 8). HPF, high-power field. (Scale bar, 30 pm.) (C and D) Representative images and quantification of
Ly6G™ neutrophils (n = 8). (Scale bar, 30 um.) (E and F) Representative images and quantitation of 1gG extravascular deposits (green) (n = 8). Capillaries
were stained with CD31 (white). (Scale bar, 10 pm.) (G) Representative photographs of TTC stained coronal brain sections showing cerebral infarct in mice
treated with control adenovirus (Ad-Con) or NEDD8 shRNA (Ad-shNEDD®). (H) Quantitation of infarct volumes for each group (n = 8). (/) Quantification
of Ly6G* neutrophils in mice treated with control adenovirus (Ad-Con) or UBE1 shRNA (Ad-shUBE1) 24 h following stroke (n = 6). (J) Quantitation of I9G
extravascular deposits (green) (n = 6). Capillaries were stained with CD31 (white). (K) Representative photographs of TTC stained coronal brain sections
showing cerebral infarct in mice treated with control adenovirus (Ad-Con) or UBE1 shRNA (Ad-shUBE1). (L) Quantitation of infarct volumes for each
group (n = 6). Data were analyzed using unpaired Student’s t test or one-way ANOVA followed by Bonferroni multiple comparison test. Values are

mean + SD. *P < 0.05. NS, not significant.

further confirmed a significant reduction in neutrophil influx
into MLN4924-treated murine brain (Fig. 47). Together, these
data suggest that MLN4924 controls both the intravascular
adhesion and intraparenchymal migration of neutrophils.

In line with these findings, we found that the mRNA expres-
sion levels of neutrophil chemotactic chemokines and chemo-
kine receptor, including CXCL1, CX3CL1, CCL2, and CCR1
(23-26), were significantly lower in MLN4924-treated mice
than in controls (Fig. 4 J-M), suggesting that the reduced accu-
mulation of neutrophils in MLN4924-treated mice may cause
by decreased recruitment. In addition, proinflammatory cyto-
kine concentrations of IL-6, IL-1p, and TNFa were also
reduced in mice treated with MLLN4924 (Fig. 4 N-P).

Previous studies have shown that depletion of neutrophils
after brain injury reduced microglia and macrophage activation
(27). In the present study, we observed that treatment with
MILN4924 significantly reduced the number of activated micro-
glia cells (Fig. 40 and SI Appendix, Fig. S3B) in the ischemic
cortex. However, MLLN4924 did not significantly reduce the
infiltration of monocytes/macrophages (Fig. 4R and S/
Appendix, Fig. S3C).
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ROS are produced during ischemia and reperfusion injury
that may contribute to damage the BBB (28). To examine the
impact of MLLN4924 on the production of ROS, brain sections
were stained with dihydroethidium (DHE) and the generation of
ROS was analyzed by DHE fluorescence. This analysis showed
that treatment with MLLN4924 attenuated ROS production com-
pared with phosphate-buffered saline-treated mice at 24 h after
stroke (Fig. 4 § and T), which is consistent with a recent finding
reporting that MLN4924 reduced ROS production in a mouse
model of diet-induced nonalcoholic fatty liver disease (29).

To further establish the role of neddylation pathway in ische-
mic stroke, we silenced NEDDS8 by adenoviral shRNA injec-
tion. Immunohistochemistry analyses with the antibody that
recognizes NEDDS-conjugated proteins indicated a marked
decrease in the levels of NEDDS8 neddylation in the ischemic
brain (Fig. 5 4 and B). Moreover, we observed a significant
decrease in neutrophil recruitment (Fig. 5 C and D), leakage of
IgG (Fig. 5 E and F), and infarct volume (Fig. 5 G and H) in
mice subjected to NEDDS8 shRNA treatment compared with
mice treated with control shRNA. These data suggest that ned-
dylation inhibition in our mouse stroke models may not be
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Fig. 6. NF1 silencing abolishes MLN4924-dependent inhibition of neutrophil infiltration. (A and B) Representative immunoblots and quantification of
NF1 levels in the ipsilateral hemisphere in sham-operated mice and ischemic mice treated with vehicle, MLN4924, control adenovirus (Ad-Con), or NF1
shRNA (Ad-shNF1) (n = 8). (C) Representative in vivo multiphoton microscopic images of rolling and adherent neutrophils (red) inside the blood vessels
(green) and of infiltrated neutrophils into the brain parenchyma. (Scale bar, 40 um.) (D-F) Rolling velocities and number of adherent neutrophils and
transmigrated neutrophils after injection of MLN4924 + control adenovirus (Ad-Con), MLN4924 + NF1 shRNA (Ad-shNF1), control adenovirus, or NF1
shRNA (n = 6). (G) Quantification of MPO activity in the ischemic brains of mice (n = 8). (H) Inhibition of cullin-1 neddylation by MLN4924. Immunoblot-
ting of lysates from bone marrow neutrophils isolated from ischemic mice. Neutrophils were incubated with LPS together with vehicle or MLN4924 for
2.5 h. US: neutrophils were incubated without LPS. (/) NF1 mRNA expression was measured by quantitative real-time PCR in isolated neutrophils (n = 8).
(J and K) Quantification of the percentage of H3Cit-positive neutrophils and NETs in isolated neutrophils (n = 8). (L) Representative immunoblots of NF1
expression in isolated neutrophils treated with LPS together with vehicle or the proteasome inhibitor MG132 compared with neutrophils incubated
without LPS (US). (M) Quantitation of NF1 expression for each group (n = 8). (N and O) Quantification of P-selectin and ICAM-1 levels in isolated brain
microvessels in sham-operated mice and ischemic mice treated with vehicle, MLN4924, MLN4924 + control adenovirus (Ad-Con), MLN4924 + NF1 shRNA
(Ad-shNF1), control adenovirus, or NF1 shRNA (n = 8). (P) Representative images of Ly6G* neutrophils. (Scale bar, 30 pm.) Data were analyzed using
unpaired Student'’s t test or one-way ANOVA followed by Bonferroni multiple comparison test. Values are mean + SD. *P < 0.05. NS, not significant.
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associated with side effects. We next addressed the roles of the
ubiquitin E1 enzyme UBEI1 silencing after experimental stroke.
Our results showed that UBEL silencing (Fig. 2 C and D) failed
to affect neutrophil recruitment (Fig. 5I and SI Appendix, Fig.
S4A4), perivascular IgG deposits (Fig. 57 and SI Appendix, Fig.
S4B), and infarct volume (Fig. 5 K and L).

MLN4924 Reduces Neutrophil Infiltration via NF1-Mediated Inhibi-
tion of Endothelial P-selectin and ICAM-1 Expression. NF1, a tumor
suppressor, is a key substrate of CRL (30). NF1 loss is associ-
ated with inflammation and vascular disease (31). We tested
the hypothesis that NF1 is critical for MLN4924-mediated inhi-
bition of neutrophil trafficking. Western blot analysis showed
that ischemic stroke significantly reduced NF1 expression com-
pared with the sham-operated group (Fig. 6 4 and B). In con-
trast, injection of MLLN4924 preserved the loss of NF1 caused
by ischemia. We then hypothesized that NF1 silencing by ade-
noviral shRNA administration could abolish the inhibitory
effect of MLN4924 on neutrophil infiltration. Treatment with
NF1 shRNA effectively reduced NF1 expression in the ischemic
mice and blocked MLN4924-induced accumulation of NF1
(Fig. 6 A and B and SI Appendix, Fig. S5 A and B). In vivo mul-
tiphoton microscopy indicated that NF1 silencing decreased
rolling velocity and increased neutrophil adhesion and transmi-
gration in ischemic mice treated with vehicle or MLN4924 at 12
h after stroke (Fig. 6 C—F and SI Appendix, Fig. S5C). At 24 h,
we observed that injection of NF1 shRNA into vehicle-treated
or MLN4924-treated mice caused a significant increase in
MPO activity (Fig. 6G). The MLN4924-mediated decrease in
proinflammatory cytokines was also reversed by NF1 silencing
(SI Appendix, Fig. S5 D-F). Injection of NF1 shRNA moder-
ately increased proinflammatory cytokine concentrations of
IL-6 and markedly increased IL-1p and TNFa compared with
control shRNA treatment.

We then isolated neutrophils from the bone marrow of ische-
mic mice and incubated them with lipopolysaccharide (LPS).
Consistent with previous studies showing that LPS-activated
macrophages have increased neddylation activity (12), we
observed an increase in neddylated Cullinl in LPS-treated neu-
trophils (Fig. 6H and SI Appendix, Fig. S6A4). Treatment with
MLN4924 reduced cullin-1 neddylation and resulted in a signif-
icant increase in NF1 mRNA and protein levels in LPS-treated
neutrophils (Fig. 61 and SI Appendix, Fig. S6 B and C); this was
accompanied by attenuated H3Cit-positive neutrophils and
neutrophil extracellular trap formation (Fig. 6 J and K and S/
Appendix, Fig. S6D). We further studied whether proteasome-
mediated protein degradation regulates NF1 expression in neu-
trophils after LPS stimulation. We found that treatment with
the proteasome inhibitor MG132 did not prevent the reduction
of NF1 expression in neutrophils upon LPS stimulation (Fig. 6
L and M), confirming previous results (32). However, NF1 was
also reported to be accumulated by the proteasome inhibitors
(33). Further study would be important to address the relation-
ship between NF1 and the proteasome.

Extravasation of neutrophils during inflammation is medi-
ated through interactions between adhesion molecules on
endothelium and neutrophils (34). We hypothesized that NF1
loss may increase neutrophil extravasation in MLN4924-treated
mice by regulating adhesion molecule expression on endothelia
cells. Indeed, immunoblotting of isolated brain microvessels
showed that the expression of P-selectin and ICAM-1 was sig-
nificantly reduced in MLN4924-treated mice, whereas this
reduction was reversed by NF1 silencing (Fig. 6 N and O and
SI Appendix, Fig. ST A and B). Injection of NF1 shRNA alone
increased the expression of P-selectin and ICAM-1 in ischemic
mice treated with vehicle. In addition, MLLN4924 treatment did
not change the expression of vascular cell adhesion molecule-1
(SI Appendix, Fig. ST C and D). When using blocking
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antibodies against P-selectin or using anti-ICAM-1 antibodies,
we observed a significant reduction in the numbers of neutro-
phils in the ischemic brain of mice treated with MLLN4924 and
NF1 shRNA (Fig. 6P and SI Appendix, Fig. STE).

NF1 Mediates MLN4924-Afforded BBB Protection via Activation of
PKCS Signals. We next studied the role of NF1 inhibition by
shRNA silencing on the protection of BBB with MLN4924
treatment. We observed that NF1 silencing increased BBB per-
meability (Fig. 7 4 and B) and extravascular accumulation of
serum IgG (Fig. 7C and SI Appendix, Fig. S84) in mice treated
with MLN4924; this was accompanied by extended infarct vol-
ume (Fig. 7 D and E) and exacerbated neurological functions
(Fig. 7 F and G). NF1 silencing alone exacerbated BBB disrup-
tion, increased infarct volume, and moderately worsened neu-
rological deficits.

As NF1 was reported to regulate PKCS activity (35) and PKCS
can be activated by ischemia (36), we next studied whether NF1
silencing abolished the protective effect of MLN4924 against
BBB damage through PKC3. Western blot analysis of isolated
brain microvessels showed that ischemia-induced phosphorylation
of PKC38 was inhibited by MLLN4924 treatment, and these effects
were reversed by silencing NF1 (Fig. 7 H and I). Similarly, NF1
silencing efficiently reversed MLN4924-mediated inactivation of
MARCKS protein (Fig. 7J and K and SI Appendix, Fig. S8B), a
well-recognized substrate for PKC (37). Because MARCKS is a
CaM-binding protein (38), we further studied the effects of
MLN4924 treatment and NF1 silencing on the CaM-dependent
phosphorylation of MLC (pMLC), which has been implicated in
endothelial barrier integrity (39). Isolated microvessels from the
ischemic brain of MLN4924-treated mice exhibited decreased
pPMLC compared with vehicle-treated mice (Fig. 7L and SI
Appendix, Fig. S8C). However, the decrease in pMLC caused by
MILN4924 treatment was abolished by silencing NF1. Injection of
NF1 shRNA increased phosphorylation of PKC8 and moderately
increased phosphorylation of MARCKS (pMARCKS) and
pMLC in ischemic mice. We then injected the PKC3 inhibitor rot-
tlerin in mice subjected to ischemia and coadministration of
MLN4924 with NF1 shRNA. Rottlerin substantially reduced NF1
silencing-mediated increase in BBB permeability in MLN4924-
treated mice (Fig. 7 M and N). Together, these data indicate that
NF1 silencing blunted MLN4924-provided BBB protection by
inducing PKC$ activation.

Discussion

In this study, we found that neddylation was up-regulated in
the brain and active in intravascular and intraparenchymal neu-
trophils after transient focal ischemia in mice. We demon-
strated that inhibition of neddylation by the NAE inhibitor
MILN4924 improved stroke outcomes by reducing neutrophil
infiltration, attenuating BBB damage and infarct volume and
improving neurological functions. Furthermore, we show that
MLN4924 reduced both neutrophil extravasation and BBB
breakdown through attenuation of NEDDS conjugation to
cullin-1, and our data suggest that this is the result of a marked
up-regulation of the NF1 signals.

Neutrophils are the first line of innate immune defense
against invading pathogens, but they also contribute to endothe-
lial damage and tissue destruction by releasing ROS, proteases,
and proinflammatory mediators (3, 40). Our data show expres-
sion of vascular adhesion molecules and the accumulation of
NEDDS8+ neutrophils in the ischemic brain after stroke, suggest-
ing that NEDDS8-mediated neutrophil trafficking may cause
BBB damage and inflammation. Inhibiting neddylation using a
small molecule inhibitor MLN4924 reduced neutrophil infiltra-
tion and proinflammatory cytokine production. MLLN4924 was
shown to cause accumulation of a multitude of different proteins
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Fig. 7. NF1 silencing blocks MLN4924-afforded BBB protection. (A) Representative in vivo multiphoton microscopic images of intravenously injected FITC-
dextran leakage from cortical vessels in ischemic mice treated with MLN4924 + control adenovirus (Ad-Con), MLN4924 + NF1 shRNA (Ad-shNF1), control
adenovirus, or NF1 shRNA 24 h after stroke. (Scale bar, 100 um.) (B) Quantification of the permeability (P) product of FITC-dextran for each group (n = 6).
(C) Quantification of 1gG extravascular deposits (n = 8). (D) Representative photographs of TTC stained coronal brain sections showing cerebral infarct in
mice treated with MLN4924 + control adenovirus (Ad-Con), MLN4924 + NF1 shRNA (Ad-shNF1), control adenovirus, or NF1 shRNA at 24 h. (E) Quantita-
tion of infarct volumes for each group (n = 8). (F and G) NF1 silencing worsened neurological outcomes in MLN4924-treated mice (n = 10). (H and /) Rep-
resentative immunoblots and quantification of pPKCS levels in isolated brain microvessels in sham-operated mice and ischemic mice treated with vehicle,
MLN4924, MLN4924 + control adenovirus (Ad-Con), MLN4924 + NF1 shRNA (Ad-shNF1), control adenovirus, or NF1 shRNA (n = 8). (/ and K) Representative
immunoblots and quantification of pMARCKS levels in isolated brain microvessels (n = 8). (L) Quantification of pMLC levels in isolated brain microvessels
(n = 8). (M) Representative in vivo multiphoton microscopic images of intravenously injected FITC-dextran leakage from cortical vessels in MLN4924-
treated mice after injection of vehicle or the PKC3 inhibitor rottlerin together with NF1 shRNA (Ad-shNF1). (Scale bar, 100 pm.) (N) Quantification of the
permeability (P) product of FITC-dextran for each group (n = 6). Data were analyzed using unpaired Student’s t test or one-way ANOVA followed by Bon-
ferroni multiple comparison test. Values are mean =+ SD. *P < 0.05. NS, not significant.
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by inactivating CRL (41). In this study, we found that MLLN4924
significantly increased the accumulation of NF1, a CRL sub-
strate, whereas NF1 silencing by adenoviral shRNA administra-
tion induced the expression of P-selectin and ICAM-1 in brain
microvessels to increase neutrophil extravasation in MLN4924-
treated mice, suggesting that the anti-inflammatory effect of
MLN4924 may involve NF1. Importantly, we show here that
NF1 silencing-induced increase in neutrophil infiltration in
MLN4924-treated mice could be rescued by either blocking anti-
bodies against P-selectin or anti-ICAM-1 antibodies, suggesting
the need of a specific interaction between activated neutrophils
and injured endothelial cells for induction of neutrophil
transmigration.

Inflammation in cerebral vessels contributes to BBB disrup-
tion (42), and high BBB permeability correlates with infarction
growth (43) and poor clinical prognosis after stroke (44, 45).
The present study demonstrated that MLN4924 treatment
preserved BBB integrity and thereby reduced BBB permeabil-
ity after cerebral ischemia. These BBB-protective effects of
MILN4924 were accompanied by reduced brain infarctions and
less severe neurologic deficits. Furthermore, we show that
MLN4924-offered protection against BBB breakdown is
depended on its action on NF1. We then attempted to provide
information regarding the signaling mechanisms by which NF1
mediated the BBB protection of MLN4924. Our data indicated
a robust down-regulation of ischemia-induced activation of
PKC8-MARCKS-MLC pathway upon MLN4924 treatment,
and silencing NF1 promoted the activation of PKCS pathway
again and blocked MLN4924-afforded BBB protection. How-
ever, in addition to NF1-mediated inactivation of PKC8 path-
way, multiple other CRL substrates may also contribute to the
effects of MLLN4924.

In summary, our study shows a crucial role for protein
neddylation in regulating cerebral ischemia. Because of its
impressive anticancer efficacy, MLLN4924 is currently in phase
I/IT clinical trials for the treatment of several cancers (46). Our
data demonstrated that the neddylation inhibitor MLN4924
protected the brain against ischemic injury by attenuating neu-
trophil extravasation into brain and maintaining BBB integrity.
We conclude that MLN4924 could represent a therapeutic
option for ischemic stroke.
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Materials and Methods
Detailed descriptions are provided in S/ Appendix.
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