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Abstract
Glycoprotein non-metastatic melanoma protein B (GPNMB) got its name from the first discovery in a cell line of non-meta-
static melanoma. Later studies found that GPNMB is widely expressed in various tissues and cells of the human body, most 
abundant in neural tissue, epithelial tissue, bone tissue, and monocyte-macrophage system. GPNMB has been shown to have 
anti-inflammatory effects in a variety of neurological diseases, however, it has not been reported in subarachnoid hemorrhage 
(SAH). Male CD-1 mice were used and intra-arterial puncture method was applied to establish the SAH model. Exogenous 
recombinant GPNMB (rGPNMB) was injected intracerebroventricularly 1 h after SAH. SAH grading, brain edema and blood–
brain barrier (BBB) integrity were quantified, and neurobehavioral tests were performed to evaluate the effect of GPNMB 
on the outcome. Dorsomorphin, the selective inhibitor on AMPK was introduced to study the downstream signaling through 
which the GPNMB works. Furthermore, western blot, immunofluorescence staining and ELISA were utilized to confirm the 
signaling. After SAH, GPNMB expression increased significantly as a result of the inflammatory response. GPNMB was 
expressed extensively in mouse microglia, astrocytes and neurons. The administration of rGPNMB could alleviate brain edema, 
restore BBB integrity and improve the neurological outcome of mice with SAH. GPNMB treatment significantly magnified the 
expression of p-AMPK while p-NFκB, IL-1β, IL-6 and TNF-α were suppressed; in the meantime, the combined administration 
of GPNMB and AMPK inhibitor could decrease the intensity of p-AMPK and reverse the quantity of p-NFκB and the above 
inflammatory cytokines. GPNMB has the potential of ameliorating the brain edema and neuroinflammation, protecting the 
BBB and improving the neurological outcome, possibly via the AMPK/NFκB signaling pathway.

Keywords Glycoprotein non-metastatic melanoma protein B · Subarachnoid hemorrhage · Early brain injury · 
Neuroinflammation · Neurofunction

Introduction

Subarachnoid hemorrhage (SAH) is a kind of hemorrhagic 
stroke and a common acute and severe syndrome in neu-
rosurgery with high mortality and disability rate (Xu et al. 

2021a, b). The mechanism of brain injury induced by SAH 
is not clear. In the past, it was thought that cerebral vasos-
pasm after blood contact is the basic principle, and a large 
number of studies have also focused on it (Fan et al. 2021; 
Neifert et al. 2021). However, the clinical trials of prevent-
ing and treating cerebral vasospasm after SAH were in 
vain (Shen et al. 2013). In order to promote the research Tao Li, Yuansheng Zhang and Qixiong Lu contributed equally to 
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on the mechanism of SAH injury, the latest viewpoint inte-
grates the brain injury occurring within 72 h after SAH into 
"early brain injury (EBI)", which not only includes cerebral 
vasospasm, but also covers the pathological processes such 
as increased intracranial pressure, oxidative stress injury, 
excessive activation of inflammation and neuronal apoptosis 
(Li et al. 2019; Xu et al. 2021a, b). This view holds that EBI 
is the cause of poor prognosis of SAH, and reducing EBI is 
the key to treating SAH.

Glycoprotein non-metastatic melanoma protein B 
(GPNMB) was first identified in a cell line of non-metastatic 
melanoma and named after this (Diaz-Ortiz et al. 2022). 
Later studies found that GPNMB is widely expressed in 
various kinds of tissues and cells of the human body, pre-
dominantly abundant in neural tissue, epithelial tissue, bone 
tissue and the monocyte-macrophage system (Saade et al. 
2021). GPNMB is a type I transmembrane glycoprotein 
encoded by the Gpnmb gene in humans, and the homolo-
gous gene products in mouse and rat are called DC-HIL 
(Chung et al. 2020) and osteoactivin (OA) (Sondag et al. 
2016), respectively. The Gpnmb gene and its homologous 
gene in mammals are evolutionarily conserved, and the 
structure and function of the protein products are similar. 
Not only are they involved in basic physiological processes 
such as nervous system inflammation and cell survival (Neal 
et al. 2018), epithelial tissue angiogenesis (Narasaraju et al. 
2015), bone tissue regeneration and reconstruction (Huang 
et al. 2021), regulation of immune response and cell signal 
transduction (Zhang et al. 2019a, b), but also in pathological 
processes including tumor genesis, metastasis and resistance 
(Liguori et al. 2021). In recent years, some scholars have 
found that GPNMB-expressing microglia were significantly 
increased and activated in the brain tissue of patients with 
Alzheimer's disease (AD), suggesting that GPNMB may 
have a connection with neuroinflammatory response in AD 
(Huttenrauch et al. 2018). Murthy MN et al. reported that 
elevation of GPNMB expression in brain tissue is related 
with an increased incidence of Parkinson's disease (Murthy 
et al. 2017). Similar findings were also reported by Oeckl 
P et al. that the protein level of GPNMB was significantly 
increased in the cerebrospinal fluid (CSF) of patients with 
amyotrophic lateral sclerosis (Oeckl et al. 2020). Thus, it is 
speculated that GPNMB is closely associated with inflam-
matory responses in neurodegenerative diseases. Research 
by Neal ML et  al. pointed out that GPNMB alleviates 
astrocyte-associated neuritis by acting on astrocyte surface 
receptor CD44 (Neal et al. 2018). Noda Y et al. confirmed 
that GPNMB can alleviate endoplasmic reticulum stress by 
inducing binding immunoglobulin protein (BiP), thereby 
regulating inflammation, apoptosis and other processes, and 
exerts neuroprotective effects (Noda et al. 2017). Research 
by Ripoll VM et  al. further recognized that GPNMB 
increases synchronously with the inflammatory response, 

but GPNMB is not the cause of inflammation, instead it is 
activated by γ-interferon and acts as a negative feedback 
regulator of inflammation to reduce excessive inflammatory 
response (Ripoll et al. 2007).

Some scholars studying acute kidney injury found 
that GPNMB can facilitate transformation of mac-
rophages into M2 (anti-inflammatory) type to balance 
the inflammatory response by M1 (pro-inflammatory) 
type, thereby exerting an anti-inflammatory effect (Zhou 
et al. 2017). Microglia in the brain tissue are derived 
from the monocyte-macrophage system in mesoderm and 
play the roles of phagocytosis, chemotaxis, and inflam-
matory responses, and it is the most important player in 
the inflammation of the central nervous system; at the 
same time, after the occurrence of SAH, a large num-
ber of mononuclear-macrophages are in direct contact 
with brain tissue and also involved in the inflammatory 
process. Logically, GPNMB can also transform micro-
glia and inflammatory cells that exuded to brain tissue 
into anti-inflammatory type to rebalance hyperactivated 
inflammation. More and more studies have revealed that 
AMPK/NFκB dependent signaling pathway is one of 
classic pathways of anti-inflammatory transformation of  
monocyte-macrophages (Ji et al. 2018; Xu et al. 2018).

Taken together, we speculate that GPNMB can play 
a role in the EBI phase after SAH by activating AMPK 
dependent signaling pathway to attenuate the inflamma-
tory response.

Methods Committee

Animals

Two hundred and twenty male ICR mice (32 ± 5 g, 56 ± 5d 
old, Vital River, Beijing) were used in our study. The mice 
could forage the fodder and water ad libitum, and were 
housed in an animal room (20–25 ℃ temperature, 50–60% 
humidity) with virtual-nature 12 h light and dark cycles. 
All the management on the mice complies with the Rules 
of Laboratory Animal Care and Use, Kunming University 
of Science and Technology, and at the same time observed 
the National Institutes of Health (NIH) Guide for the Care 
and Use of Laboratory Animals.

SAH Model

Intra-arterial puncture method was adopted to establish the 
SAH model (Li et al. 2019). Briefly, the mouse to be oper-
ated on was anesthetized with a mixture (20 ml/kg, i.p.) of 
ketamine (100 mg/kg) and xylazine (10 mg/kg), and then 
put in a supine position. Normally, after an incision along 
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the middle line of the neck was made, the left carotid artery 
(CA), the external carotid artery (ECA) and internal carotid 
artery (ICA) were dissected. The CA and ICA were momen-
tarily clipped and the ECA was permanently ligated, and then 
a minor incision was incised on the ECA to insert a 5–0 nylon 
thread. After the removal of the clip, the thread went along 
the ICA to reach the bifurcation of middle cerebral artery 
(MCA) and anterior cerebral artery (ACA) at the time when 
contacting the obvious resistance. The thread was pushed 
forward approximately 2 mm and the vessel wall could be 
punctured. Finally, the thread was retreated, the proximal 
ECA was ligated and the surgical wound was sutured.

Grade of SAH

The severity of SAH was graded according to the Sugawara 
method (Li et al. 2019; Sugawara et al. 2008). As previously 
described, the basal cistern is divided into 6 areas, and each 
area may be scored 0 (no blood) to 3 (all arteries full of 
blood clot). The total score ranges from 0 – 18, and thus 
the severity of SAH is categorized into mild (0–7), moder-
ate (8–12) and severe (13–18). In our study, the successful 
model establishment should be the severe SAH.

Intra‑Cerebroventricular Injection

As was described, the anesthetized mouse was fixed to 
the stereotactic frame, head in a prone position. Taking 
the bregma the origin, the coordinate (anterior–posterior 
1.0 mm, right medial–lateral 1.0 mm, dorsal–ventral depth 
2.0 mm) was referred to as the injection point. The recom-
binant human GPNMB (rGPNMB) protein (2550-AC-050, 
R&D Systems) was reconstituted in phosphate buffer saline 
(PBS, 0.01 M) to concentration of 1 µg/10 µL, 3.3 µg/10 µL 
and 10 µg/10 µL, respectively. Intra-cerebroventricular injec-
tion was executed 1 h after SAH induction using a Hamil-
ton micro-injection system at a rate of 2 µL/min; the needle 
stayed still for 5 min in case of the backflow and pulled back 
slowly. The drill was sealed with bone wax.

Intravenous Drug Administration

The selective p-AMPK inhibitor, Dorsomophin (BML-275, 
S7306, water soluble type, Selleck, USA) was dissolved in PBS 
(10 mg/kg) and injected into the tail vein under the assisted 
with the tail vein injection device 1 h after SAH induction.

Neurofunctional Tests

Modified neurological severity scores

The modified neurological severity scores (mNSS) is the 
most common test of neuronal deficits for mice or rats after 

stroke. The test is a composition of motor, balance and reflex 
tests. For mice, the score ranges from 0 to 14, in which 14 
means the most severe neuronal deficits while 0 is intact 
neurofunction.

Garcia Test

Garcia test constitutes six trials, including spontaneous 
activity, symmetry of four limbs, forepaw outstretching, 
ability to climb, proprioception, and response to vibrissae. 
Each trial can be scored 0–3, where 0 means no function 
and 3 means intact function. The test score is calculated 
from 0 to 18.

Rotor‑Rod Test

The Rotor-Rod test, either named rotarod test, is used to 
assess sensorimotor coordination and motor learning, and 
is commonly applied in the neurofunctional test in rodent 
models with CNS disorders. In our study, fixed rotarod was 
used to evaluate the mid- and long-term neuronal function. 
The device was set on the rotating speed at 5 revolutions 
per minute (RPM) and 10 RPM without acceleration (Li 
et al. 2020).

Morris Water Maze Test

The test was performed as we described (Li et al. 2020). 
All the mice were assessed at the baseline and 21 days after 
SAH, and continued for 6 days. On the first test day (Day 1), 
the platform was placed in the block (quadrant) same as the 
baseline. From the second test day (Day 2), the platform was 
removed and placed in an either clockwise or count-clock-
wise order to perform the test. The platform was removed on 
the last test day (Day 6), and the mice were free to swim for 
1.5 min under the tracking system to calculate the retaining 
time in the target block and generate the heatmap.

Brain Water Content

Direct measure was used in our study to calculate the 
brain water content (BWC) (Li et al. 2019). The eutha-
nized mouse had the brain dissected immediately without 
perfusion, and the cerebellum and brainstem removed. 
The remaining cerebrum was weighted to get the wet 
weight (WW). Then, it was conveyed to the electrother-
mostatic oven to be dried out to get the dry weight (DW). 
The brain water could be quantified using the percentage 
of the subtraction of WW and DW by the WW, which is 
BWC = [(WW-DW) / DW] × 100%. BWC is the quantified 
interpretation of brain edema.
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Blood–Brain Barrier Integrity

Non-toxic Evans blue dye (1%, 10 ml/kg) was injected intra-
venously into the mouse (Li et al. 2019). One hour later, the 
deep anesthetized mouse had the transcardial perfusion with 
PBS (0.01 M, pH 7.40, 4 ℃). The acquired brain had the cer-
ebellum and brainstem removed and was homogenized with 
3.0 ml trichloroacetic acid (TCAA), and then centrifugated 
at 12,000 RPM for 30 min. The supernatant was added into 
the TCAA-ethanol mixture (TCAA:ethanol = 1:3) and then 
incubated overnight at 4 ℃. The mixture was again centrifu-
gated at 12,000 RPM for 30 min; the resultant supernatant 
was examined using a spectrofluorophotometer.

Western Blot

Western blot (WB) was utilized to detect and analyze the pro-
teins as described (Li et al. 2019, 2020). In short, the left cer-
ebral cortex which was the same side of the surgical puncture 
was homogenized and centrifugated at 4 ℃ (12,000 RPM) 
for 30 min because this brain region has the severest SAH 
induced injury and the most typical pathological reactions, 
and the supernatant was determined using an assay kit to the 
equivalent concentration as per the manufacturer’s instruc-
tion (Bio-Rad Laboratories, Hercules, CA, USA). Then, the 
supernatant with the same protein concentration was denature 
in the hot water bathing at 95 ℃ for 5 min to yield the protein 
samples. Each time, the protein samples with same volume 
(10 µl) were loaded in the well of the gel to have the electro-
phoresis, and the gel containing the separated proteins had 
transfer procedure using a PVDF membrane. After protein 
transfer, the PVDF membrane was rinsed with Tris-buffered 
saline and Tween-20 (TBST) and soaked in with non-fat 
milk (5%) for 1 h. The primary antibodies were diluted as 
per the manufacturer’s instructions and added to the PVDF 
membrane to co-incubate overnight (12 h, 4 ℃). The PVDF 
membrane was then rinsed with TBST and co-incubated with 
secondary antibodies (2 h, 25 ℃). In completion of incu-
bation, the membrane was rinsed and processed with ECL 
reagent. The final membrane was exposed on photosensi-
tive films and the subsequent protein bands were analyzed 
using the ImageJ software (National Institutes of Health, 
MD, USA). The primary antibodies used in our study were 
anti-p-AMPK (1:1000, #5759, Cell Signaling Technology, 
USA), anti-APMK (1:1000, #5831, Cell Signaling Technol-
ogy, USA), anti-p-NFκB (1:2000, ab16502, ABCAM, USA), 
anti-IL-1β (1:2000, ab234437, ABCAM, USA), anti-IL-6 
(1:2000, ab233706, ABCAM, USA), anti-TNF-α (1:2000, 
ab6671, ABCAM, USA), and anti-β-actin (1:4000, ab8226, 
ABCAM, USA). The corresponding secondary antibodies 
were anti-rabbit (1:5000; ab205718, Abcam, USA) and anti-
mouse (1:5000; ab205719, Abcam, USA).

Enzyme Linked Immunosorbent Assay

Enzyme linked immunosorbent assay (ELISA) was used 
to further confirm the expression of above inflammation 
related cytokines before and after SAH. The process of 
measurement was as per the manufacturer’s protocol and 
previous studies (Li et al. 2020; Zhang et al. 2019a, b). The 
left hemisphere cortex tissue suspension and protein sam-
ples were acquired similar to the WB method. The protein 
samples and the standard were mixed with antibody cock-
tail in pre-coated 96-well microplate, and then incubated at 
room temperature (25 ℃) for 1 h. After washing with buffer 
reagent, the development solution was added to each well, 
and finally the stop solution was added. Using a spectropho-
tometer to analyze the optical density (OD) at 450 nm for 
each well in the microplate, the protein concentration could 
be quantified by comparing the OD of target protein with 
standard curve. ELISA kits in the study were used: IL-1β 
(ab197742, Abcam, USA), IL-6 (ab222503, Abcam, USA) 
and TNF-α (ab208348, Abcam, USA).

Immunofluorescence Staining

The brain slides were probed using immunofluorescence 
(IF) staining technique (Li et al. 2019, 2020). First, the mice 
were deep anesthetized and had transcardial perfusion with 
PBS (0.01 M, pH 7.40, 4 ℃) and then paraformaldehyde 
(PFA) solution (4%, pH 7.40, 4 ℃). The brain was immerged 
in the same PFA solution for 48 h at 4 ℃. After fixation, the 
brain was thoroughly dehydrated in saturated sucrose solu-
tion for 72 h. Second, the brain was embedded with freezing 
reagent and frozen at -80 ℃ for further sectioning. Third, 
the hardened brain was sectioned into brain slices with the 
thickness of 8 µm which were mounted to the glass slides. 
The brain slides were washed and then incubated with Triton 
X-100 and bovine serum (5%) for 1 h before IF staining. The 
primary antibodies and the following secondary antibodies 
were added to the brain slices to co-incubate as described. 
After washing with PBS, the slides were dried and given 
one drop of DAPI, and then were carefully sealed with glass. 
Finally, the slides were taken photos under a fluorescence 
microscope by an independent researcher. For analyzing 
the expression of GBNMB, five slides from the same brain 
specimen shall each have four different fields (200 ×) of 
vision examined, focusing mainly on the nearby areas of 
the perforating spot on the left cortex.

Study Design

The grouping and use of mice were listed in the supplemen-
tal materials (Table S1).
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Experiment 1: the trend of variation of GPNMB (n = 40).
The mice were randomly grouped into sham (n = 6), 

SAH 3 h (n = 6), SAH 6 h (n = 6), SAH = 12 h (n = 6), 
SAH 24 h (n = 6) and SAH 72 h (n = 6), 36 in total. WB 
was used to detect and analyze the protein expression of 
GPNMB before and after SAH. Four mice had IF stain-
ing to determine the expression and distribution situs of 
GPNMB in brain tissue.

Experiment 2: the effect of GPNMB (n = 144).
Five groups were established including sham (n = 6), 

SAH + vehicle (n = 6), SAH + GPNMB (1 µg/10 µL) (n = 6), 
SAH + GPNMB (3.3 µg/10 µL) (n = 6), and SAH + GPNMB 
(10 µg/10 µL) (n = 6) to study the effect of GPNMB on SAH 
and explore the dose–effect. SAH grading, mNSS, Garcia 
test, BWC and BBB integrity were assessed at 24 h and 
72 h after SAH. Twenty-four mice were randomly assigned 
into three groups: sham (n = 8), SAH + vechicle (n = 8) and 
SAH + GPNMB (properly minimal dose, n = 8). The Rotarod 
test and Morris water maze test began to be performed 
before SAH (baseline) and respectively at 1 wk and 3 wk 
after SAH to evaluate the mid- and long-term neurofunction.

Experiment 3: the signaling pathway of the effect of 
GPNMB (n = 24).

Twenty-four mice were randomly grouped to sham 
(n = 6), SAH + vehicle (n = 6), SAH + GPNMB (n = 6) and 
SAH + Dorsomorphin (n = 6). WB was used to detect and 
analyze the protein expression of p-AMPK/AMPK, p-NFκB, 
IL-1β, IL-6 and TNF-α, attempting to reveal the signaling 
pathway by which the GPNMB affects the inflammatory 
response. Enzyme linked immunosorbent assay (ELISA) 
method was adopted to repeat the detection of aforemen-
tioned inflammatory related proteins to further confirm the 
signaling pathway.

Statistical Analyses

All the statistical analyses were conducted using Graph-
Pad Prism 9.3.3 (GraphPad Software, Inc., La Jolla, USA). 
The test for data distribution was conducted by Kolmogo-
rov–Smirnov and Shapiro–Wilk test. Those conforming to 
normal distribution were processed with one-way or two-
way analysis of variances (ANOVA), the statistical results 
were presented as mean ± standard deviation (SD). Data with 
abnormal distribution were analyzed using Wilcoxon test; 
the results were presented as median ± standard deviation 
(SD). All the results were considered significant if the p 
value less than 0.05 (p < 0.05).

Results

Mortality Rate

The mortality rate in sham group was 0 (0/46) whereas the 
overall mortality rate in SAH group was 6.9% (12/174). 
However, the mortality amongst the SAH groups was no 
significant.

The Expression of GPNMB in Brain Tissue

Results of WB showed that GPNMB increased significantly 
at 6 h after SAH induction and reached the apex at 24 h 
(p < 0.05, Fig. 1). It is suggested by the IF staining that 
GPNMB expressed extensively in microglia, astrocytes and 
neurons (Fig. 2a-c).

SAH Grading and Short‑term Neurofunction

No blood in brain tissue was found in sham group (SAH 
grade = 0), while the degree of SAH in SAH groups was 
all severe (SAH grade ≥ 13) (p < 0.05, Fig. 3a). However, 
there was no significance noted among different SAH groups 
even in the GPNMB treatment groups. In terms of mNSS at 

Fig. 1  Protein expression of GPNMB. It showed that the expression 
of GPNMB rose significantly and the differences could be detected 
6 h after SAH induction, ANOVA, *p < 0.05 vs. sham group, n = 6 / 
group
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24 h, the score was significantly increased after SAH while 
had a reduction when GPNMB was administered (p < 0.05, 
Fig. 3b), especially on the medium and the highest dose. 
Likewise in Garcia test, the neuroscore was significantly 
decreased when SAH was induced, yet had an increase with 
GPNMB administration (p < 0.05, Fig. 3c). BWC signifi-
cantly surged and BBB extravasation increased when SAH 
occurred, and were reversed by using GPNMB especially 
at concentration of 3.3 µg/10 µL and 10 µg/10 µL (p < 0.05, 
Fig. 3d-e).

The tests were repeated at 72 h after SAH, and the results 
were consistent with that at 24 h (p < 0.05, Fig. 3f-j). Though 

the results were not completely consistent with each com-
parison at 72 h and between 72 and 24 h, generally, it turns 
out that GPNMB administration could significantly improve 
the neurological outcomes at short-term, and the concentra-
tion of 3.3 µg/10 µL could be adopted as the optimal dosage 
for the following experiments.

Mid‑ and Long‑Term Neurofunction

Rotarod study showed that all the mice had no differences 
on capability of sensorimotor coordination and motor learn-
ing at the baseline; the stability dropped significantly after 

Fig. 2  Immunofluorescence (IF) 
staining for GPNMB. GPNMB 
(green) costaining with 
A microglia (red), B astrocytes 
(red) and C neurons (red), from 
it we could see that GPNMB 
was expressed abundantly in 
microglia, astrocytes and neu-
rons; all fields of vision were 
taken on the left cortical and 
subcortical areas, n = 2 / group
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Fig. 3  Gross assessment at 
24 h and 72 h. (A) SAH grade 
indicated that all mice suffered 
from severe (≥ 13) SAH, and 
no difference was found among 
the SAH groups even adminis-
tered with GPNMB. Anyhow, 
(B) mNSS and (C) Garcia test 
showed that neuronal function 
was compromised significantly 
after SAH induction and could 
be rescued by using GPNMB. 
Similarly, (D) BWC and (E) 
BBB integrity analyses showed 
that brain edema and BBB 
damage were significant after 
SAH, and administration of 
GPNMB had a protective effect 
especially at medium and high 
dose; (F) SAH grade results 
suggested the severe SAH, but 
no significances were noted 
among the vehicle and GPNMB 
groups. Results from (G) mNSS 
and (H) Garcia test showed that 
neurofunction was significantly 
impaired after SAH, and it was 
improved with GPNMB use. 
Additionally, (I) BWC and (J) 
BBB integrity had a significant 
defect after SAH, and were to 
some extent protected by using 
GPNMB, ANOVA, *p < 0.05 
vs. sham group, #p < 0.05 vs. 
vehicle group, n = 6 / group
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SAH, and the group treated with GPNMB had a signifi-
cant increase in mid-term neurofunction (p < 0.05, Fig. 4a-
b). Test results of Morris water maze indicated that all the 

groups of mice manifested no significance of cognition on 
the baseline. After SAH, the mice had a significant reduction 
on long-term neurofunction: the distance traveled, the escape 
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latency, and retaining time in target block were all decreased 
significantly; the group administered with GPNMG had a 
significant elevation in these results (p < 0.05, Fig. 4c-e), 
and was evident in the improvement in the cognitive func-
tion (Fig. 4c-f).

Mechanism of the Effect of GPNMB

WB results suggested that p-AMPK/AMPK, p-NFκB, 
IL-1β, IL-6 and TNF-α increased significantly after SAH 
(Fig. 5a); it is significant that the pro-inflammatory pro-
teins in mice treated with GPNMB decreased. Nonetheless, 
the group simultaneously administered with Dorsomophin 
had a reversed effect of GPNMB significantly, implying 
that GPNMB exerted the anti-inflammatory effect though 
the APMK/NFκB dependent signaling pathway (p < 0.05, 
Fig. 5b-f).

We utilized the ELIZA method to further confirm the 
above results and yield the consistent conclusion that the 
protein expression of IL-1β, IL-6 and TNF-α significantly 

Fig. 4  Mid- and long-term neurofunction tests. Rotarod test at (A) 
5 RPM and (B) 10 RPM suggested that stable duration was signifi-
cantly decreased after SAH and increased with the administration of 
GPNMB. Morris water maze test showed that (C) distance traveled 
and (D) escape latency was significantly dropped after SAH while 
had an increase with GPNMB usage. Also, (E) retaining time in the 
target quadrant was improved significantly in GPNMB group, and 
this was consistent with the (F) heatmap demonstration, ANOVA, 
*p < 0.05 vs. sham group, #p < 0.05 vs. vehicle group, n = 6 / group

◂

Fig. 5  Western blot (WB) analyses of the proteins. A Representative 
bands and the results of B  p-AMPK/AMPK ratio, C  NFκB/β-actin 
ratio, D IL-1β, E IL-6 and F TNF-α suggested that p-AMPK/AMPK 
ratio, NFκB and the inflammatory cytokines all increased after SAH, 
and the administration of GPNMB could significantly increase the 

p-AMPK/AMPK ratio whereas decrease NFκB and the expression 
of the inflammatory cytokines. Furthermore, these effects could be 
reversed by AMPK inhibitor (Dorsomorphine), ANOVA, *p < 0.05 
vs. sham group, #p < 0.05 vs. vehicle group, @p < 0.05 vs. GPNMB 
group, n = 6 / group
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rose after SAH, and the elevation could be effectively inhib-
ited by using GPNMG treatment. In the meantime, the selec-
tive AMPK inhibitor, Dorsomophin could reverse such an 
effect of GPNMB (p < 0.05, Fig. 6a-c).

Discussion

We have found that GPNMB is involved in the course of 
SAH; its expression is increased after SAH and abundant in 
microglia, astrocytes and neurons. Exogenous administration 
of GPNMB can exert a neuroprotective effect, specifically, 
increase neurofunctional score, decrease BWC and prevent 
BBB from further damaging. In addition, using GPNMB 
in time after SAH can also offer mid- and long- term 
neurofunctional protection. The molecular mechanisms 
underlying the beneficial effects of GPNMB appear to 
involve the modulation of AMPK and NFκB signaling 
pathways. The activation of AMPK is generally associated 
with protective cellular responses, including anti-
inflammatory actions (Kolb et al. 2021). On the other hand, 
NFκB is known to play a critical role in the initiation of 
the inflammatory response (Li et al. 2001). The fact that 
GPNMB treatment increased the activation of AMPK and 
decreased the activation of NFκB is consistent with its 
observed neuroprotective effects.

However, it's important to note that when GPNMB 
treatment was combined with an AMPK inhibitor, we 
observed a reversal of these molecular changes, along with 
an increase in inflammatory cytokines. This strongly sug-
gests again that the anti-inflammatory effects of GPNMB 
are mediated, at least in part, by modulation of AMPK  

and NFκB signaling. Future studies will be needed to fully 
dissect the molecular mechanisms involved.

Conventional theory recognizes the brain injury brought  
by SAH is basically due to cerebral vasospasm and the 
consequent brain ischemia. However, research and clini-
cal practice based on this are all in vain. To explain the 
phenomena and explore the mechanisms, EBI which cov-
ers not only cerebral vasospasm but also low cerebral 
perfusion pressure, increased intracranial pressure, oxi-
dative over-stress, immune injury, apoptosis, ferroptosis,  
neuroinflammation and white matter injury has been 
proposed in recent years (Fujii et al. 2013; Sehba et al. 
2012). Alleviation of EBI is the key to the treatment of 
SAH. Study results in our work suggested that rGPNMB 
had an anti-inflammatory effect possibly via the AMPK/
NFκB signaling pathway to decrease the downstream 
inflammatory cytokines, thus exhibited a neuroprotective 
approach towards the experimental mice suffered from 
SAH. GPNMB ameliorated the EBI and improved the 
neurofunction at the acute stage (≤ 72 h), furthermore, it 
showed the potential to improve the mid- and long-term 
neurofunction. That is consistent with the core idea of EBI 
theory, which proposes that the improvement of EBI, for 
example ameliorating the inflammatory response in the 
pathological processes, could not only amend the acute 
injury but also have a protective effect for mid-and long-
term neurofunction. If these findings can be replicated 
and extended in further studies, GPNMB might become a 
novel target for therapeutic intervention.

Although the effect and relevant mechanism of GPNMB 
have been reported in this study pioneeringly. There are 
some limitations of our study. Firstly, we revealed that 

Fig. 6  Enzyme linked immunosorbent assay (ELISA) results. ELISA 
was utilized to additionally confirm the expression of A IL-1β, B IL-6 
and C  TNF-α, and the results were consistent with that from WB 
that the expression of the inflammatory cytokines surged after SAH 

and could be decreased with GPNMB, ANOVA, *p < 0.05 vs. sham 
group, #p < 0.05 vs. vehicle group, @p < 0.05 vs. GPNMB group, 
n = 6 / group
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GPNMB may have the effect via the AMPK/NFκB signal-
ing, but how the exogenous rGPNMB works on the surface 
receptors to activate intra-cellular effectors remains unex-
plored. Secondly, it is suggested by numerous studies that 
GPNMB plays the anti-inflammatory effect through multiple 
mechanisms, AMPK/NFκB signaling may be one of them. 
Thirdly, GPNMB has a variety of physiological and patho-
logical effectiveness on diseases in central nervous system 
including hemorrhagic stroke, anti-neuroinflammation is 
one of the perspectives. Lastly, the study was conducted in 
mice, and although mice models are often used in prelimi-
nary studies, results may not entirely extrapolate to humans. 
Therefore, more studies on GPNMB in other models, includ-
ing larger mammals or human cells demand to be executed 
in the future.

In conclusion, our study has revealed a potentially signifi-
cant role for GPNMB in the neuroinflammatory response 
following SAH. Further investigation into this glycoprotein's 
therapeutic potential could pave the way for new treatment 
options for patients suffering from SAH and potentially 
other neuroinflammatory conditions.

Supplementary Information The online version contains supplemen-
tary material available at https:// doi. org/ 10. 1007/ s11481- 023- 10087-6.

Acknowledgements Not applicable.

Author Contributions TL, YZ, and QL proposed the idea and estab-
lished the work; LL analyzed the data; JD and XL coordinated and 
supervised the subject and are shared correspondence.

Funding This work was funded by the National Natural Science Foun-
dation of China (Grant NO. 82001278), The Fund for Young Doc-
tors with the First People’s Hospital of Yunnan Province (Grant NO. 
KHBS-2020–014), Yunnan Fundamental Research Projects (Grant 
NO. 202101AU070106), the outstanding postgraduate research pro-
gram of Kunming University of Science and Technology (Grant No. 
CA22369M098A) and the Joint Projects of Yunnan Provincial Sci-
ence and Technology Department and Kunming Medical University for 
Applied Basic Research (Grant NO. 202101AY070001-252).

Availability of Data and Materials The data and the analyzing sheets 
of this study are available from the corresponding authors, and we are 
willing to share them under reasonable circumstances.

Declarations 

Competing Interests The authors declare that the research was con-
ducted in the absence of any commercial or financial relationships that 
could be construed as a potential conflict of interest.

Consent for Publication Not applicable.

Ethical Approval and Consent to Participate All the management on 
the mice was approved by Committee of Laboratory Animal Care and 
Use, Kunming University of Science and Technology, and at the same 
time observed the National Institutes of Health (NIH) Guide for the 
Care and Use of Laboratory Animals.

Open Access This article is licensed under a Creative Commons Attri-
bution 4.0 International License, which permits use, sharing, adapta-
tion, distribution and reproduction in any medium or format, as long 
as you give appropriate credit to the original author(s) and the source, 
provide a link to the Creative Commons licence, and indicate if changes 
were made. The images or other third party material in this article are 
included in the article’s Creative Commons licence, unless indicated 
otherwise in a credit line to the material. If material is not included in 
the article’s Creative Commons licence and your intended use is not 
permitted by statutory regulation or exceeds the permitted use, you will 
need to obtain permission directly from the copyright holder. To view a 
copy of this licence, visit http://creativecommons.org/licenses/by/4.0/.

References

Chung JS, Ramani V, Kobayashi M, Fattah F, Popat V, Zhang S, 
Ariizumi K (2020) DC-HIL/Gpnmb Is a Negative Regulator of 
Tumor Response to Immune Checkpoint Inhibitors. Clin Can-
cer Res 26(6):1449–1459. https:// doi. org/ 10. 1158/ 1078- 0432. 
Ccr- 19- 2360

Diaz-Ortiz ME, Seo Y, Posavi M, Carceles Cordon M, Clark E, 
Jain N, Chen-Plotkin AS (2022) GPNMB confers risk for Par-
kinson's disease through interaction with α-synuclein. Science 
377(6608):eabk0637. https:// doi. org/ 10. 1126/ scien ce. abk06 37

Fan H, Ding R, Liu W, Zhang X, Li R, Wei B, Duan C (2021) Heat 
shock protein 22 modulates NRF1/TFAM-dependent mitochon-
drial biogenesis and DRP1-sparked mitochondrial apoptosis 
through AMPK-PGC1α signaling pathway to alleviate the early 
brain injury of subarachnoid hemorrhage in rats. Redox Biol 
40:101856. https:// doi. org/ 10. 1016/j. redox. 2021. 101856

Fujii M, Yan J, Rolland WB, Soejima Y, Caner B, Zhang JH (2013) 
Early brain injury, an evolving frontier in subarachnoid hemor-
rhage research. Transl Stroke Res 4:432–446

Huang B, Su Y, Shen E, Song M, Liu D, Qi H (2021) Extracellular 
vesicles from GPNMB-modified bone marrow mesenchymal stem 
cells attenuate bone loss in an ovariectomized rat model. Life Sci 
272:119208. https:// doi. org/ 10. 1016/j. lfs. 2021. 119208

Huttenrauch M, Ogorek I, Klafki H, Otto M, Stadelmann C, Weggen S, 
Wirths O (2018) Glycoprotein NMB: a novel Alzheimer’s disease 
associated marker expressed in a subset of activated microglia. 
Acta Neuropathol Commun 6(1):108. https:// doi. org/ 10. 1186/ 
s40478- 018- 0612-3

Ji J, Xue TF, Guo XD, Yang J, Guo RB, Wang J, Sun XL (2018) Antag-
onizing peroxisome proliferator-activated receptor gamma facili-
tates M1-to-M2 shift of microglia by enhancing autophagy via 
the LKB1-AMPK signaling pathway. Aging Cell 17(4):e12774. 
https:// doi. org/ 10. 1111/ acel. 12774

Kolb H, Kempf K, Röhling M, Lenzen-Schulte M, Schloot NC, Martin 
S (2021) Ketone bodies: from enemy to friend and guardian angel. 
BMC Med 19(1):1–15

Li M, Carpio DF, Zheng Y, Bruzzo P, Singh V, Ouaaz F, Beg AA 
(2001) An essential role of the NF-κB/Toll-like receptor pathway 
in induction of inflammatory and tissue-repair gene expression by 
necrotic cells. J Immunol 166(12):7128–7135

Li T, Xu W, Gao L, Guan G, Zhang Z, He P, Chen G (2019) Mesence-
phalic astrocyte-derived neurotrophic factor affords neuroprotec-
tion to early brain injury induced by subarachnoid hemorrhage 
via activating Akt-dependent prosurvival pathway and defending 
blood-brain barrier integrity. Faseb j 33(2):1727–1741. https:// 
doi. org/ 10. 1096/ fj. 20180 0227RR

Li T, Xu W, Ouyang J, Lu X, Sherchan P, Lenahan C, Tang J (2020) 
Orexin A alleviates neuroinflammation via OXR2/CaMKKβ/

https://doi.org/10.1007/s11481-023-10087-6
http://creativecommons.org/licenses/by/4.0/
https://doi.org/10.1158/1078-0432.Ccr-19-2360
https://doi.org/10.1158/1078-0432.Ccr-19-2360
https://doi.org/10.1126/science.abk0637
https://doi.org/10.1016/j.redox.2021.101856
https://doi.org/10.1016/j.lfs.2021.119208
https://doi.org/10.1186/s40478-018-0612-3
https://doi.org/10.1186/s40478-018-0612-3
https://doi.org/10.1111/acel.12774
https://doi.org/10.1096/fj.201800227RR
https://doi.org/10.1096/fj.201800227RR


639Journal of Neuroimmune Pharmacology (2023) 18:628–639 

1 3

AMPK signaling pathway after ICH in mice. J Neuroinflamma-
tion 17(1):187. https:// doi. org/ 10. 1186/ s12974- 020- 01841-1

Liguori M, Digifico E, Vacchini A, Avigni R, Colombo FS, Borroni  
EM, Belgiovine C (2021) The soluble glycoprotein NMB 
(GPNMB) produced by macrophages induces cancer stemness and 
metastasis via CD44 and IL-33. Cell Mol Immunol 18(3):711–
722. https:// doi. org/ 10. 1038/ s41423- 020- 0501-0

Murthy MN, Blauwendraat C, Guelfi S, Hardy J, Lewis PA, Trabzuni D 
(2017) Increased brain expression of GPNMB is associated with 
genome wide significant risk for Parkinson's disease on chromo-
some 7p15.3. Neurogenetics 18(3):121–133. https:// doi. org/ 10. 
1007/ s10048- 017- 0514-8

Narasaraju T, Shukla D, More S, Huang C, Zhang L, Xiao X, Liu L 
(2015) Role of microRNA-150 and glycoprotein nonmetastatic 
melanoma protein B in angiogenesis during hyperoxia-induced 
neonatal lung injury. Am J Respir Cell Mol Biol 52(2):253–261. 
https:// doi. org/ 10. 1165/ rcmb. 2013- 0021OC

Neal ML, Boyle AM, Budge KM, Safadi FF, Richardson JR (2018) 
The glycoprotein GPNMB attenuates astrocyte inflammatory 
responses through the CD44 receptor. J Neuroinflammation 
15(1):73. https:// doi. org/ 10. 1186/ s12974- 018- 1100-1

Neifert SN, Chapman EK, Martini ML, Shuman WH, Schupper AJ, 
Oermann EK, Macdonald RL (2021). Aneurysmal Subarachnoid 
Hemorrhage: the Last Decade. Transl Stroke Res 12(3):428–446. 
https:// doi. org/ 10. 1007/ s12975- 020- 00867-0

Noda Y, Tsuruma K, Takata M, Ishisaka M, Tanaka H, Nakano Y, 
Hara H (2017) GPNMB Induces BiP Expression by Enhancing 
Splicing of BiP Pre-mRNA during the Endoplasmic Reticulum 
Stress Response. Sci Rep 7(1):12160. https:// doi. org/ 10. 1038/ 
s41598- 017- 11828-3

Oeckl P, Weydt P, Thal DR, Weishaupt JH, Ludolph AC, Otto M 
(2020) Proteomics in cerebrospinal fluid and spinal cord sug-
gests UCHL1, MAP2 and GPNMB as biomarkers and underpins 
importance of transcriptional pathways in amyotrophic lateral 
sclerosis. Acta Neuropathol 139(1):119–134. https:// doi. org/ 10. 
1007/ s00401- 019- 02093-x

Ripoll VM, Irvine KM, Ravasi T, Sweet MJ, Hume DA (2007) Gpnmb 
is induced in macrophages by IFN-gamma and lipopolysaccharide 
and acts as a feedback regulator of proinflammatory responses. J 
Immunol 178(10):6557–6566. https:// doi. org/ 10. 4049/ jimmu nol. 
178. 10. 6557

Saade M, Araujo de Souza G, Scavone C, Kinoshita PF (2021) The 
Role of GPNMB in Inflammation. Front Immunol 12:674739. 
https:// doi. org/ 10. 3389/ fimmu. 2021. 674739

Sehba FA, Hou J, Pluta RM, Zhang JH (2012) The importance of 
early brain injury after subarachnoid hemorrhage. Prog Neuro-
biol 97(1):14–37

Shen J, Pan JW, Fan ZX, Xiong XX, Zhan RY (2013) Dissociation 
of vasospasm-related morbidity and outcomes in patients with 
aneurysmal subarachnoid hemorrhage treated with clazosentan: 
a meta-analysis of randomized controlled trials. J Neurosurg 
119(1):180–189. https:// doi. org/ 10. 3171/ 2013.3. Jns12 1436

Sondag GR, Mbimba TS, Moussa FM, Novak K, Yu B, Jaber FA, 
Safadi FF (2016) Osteoactivin inhibition of osteoclastogen-
esis is mediated through CD44-ERK signaling. Exp Mol Med 
48(9):e257. https:// doi. org/ 10. 1038/ emm. 2016. 78

Sugawara T, Ayer R, Jadhav V, Zhang JH (2008) A new grading system 
evaluating bleeding scale in filament perforation subarachnoid 
hemorrhage rat model. J Neurosci Methods 167(2):327–334. 
https:// doi. org/ 10. 1016/j. jneum eth. 2007. 08. 004

Xu F, Cui WQ, Wei Y, Cui J, Qiu J, Hu LL, Liu BJ (2018) Astra-
galoside IV inhibits lung cancer progression and metastasis by 
modulating macrophage polarization through AMPK signal-
ing. J Exp Clin Cancer Res 37(1):207. https:// doi. org/ 10. 1186/ 
s13046- 018- 0878-0

Xu P, Hong Y, Xie Y, Yuan K, Li J, Sun R, Sun W (2021a) TREM-1 
Exacerbates Neuroinflammatory Injury via NLRP3 Inflammas-
ome-Mediated Pyroptosis in Experimental Subarachnoid Hemor-
rhage. Transl Stroke Res 12(4):643–659. https:// doi. org/ 10. 1007/ 
s12975- 020- 00840-x

Xu W, Yan J, Ocak U, Lenahan C, Shao A, Tang J, Zhang JH (2021b) 
Melanocortin 1 receptor attenuates early brain injury following 
subarachnoid hemorrhage by controlling mitochondrial metabo-
lism via AMPK/SIRT1/PGC-1α pathway in rats. Theranostics 
11(2):522–539. https:// doi. org/ 10. 7150/ thno. 49426

Zhang Q, He Y, Luo N, Patel SJ, Han Y, Gao R, Zhang Z (2019a) Land-
scape and Dynamics of Single Immune Cells in Hepatocellular 
Carcinoma. Cell 179(4):829-845.e820. https:// doi. org/ 10. 1016/j. 
cell. 2019. 10. 003

Zhang S, Hu ZW, Luo HY, Mao CY, Tang MB, Li YS, Xu YM (2019b) 
AAV/BBB-Mediated Gene Transfer of CHIP Attenuates Brain 
Injury Following Experimental Intracerebral Hemorrhage. Transl 
Stroke Res. https:// doi. org/ 10. 1007/ s12975- 019- 00715-w

Zhou L, Zhuo H, Ouyang H, Liu Y, Yuan F, Sun L, Liu H (2017) Gly-
coprotein non-metastatic melanoma protein b (Gpnmb) is highly 
expressed in macrophages of acute injured kidney and promotes 
M2 macrophages polarization. Cell Immunol 316:53–60. https:// 
doi. org/ 10. 1016/j. celli mm. 2017. 03. 006

Publisher's Note Springer Nature remains neutral with regard to 
jurisdictional claims in published maps and institutional affiliations.

https://doi.org/10.1186/s12974-020-01841-1
https://doi.org/10.1038/s41423-020-0501-0
https://doi.org/10.1007/s10048-017-0514-8
https://doi.org/10.1007/s10048-017-0514-8
https://doi.org/10.1165/rcmb.2013-0021OC
https://doi.org/10.1186/s12974-018-1100-1
https://doi.org/10.1007/s12975-020-00867-0
https://doi.org/10.1038/s41598-017-11828-3
https://doi.org/10.1038/s41598-017-11828-3
https://doi.org/10.1007/s00401-019-02093-x
https://doi.org/10.1007/s00401-019-02093-x
https://doi.org/10.4049/jimmunol.178.10.6557
https://doi.org/10.4049/jimmunol.178.10.6557
https://doi.org/10.3389/fimmu.2021.674739
https://doi.org/10.3171/2013.3.Jns121436
https://doi.org/10.1038/emm.2016.78
https://doi.org/10.1016/j.jneumeth.2007.08.004
https://doi.org/10.1186/s13046-018-0878-0
https://doi.org/10.1186/s13046-018-0878-0
https://doi.org/10.1007/s12975-020-00840-x
https://doi.org/10.1007/s12975-020-00840-x
https://doi.org/10.7150/thno.49426
https://doi.org/10.1016/j.cell.2019.10.003
https://doi.org/10.1016/j.cell.2019.10.003
https://doi.org/10.1007/s12975-019-00715-w
https://doi.org/10.1016/j.cellimm.2017.03.006
https://doi.org/10.1016/j.cellimm.2017.03.006

	GPNMB Ameliorates Neuroinflammation Via the Modulation of AMPKNFκB Signaling Pathway After SAH in Mice
	Abstract
	Introduction
	Methods Committee
	Animals
	SAH Model
	Grade of SAH
	Intra-Cerebroventricular Injection
	Intravenous Drug Administration
	Neurofunctional Tests
	Modified neurological severity scores
	Garcia Test
	Rotor-Rod Test
	Morris Water Maze Test

	Brain Water Content
	Blood–Brain Barrier Integrity
	Western Blot
	Enzyme Linked Immunosorbent Assay
	Immunofluorescence Staining
	Study Design
	Statistical Analyses

	Results
	Mortality Rate
	The Expression of GPNMB in Brain Tissue
	SAH Grading and Short-term Neurofunction
	Mid- and Long-Term Neurofunction
	Mechanism of the Effect of GPNMB

	Discussion
	Anchor 29
	Acknowledgements 
	References


