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ABSTRACT
Leucine rich-repeat kinase 2 (LRRK2) is involved in the pathogenesis of Parkinson’s disease (PD).
LRRK2 has kinase and GTPase activities, and mediates several cell functions, including vesicle
trafficking, apoptosis, autophagy, mitochondrial dynamics, and neuroinflammation. G2019S (GS)
is the most prevalent mutation of LRRK2. The mutation increases kinase activity, suggesting that
this activity is crucial for PD pathogenesis. The activation and inhibition of LRRK2 kinase
increases and reduces the levels of proinflammatory cytokines, respectively suggesting that the
role of LRRK2 in neuroinflammation is critical for the pathology of PD. Previously, we
demonstrated that microglial activation by lipopolysaccharide (LPS) increases mitochondrial
fission via the activation of LRRK2 kinase, while LRRK2 kinase inhibition diminishes the fission
morphology and release of tumor necrosis factor-alpha (TNFα) in BV2 or rat primary microglia
and the brains of GS transgenic mice. In this study, the ectopic expression of GS LRRK2 in BV2
cells significantly elevated the expression of Drp1 along the fragmented mitochondria and
decreased mitochondria size compared with controls. GS LRRK2-transfected BV2 cells displayed
significantly increased TNFα release and neuronal death. Inhibition of LRRK2 kinase alleviated
these features. TNFα levels in brains of GS mice were significantly increased compared to those
in their littermates. These data further support our previous findings concerning LPS-induced
neuroinflammation and mitochondrial fission in microglia via LRRK2 kinase activation.

Abbreviations: PD, Parkinson’s disease; LRRK2, Leucine rich-repeat kinase 2; LPS,
lipopolysaccharide; TNFα, tumor necrosis factor-α; GS LRRK2, G2019S LRRK2; Vector, vector-
transfected BV2; GS, GS LRRK2-transfected BV2; GS TG, G2019S LRRK2 transgenic
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Introduction

Leucine-rich repeat kinase 2 (LRRK2) is associated with
Parkinson’s disease (PD) (Khan et al. 2005). LRRK2
harbors kinase and GTPase activity. The regulation
between kinase and GTPase activities is a key for the
LRRK2-mediated cellular function, which is involved in
the pathogenesis of PD (Greggio et al. 2006; Lewis
et al. 2007). Recent reports have revealed that the
increased LRRK2 kinase activity is important in the dopa-
minergic loss in the substantia nigra and paracrinergic
neuroinflammation in the brain (Heo et al. 2010;
Ramonet et al. 2011; Marker et al. 2012; Liu et al. 2015;
Puccini et al. 2015; Ho et al. 2017). The stimulations of
neuroinflammation and oxidative stress, such as by
hydrogen peroxide and rotenone, enhanced LRRK2

kinase activity whereas the inhibition of LRRK2 kinase
activity alleviates cell stimulation-induced LRRK2 kinase
activity (Dzamko et al. 2012; Yang et al. 2012; Mendivil-
Perez et al. 2016; Jang et al. 2018).

Our previous study demonstrated that lipopolysac-
charide (LPS)-induced LRRK2 kinase activation mediates
neuroinflammation and mitochondrial fission. G2019S
(GS) LRRK2 is the most prevalent mutation of LRRK2
(Ho et al. 2018). The resulting hyperactive kinase activity
is critical for the pathological initiation of PD. Further-
more, these evidences from LPS- or rotenone-mediated
LRRK2 kinase activation in microglia or neuron, respect-
ively, are similar with whole brain analyses, which are
containing various cell types including neuron, microglia,
and astrocyte, from GS transgenic mice (Ho et al. 2018;
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Jang et al. 2018). To clarify the neuroinflammatory
feature in the microglia of the GS LRRK2 model, we pre-
sently transfected BV2 mouse microglia cells with GS
LRRK2 to explore several neuroinflammatory responses
and paracrinergic features.

Materials and methods

Cell culture and transfection

BV2, mouse microglia cells were cultured in high glucose
Dulbecco’s modified Eagle’s medium (Cellgro) sup-
plemented with 5% fetal bovine serum (Cellgro) and 1%
penicillin–streptomycin (Gibco) in a 5% CO2 incubator.
The cells were seeded in 35 mm dishes with a coverslip
coated by poly-L-lysine (1 × 105) or without coverslip
(4 × 105). For GS LRRK2 expression, 1.8 μg of myc tagged-
GS LRRK2 plasmid, whose construction has been pre-
viously described (Ho et al. 2015), was transfected into
BV2 cells using Lipofectamine LTX (Invitrogen). Six hours
following transfection, the culture medium was changed
and incubation was continued for 36 h with or without
GSK2578215A (1 μM, Torcris Bioscience). Cells were fixed
with 4% formaldehyde (Wako Pure Chemical Corporation)
for immunofluorescence analysis or were harvested for
Western blot analysis with 1 × sample buffer.

Western blot analysis

Harvested samples were sonicated for 10 sec and heated
at 65°C for 30 min. Then, samples were loaded onto a 4%–
15% gradient pre-cast gel (Bio-Rad Laboratories) for sep-
aration of the proteins, whichwere transferred to nitrocel-
lulose membranes (Amersham). The membranes were
exposed to the following primary antibodies: anti-LRRK2
(N241A/34, 75-253, NeuroMabs), anti-Drp1 (C5, 271583,
Santa Cruz Biotechnology), anti-Tom20 (FL-145, sc-
11415, Santa Cruz Biotechnology), anti-β-actin (sc-
47778, Santa Cruz Biotechnology), anti-myc [9E10] (sc-
40, Santa Cruz Biotechnology), anti-pS1292 phos-
phoLRRK2 (MJFR-19-7-8, ab203181, Abcam), anti-α-
tubulin (DM1A, T9026, Sigma-Aldrich), anti-TNFα (52B83,
sc-52746, Santa Cruz Biotechnology). The secondary anti-
body was horseradish peroxidase-conjugated goat anti-
rabbit or anti-mouse IgG (111-035-003 or 115-035-003,
respectively; Jackson ImmunoResearch.). The details
have been previously described (Ho et al. 2015).

Immunofluorescence and quantitative analysis of
mitochondria morphology

Fixed BV2 cells were permeablized by 0.1% Triton X-100
in Dulbecco’s phosphate buffered saline (DPBS) for 5 min

at room temperature (RT). Coverslips were incubated
with a blocking buffer composed of 3% bovine serum
albumin and 1% goat serum in DPBS for 1 h. After the
blocking step, the mouse monoclonal anti-LRRK2 anti-
body and rabbit polyclonal anti-Tom20 antibody in
blocking buffer were added to cells for 8 h at 4°C fol-
lowed by the incubation with Alexa Fluoro 488 conju-
gated anti-mouse (A-11001, Invitrogen) and Texas Red
labeled anti-rabbit (T-2767, Invitrogen) secondary anti-
bodies in blocking solution at RT for 2 h. BV2 cells on
the inverted coverslip were mounted using ProLong
Gold (P36930, Invitrogen) and five images were captured
using a Zeiss LS55 confocal microscope operating in the
Airyscan mode. BV2 cells expressing GS (n = 10) or trans-
fected cells not expressing GS (n = 4) were selected and
their mitochondria (n = 2–20/cell, total 34–107) were
analyzed using the Mito-Morphology Macro of Image J
software as previously described (Ho et al. 2018).

TNFα enzyme-linked immunosorbent assay
(ELISA) and CCK-8 cell viability assay

Culture media from myc-tagged GS LRRK2 transfected
BV2 cells with or without GSK2578215A treatment were
collected and concentrated 3-fold using the 3 K filtration
tube (Millipore). TNFα was measured using ELISA (Biole-
gend) according to the manufacturer’s instructions.
Each concentrated medium was used to treat SN4741
mouse dopaminergic cells (2 × 104 cells/well) in a 96-
well plate for 48 h, and 0.1 μg/ml of the TNFα blocker,
Etanercept (Enbrel-Fc, Y BIOLOGICS) was used as a co-
treatment. CCK-8 (Dojindo) reagent was added to the
SN4741 culture for 30 min, followed by measurement
using a Synergy 2 microplate reader (BioTek) at 450 nm.

Animal care and preparation of brain lysates

GS LRRK2 transgenic mice (Ramonet et al. 2011) were
purchased from The Jackson Laboratory (strain B6; C3-
Tg [PDGFB-LRRK2*G2019S] 340D jmo/J, stock number
016575). They were housed in a specific pathogen-free
facility at the Dankook University Animal Facility. The
protocol was approved by the Dankook University Insti-
tutional Animal Care and Use Committee (DKU-16-035).
Mice were sacrificed by the cervical dislocation. Brains
were extracted and lysed in a buffer composed of ice-
cold PBS with 1% Triton X-100 and 1 × protease inhibitor
cocktail (Calbiochem). Each brain lysate was homogen-
ized using a 17-gauge needle followed by incubation
for 30 min at 4°C. After centrifugation at 4,000 × g for
10 min at 4°C, supernatants were transferred to a new
tube and subjected to Western blot analysis.
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Data analysis

The protein bands resolved from Western blots were
analyzed using a Multi Gauge V3.0 Densitometer (Fuji
Film). Data were analyzed using Prism6 (GraphPad soft-
ware) and are presented by the mean ± standard error
of the mean (SEM). Statistical significances are indicated
in the figure legends as *p < 0.05, ***p < 0.001, and ****p
< 0.0001.

Results

Overexpression of G2019S LRRK2 in BV2
promotes mitochondrial fission

Our previous study revealed that LRRK2 kinase activity
promotes LPS-mediated mitochondrial fission along
with neuroinflammation in BV2 mouse microglia and
rat primary microglia (Ho et al. 2018). However, the
specific physiological features resulting from GS LRRK2
expression in microglia cells remained elusive. Pre-
sently, we transfected BV2 cells with myc-GS LRRK2
and analyzed the mitochondrial fission phenotype

using the biochemical and immunofluorescence ana-
lyses. GS LRRK2-transfected BV2 (G2019S) displayed a
1.8-fold increase of LRRK2 compared with vector-trans-
fected BV2 (Vector) (Figure 1A, B), indicating that GS
transfection led to increased expression of LRRK2. In
GS cells, the mitochondrial fission marker, Drp1
protein, was significantly increased, while the mass of
the Tom20 mitochondria marker protein was not
changed compared with that of the Vector in
Western blot analysis (Figure 1A, C, D). Figure 1E pre-
sents a representative image of mitochondria from
cells expressing GS LRRK2 (G2019S) or non-expressing
(Ctrl) indicated by the arrowhead and arrow, respect-
ively. Mitochondria in GS and Ctrl BV2 cells were frag-
mented and larger, respectively. More mitochondria
were evident in the cytoplasm of cells with the GS
mutation than in nearby Ctrl BV2 cells (Figure 1F).
The mitochondrial perimeter was significantly
decreased for GS than for Ctrl (Figure 1G). These
results indicated that the role of LRRK2 in LPS-
induced mitochondrial fission is dependent on the
kinase activity of LRRK2.

Figure 1. Transfection of G2019S LRRK2 increases mitochondrial fission in BV2. (A-D) BV2 cells were transfected by empty vector
(Vector) or myc-GS LRRK2 (GS) using Lipofectamine LTX for 6 h followed by 36 h incubation in the fresh growth medium. Cell
lysates were subjected to Western blot analysis. Levels of Drp1 and Tom20 were normalized to α-tubulin levels. (E-G) GS LRRK2-expres-
sing BV2 cells were analyzed by immunofluorescence using anti-LRRK2 [N241A/34] (Alexa-488, green) and anti-Tom20 (Texas Red, red).
The morphology of representative mitochondria in GS LRRK2-expressing BV2 (GS) or non-expressing BV2 (Ctrl) is indicated by an arrow-
head and an arrow, respectively. Statistical analyses were done using Student’s T-test with two-tailed p-value; *p < 0.05; n.s., not
significant.
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Hyperactive kinase of G2019S LRRK2 provokes
TNFα release

To verify the effect of GS LRRK2 expression on the release
of a proinflammatory cytokine, wemeasuredmouse TNFα
(mTNFα) levels from GS with or without the treatment of
the LRRK2 kinase inhibitor, GSK2578215A. We confirmed
the increased phosphorylation of S1292 in LRRK2 from
GS lysates (Figure 2A), and the significantly increased
level of mTNFα release in GS (Figure 2B). GSK2578215A
treatment reduced mTNFα release along with the inhi-
bition of S1292-phosphorylated LRRK2 (Figure 2). The col-
lective data indicated that GS LRRK2 inmicroglia could be
critical for proinflammatory responses.

Increased secretion of G2019S LRRK2-mediated
TNFα increases the neuronal death

To elucidate the role of GS LRRK2-mediated mTNFα
secretiononneurodegeneration,wecollectedandconcen-
trated the culturemedia fromBV2 cells transfectedwithGS
or Vector with or without treatment of the LRRK2 kinase
inhibitor, GSK2578215A. SN4741 mouse dopaminergic
neuronal cells were treated with each cultured medium
with or without the TNFα blocker etanercept for 48 h.
The culture medium from GS displayed significantly
decreased neuronal viability compared to the Vector
(Figure 3). In contrast, the culture medium from GS
treated with GSK2578215A ameliorated neuronal death
(Figure 3). Treatment with etanercept rescued all instances
of neuronal toxicity (Figure 3). Taken together, the data
indicated that TNFα released from GS LRRK2-expressing
microglia might mediate neuronal degeneration.

TNFα levels are increased in brains of G2019S
LRRK2 transgenic mice

To clarify the levels of TNFα in GS LRRK2 transgenic (GS TG)
mice, we analyzed the mouse brain lysate. Full-length pro-

TNFα, detected a western blot band of approximately
25 kDa, was significantly increased in brain lysates from
GS TG mice compared with their littermates (Figure 4A,
B). Furthermore, the active form of soluble TNFα, evident
as a 15 kDa band, was also significantly increased in GS
TG brain lysates (Figure 4A, C). These results suggested
thatGSLRRK2playsa critical role in theneuroinflammation,
which is a crucial initiator of neurodegeneration.

Discussion

Previous studies demonstrated that LPS treatment
induces mitochondrial fission in BV2 cells (Park et al.

Figure 2. Treatment with LRRK2 kinase inhibitor suppresses the TNFα release in Myc-G2019S LRRK2-expressed BV2 cells. (A) After 6 h
transfection, Vector or myc-GS cells were incubated with or without GSK2578215A in the fresh growth medium for 36 h. To validate the
LRRK2 transfection and inhibition by GSK2578215A, cell lysates were analyzed using anti-myc and pS1292 antibody. (B) The culture
medium was collected and concentrated using a 3 K filtration tube, and the medium was subjected to mouse TNFα ELISA. Two-
way analysis of variance (ANOVA) using Tukey’s multiple comparison test was used for the statistical analysis; ****p < 0.0001.

Figure 3. Changes of neuronal cell viability by the cultured
media from BV2 cells expressing G2019S LRRK2 with or
without the treatment of LRRK2 kinase inhibitor. The collected
and concentrated culture medium from the experiment in
Figure 2 was use to treat SN4741 cells for 48 h. Etanercept
(0.1 µg/ml) was co-treated with concentrated culture medium.
The medium was replaced by fresh medium containing 10 µl
CCK-8 and incubated for 1 h. Two-way ANOVA of Tukey’s mul-
tiple comparison test was performed for the statistical analysis
of cell viability; *p < 0.05, ***p < 0.001.
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2013; Park et al. 2015). We previously documented that
the LPS-induced mitochondrial fission in microglia is
mediated by LRRK2 kinase activity (Ho et al. 2018).
However, in that study, we had difficulty in observing
phenotype changes related to the expression of GS
LRRK2 in BV2 cells, probably due to the low transfection
efficiency of LRRK2 plasmids in BV2 cells. The LPS-acti-
vated microglia would provoke a broad signaling
pathway, and LRRK2 is not the only molecule capable
of affecting mitochondrial fission. Thus, we needed to
optimize ectopic GS LRRK2 expression in BV2 cells to
confirm whether LRRK2 kinase could solely promote neu-
roinflammation and mitochondrial fission. We ultimately
succeeded in demonstrating ectopic expression of GS
LRRK2 in BV2 cells using a low concentration of DNA
for a brief time. Despite the low expression of ectopic
LRRK2, we confirmed significant phenotype changes in
BV2 cells.

Although the role of GS LRRK2 kinase activity in neu-
roinflammation is still unclear, various stimuli like LPS as
well as Pam3CSK4 for astroglia and rotenone for
neurons, have been used to investigate the role of
LRRK2 kinase activity in brain cells on the pathogenic
mechanism (Dzamko et al. 2012; Mendivil-Perez et al.
2016). Altered mitochondrial dynamics accompanying
neuronal degeneration by GS LRRK2 have been
reported (Niu et al. 2012; Wang et al. 2012; Saez-Atien-
zar et al. 2014; Yang S et al. 2014). The link between GS
LRRK2-mediated neuroinflammation and neuronal
degeneration is not fully understood. Presently, we
confirmed that GS LRRK2 can solely mediate mitochon-
drial fission and the increased TNFα levels in microglia
(Figures 1 and 2), thereby aggravating neuronal death
(Figure 3). We measured TNFα levels in mouse brain
lysates using ELISA. However, result might include
both forms of TNFα in the brain (Ho et al. 2018). Both
the pro and active forms of TNFα were observed in
mouse brain lysates and both forms showed significant
changes that were responsible for the neuronal
degeneration (Figure 4). Analyses of GS TG mice

revealed an increase in mitochondrial fission along
with a higher level of CD68, an activated microglia
marker, and poly-ADP ribose polymerase, a cell death
marker, compared to littermates (Ho et al. 2018).
Taken together, the data indicate that the expression
of GS LRRK2 in microglia produces neuroinflammatory
responses with features similar to those observed in
ligand-mediated neuroinflammation. One important
thing to note is that the promoter of GS LRRK2
expression in our GS TG mice was a neuron-specific.
This prompts the question of how this expression
system functions in neuroinflammation. GS LRRK2
expressing neurons increase the secretion of α-synu-
clein to the extracellular space, which can induce neu-
roinflammation (Kondo et al. 2011; Bae et al. 2018). This
might be a reason for the activated microglial profile in
GS TG mice. Investigation of GS LRRK2 expressing
microglia using a microglia-specific promotor could
confirm the role of LRRK2 kinase activity in the
neuroinflammation.

Similar to our previous study that LPS can induce neu-
roinflammation and mitochondrial fission via LRRK2
kinase activation, we presently observed that the
increased LRRK2 kinase activity in microglia cells expres-
sing GS LRRK2 could be responsible for the neuroinflam-
mation along the mitochondrial fission. The data
demonstrate that ligand-mediated LRRK2 activation is
an easy and helpful surrogate to investigate the role of
LRRK2 kinase activity in microglia.

Acknowledgments

Etanercept was a generous gift from Y BIOLOGICS (Daejeon,
Korea). Mouse brains were kindly provided by Dr. Hyung Gun
Kim (Dankook University, Korea).

Disclosure statement

No potential conflict of interest was reported by the authors.

Figure 4. Protein levels of pro- or active-TNFα in brains of G2019S transgenic mice. (A) Brain lysates from littermates and GS TG mice
were subjected to Western blot analysis. Arrowhead or empty-arrowhead denotes pro- or active-TNFα, respectively. (B-C) TNFα protein
was normalized to the levels of β-actin. Student’s T-test with two-tailed analysis was used for the statistical analysis; *p < 0.05.

110 D. H. HO ET AL.



Funding

This study was supported by the grant fromWonkwang Univer-
sity Wonkang 2017.

ORCID

Dong Hwan Ho http://orcid.org/0000-0003-4938-4108
Heajin Lee http://orcid.org/0000-0003-1455-4189
Ilhong Son http://orcid.org/0000-0001-9038-1369
Wongi Seol http://orcid.org/0000-0003-4702-9428

References

Bae E-J, Kim D-K, Kim C, Mante M, Adame A, Rockenstein E,
Ulusoy A, Klinkenberg M, Jeong GR, Bae JR, et al. 2018.
LRRK2 kinase regulates α-synuclein propagation via RAB35
phosphorylation. Nat Commun. 9:3465.

Dzamko N, Inesta-Vaquera F, Zhang J, Xie C, Cai H, Arthur S, Tan
L, Choi H, Gray N, Cohen P, et al. 2012. The IkappaB kinase
Family Phosphorylates the Parkinson’s disease kinase
LRRK2 at Ser935 and Ser910 during Toll-like Receptor signal-
ing. PLOS ONE. 7:e39132.

Greggio E, Jain S, Kingsbury A, Bandopadhyay R, Lewis P,
Kaganovich A, van der Brug MP, Beilina A, Blackinton J,
Thomas KJ, et al. 2006. Kinase activity is required for the
toxic effects of mutant LRRK2/dardarin. Neurobiol Dis.
23:329–341.

Heo HY, Park JM, Kim CH, Han BS, Kim KS, Seol W. 2010. LRRK2
enhances oxidative stress-induced neurotoxicity via its
kinase activity. Exp Cell Res. 316:649–656.

Ho DH, Je AR, Lee H, Son I, Kweon HS, Kim HG, Seol W. 2018.
LRRK2 kinase activity induces mitochondrial fission in micro-
glia via Drp1 and Modulates neuroinflammation. Exp
Neurobiol. 27:171–180.

Ho DH, Kim H, Kim J, Sim H, Ahn H, Kim J, Seo H, Chung KC, Park
BJ, Son I, et al. 2015. Leucine-Rich repeat kinase 2 (LRRK2)
phosphorylates p53 and induces p21(WAF1/CIP1)
expression. Mol Brain. 8:54.

Ho DH, Seol W, Eun JH, Son IH. 2017. Phosphorylation of p53 by
LRRK2 induces microglial tumor necrosis factor alpha-
mediated neurotoxicity. Biochem Biophys Res Commun.
482:1088–1094.

Jang J, Oh H, Nam D, Seol W, Seo MK, Park SW, Kim HG, Seo H,
Son I, Ho DH. 2018. Increase in anti-apoptotic molecules,
nucleolin, and heat shock protein 70, against upregulated
LRRK2 kinase activity. Anim Cells Syst. 22:273–280.

Khan NL, Jain S, Lynch JM, Pavese N, Abou-Sleiman P, Holton JL,
Healy DG, Gilks WP, Sweeney MG, Ganguly M, et al. 2005.
Mutations in the gene LRRK2 encoding dardarin (PARK8)
cause familial Parkinson’s disease: clinical, pathological,
olfactory and functional imaging and genetic data. Brain.
128:2786–2796.

Kondo K, Obitsu S, Teshima R. 2011. alpha-synuclein aggrega-
tion and transmission are enhanced by leucine-rich repeat
kinase 2 in human neuroblastoma SH-SY5Y cells. Biol
Pharm Bull. 34:1078–1083.

Lewis PA, Greggio E, Beilina A, Jain S, Baker A, Cookson MR.
2007. The R1441C mutation of LRRK2 disrupts GTP hydroly-
sis. Biochem Biophys Res Commun. 357:668–671.

Liu G, Sgobio C, Gu X, Sun L, Lin X, Yu J, Parisiadou L, Xie C,
Sastry N, Ding J, et al. 2015. Selective expression of
Parkinson’s disease-related Leucine-rich repeat kinase 2
G2019S missense mutation in midbrain dopaminergic
neurons impairs dopamine release and dopaminergic gene
expression. Hum Mol Genet. 24:5299–5312.

Marker DF, Puccini JM, Mockus TE, Barbieri J, Lu S-M, Gelbard
HA. 2012. LRRK2 kinase inhibition prevents pathological
microglial phagocytosis in response to HIV-1 Tat protein. J
Neuroinflamm. 9:261–261.

Mendivil-Perez M, Velez-Pardo C, Jimenez-Del-Rio M. 2016.
Neuroprotective effect of the LRRK2 kinase inhibitor PF-
06447475 in human nerve-like differentiated cells exposed
to oxidative stress stimuli: implications for Parkinson’s
disease. Neurochem Res. 41:2675–2692.

Niu J, Yu M, Wang C, Xu Z. 2012. Leucine-rich repeat kinase 2
disturbs mitochondrial dynamics via Dynamin-like protein.
J Neurochem. 122:650–658.

Park J, Choi H, Min JS, Park SJ, Kim JH, Park HJ, Kim B, Chae JI,
Yim M, Lee DS. 2013. Mitochondrial dynamics modulate
the expression of pro-inflammatory mediators in microglial
cells. J Neurochem. 127:221–232.

Park J, Min JS, Kim B, Chae UB, Yun JW, Choi MS, Kong IK, Chang
KT, Lee DS. 2015. Mitochondrial ROS govern the LPS-induced
pro-inflammatory response in microglia cells by regulating
MAPK and NF-kappaB pathways. Neurosci Lett. 584:191–196.

Puccini JM, Marker DF, Fitzgerald T, Barbieri J, Kim CS, Miller-
Rhodes P, Lu SM, Dewhurst S, Gelbard HA. 2015. Leucine-
rich repeat kinase 2 modulates neuroinflammation and neu-
rotoxicity in models of human immunodeficiency virus 1-
associated neurocognitive disorders. J Neurosci. 35:5271–
5283.

Ramonet D, Daher JPL, Lin BM, Stafa K, Kim J, Banerjee R,
Westerlund M, Pletnikova O, Glauser L, Yang L, et al. 2011.
Dopaminergic neuronal loss, reduced neurite complexity
and Autophagic abnormalities in transgenic mice expressing
G2019S mutant LRRK2. PLOS ONE. 6:e18568.

Saez-Atienzar S, Bonet-Ponce L, Blesa JR, Romero FJ, Murphy
MP, Jordan J, Galindo MF. 2014. The LRRK2 inhibitor
GSK2578215A induces protective autophagy in SH-SY5Y
cells: involvement of Drp-1-mediated mitochondrial fission
and mitochondrial-derived ROS signaling. Cell Death Dis. 5:
e1368.

Wang X, Yan MH, Fujioka H, Liu J, Wilson-Delfosse A, Chen SG,
Perry G, Casadesus G, Zhu X. 2012. LRRK2 regulates mito-
chondrial dynamics and function through direct interaction
with DLP1. Hum Mol Genet. 21:1931–1944.

Yang D, Li T, Liu Z, Arbez N, Yan J, Moran TH, Ross CA, Smith
WW. 2012. LRRK2 kinase activity mediates toxic interactions
between genetic mutation and oxidative stress in a
Drosophila model: suppression by curcumin. Neurobiol Dis.
47:385–392.

Yang S, Xia C, Li S, Du L, Zhang L, Hu Y. 2014. Mitochondrial dys-
function driven by the LRRK2-mediated pathway is associ-
ated with loss of Purkinje cells and motor coordination
deficits in diabetic rat model. Cell Death Dis. 5:e1217.

ANIMAL CELLS AND SYSTEMS 111

http://orcid.org/0000-0003-4938-4108
http://orcid.org/0000-0003-1455-4189
http://orcid.org/0000-0001-9038-1369
http://orcid.org/0000-0003-4702-9428

	Abstract
	Introduction
	Materials and methods
	Cell culture and transfection
	Western blot analysis
	Immunofluorescence and quantitative analysis of mitochondria morphology
	TNFα enzyme-linked immunosorbent assay (ELISA) and CCK-8 cell viability assay
	Animal care and preparation of brain lysates
	Data analysis

	Results
	Overexpression of G2019S LRRK2 in BV2 promotes mitochondrial fission
	Hyperactive kinase of G2019S LRRK2 provokes TNFα release
	Increased secretion of G2019S LRRK2-mediated TNFα increases the neuronal death
	TNFα levels are increased in brains of G2019S LRRK2 transgenic mice

	Discussion
	Acknowledgments
	Disclosure statement
	ORCID
	References


<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles false
  /AutoRotatePages /PageByPage
  /Binding /Left
  /CalGrayProfile ()
  /CalRGBProfile (Adobe RGB \0501998\051)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.3
  /CompressObjects /Off
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages false
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.1000
  /ColorConversionStrategy /sRGB
  /DoThumbnails true
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 524288
  /LockDistillerParams true
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments false
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo false
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings false
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Remove
  /UCRandBGInfo /Remove
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 150
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages false
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.90
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /ColorImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 15
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 15
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 150
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages false
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.90
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /GrayImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 15
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 15
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Average
  /MonoImageResolution 300
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects true
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /Description <<
    /ENU ()
  >>
>> setdistillerparams
<<
  /HWResolution [600 600]
  /PageSize [595.245 841.846]
>> setpagedevice


