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Abstract

Thegenetic variantsin glucocer ebrosidase (GBA) gene have been previously examined as potential
susceptibility factorsfor Parkinson’s disease (PD). Although of great interest, possiblerole of GBA gene
in PD has not been well investigated in eastern Chinese population. To explore this association, we
conducted a genetic screen of three common GBA variants (p.L444P, p.N370S, and p.R120W) in a case-
control cohort comprised of 638 subjects of Chinese ethnicity. In order to provide a more precise
estimate of this association, a meta-analysis was performed. We found that the GBA p.L444P allele was
significantly more frequent (P = 0.001) in the PD patients (6/195 = 3.08%) than in the controls (0/443).
The p.L444P mutation, but not p.N370S and p.R120W, was found to be associated with PD. Combined
analysisincluding all previously published ancestral Chinese data yielded a highly significant associa-
tion between the GBA gene and an increased risk for PD (OR = 8.13, 95% CI, 4.43-14.92, P < 0.00001).
Our study suggests that the GBA gene may be a susceptibility gene for PD in the Chinese popula-
tion. Effortsto elucidate in detail this interesting and biologically plausible genetic association are
warranted.
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Introduction

Parkinson’s disease (PD) is an insidious and
progressive neurodegenerative disorder character-
ized by various combinations of motor (rest tremor,
bradykinesia, rigidity and postural instability) and
nonmotor (hyposmia, autonomic dysfunction, sleep
disorders, cognitive impairment and depression)
symptoms (10, 23). Different clinical phenotypes are
distinguished by predominant motor features: a

tremor-dominant type (TDT), an akinetic-rigid type
(ART), and amixed type (MT) (26). The pathogenesis
of idiopathic PD remains unclear, but genetic factors
are thought to confer a risk. Several loci, SNCA,
LRRK2, and MAPT, have typically been identified as
susceptibility genes for not only familial, but also
common sporadic forms of PD (8, 15, 17).

The recent demonstration of glucocerebrosidase
(GBA) gene as a causative PD gene has provided
considerable insights into the pathophysiology of PD
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(34). Relatively few researches failed to reach sta-
tistical significance (32, 38). Most studies detected a
markedly higher frequency of GBA mutations among
patients with PD than in matched controls (34). The
mutation rate varied between 10.63% and 31.31%
among PD patients of Ashkenazi Jewish origin (1, 6,
14, 27) and between 2.74% and 9.36% in non-
Ashkenazi Jewish patients (3, 7, 9, 11, 22, 24, 25, 29-
31, 33, 35-37, 41, 45).

The heterozygotes for p.L444P and p.N370S
were suggested to be the most common variants among
non-Ashkenazi Jewish patients (39, 40). These find-
ings have been supported by studies in different
ethnic Chinese groups of patientswith PD from Taiwan
(20, 42, 45), Middle southern China (36), Western
China (19, 28) and Singapore (37). However, the
possible role of the third most common GBA variant
(p.R120W) (34, 40) has not been investigated in the
mainland Chinese population. The lack of similar
findings in eastern Chinese population further
emphasizes the importance of testing whether these
three GBA variants are genetically associated with
PD-risk in our specific ethnic and geographic origin
of the subjects. Here we have attempted to examine
this association by performing a case-control study
and a meta-analysis.

Materialsand M ethods
Subjects

The study included 195 unrelated ethnic Han
Chinese (56.41% men) with a diagnosis of idiopathic
PD based on UK brain bank criteria (21). All in-
dividuals were consecutively recruited from the
Second Affiliated Hospital of Wenzhou Medical
College. Initial symptoms, age at onset (AAO), drug
records, and family history were collected by a
structured interview of the patient or their guard-
ians. Examinations were performed by experienced
neurologists that incorporated the Hoehn and Y ahr
staging system (18) and the Unified Parkinson’s
Disease Rating Scale (UPDRS) (12). Patients with
known evidence of secondary causes, or patients
who reported first- or second-degree relatives with
Parkinsonism were excluded. Our age- and gender-
matched control group consisted of 443 non-PD
volunteers (58.24% men). The age at collection was
ranged from 33 to 86 years, with an average age at
enrollment of 64.68 (£ 10.98) and 64.52 (+ 11.60)
years for cases and controls. All of them underwent
the same evaluation as cases. All participants signed
alocal ethics committee-approved informed consent
before entering the study.

Genotyping

Genomic DNA was isolated from peripheral
blood using standard protocols according to the
manufacturer’s instruction. The molecular-genetic
investigation was based on the method of polymerase
chain reaction followed by restriction fragment length
polymorphism analysis (PCR-RFLP). To avoid
amplifying and screening the highly conserved
pseudogene, a large fragment of the GBA functional
gene was amplified on the first stage. On the second
stage, amplification of the region encompassing the
p.L444P, p.N370S or p.R120W variant was performed
using the fragment already obtained as template DNA.
The PCR primers used for amplifying the exon 5-7,
exon 8-10 (25), and the p.L444P (1), p.N370S (19)
variants have been described previously. A fragment
encompassing the p.R120W allele was amplified using
the forward primer 5-TGATAAGCAGAGTCCC
ATAC-3' and the reverse primer 5 -GAGAAGCA
CCCAGAGTTG-3' (annealing temperature 59°C,
extension time 30 second). Then, the PCR products
were digested with appropriate restriction endonu-
cleases. The primers and restriction endonucleases
used for detection of the mutations were described in
Table 1. To distinguish the wild-type from the mutant
allele, the sizes of the resulting fragments were re-
solved by agarose gel electrophoresis. Later, ambig-
uous or positive results and randomly selected samples
were confirmed by direct sequencing of the purified
PCR products (Fig. 1).

Satistical Analyses

Statistical analyses were performed using SPSS
13.0 software. Data are presented as mean (£SD) for
continuous variables. Variant frequencies were com-
pared using a two-tailed Fisher exact test. Differences
in clinical characteristics were compared by means of
the two-tailed Student’s t-test. The level of statistical
significance was set at P < 0.05. Odds ratios (OR) and
95% confidence intervals (ClI) were calculated to test
the association between the GBA variants and PD.

Meta-Analysis

We performed a meta-analysis to assess the pos-
sible role of the GBA gene variants in PD in Chinese
population. A systematic literature search of PubMed,
Google Scholar, EMBASE, CINAHL, Web of Science,
and the Cochrane Database was conducted for the
years 1990 to July 2011. A search strategy utilizing the
Medical Subject Headings (MeSH) and text keywords
GBA, glucocerebrosidase, GBA mutation, glucocere-
brosidase variant in combination with Parkinson’s
disease, and PD were used. Reference lists from re-
trieved articles were also examined to identify addition-
al relevant studies. Weincluded studiesthat previously
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Table1. Primersand restriction enzymes used for genotyping assay of GBA variants

Variant Exon Primer Sequence (from 5'to 3) Enzyme Fragment (bp)
L444P 10 first PCR (exon 8-10): 1,682
(T>C) F-TGTGTGCAAGGTCCAGGATCAG
R:ACCACCTAGAGGGGAAAGTG
Nested PCR: Nci | 638/102,536
F:GGAGGACCCAATTGGGTGCGT
R:ACGCTGTCTTCAGCCCACTTC
N370S 9 first PCR (exon 8-10) 1,682
(A>G) Nested PCR: Xhol 97/26,71
F-TTGTCTCTTTGCCTTTGTCCTTACCCTC
R:TTGGGTCCTCCTTCGGGGTT
R120W 5 first PCR (exon 5-7): 2,049
(C>T) F:GACCTCAAATGATATACCTG
R:AGTTTGGGAGCCAGTCATTT
Nested PCR: Nci | 87,302/389

F-TGATAAGCAGAGTCCCATAC
R:GAGAAGCACCCAGAGTTG

AT C M1 2345678 910111213141516M bp

-700
-500

-300
-100

Fig. 1. Analysisof the p.L444P mutation in the GBA gene. A:
Fluorescent chromatographs of the p.L444P mutation.
The arrow points to the heterozygous substitution. B:
Fluorescent chromatographs of normal sequence. C:
PCR Analysis of the p.L444P mutation in patients with
PD. When the mutation is present (lanes 1, 3, 5, 7, 9,
and 11), the enzyme (Nci 1) digests a 638-bp PCR
product, producing two fragments of 536 and 102 bp.
The wild-type PCR product remains uncut. Lane M
denotes a marker.

sequenced the GBA gene variants in PD cases and
controls of Chinese ancestry. We excluded the studies
if they did not have a case-control study design, and if
they did not report an adequate statistical analysis. We
used RevMan 5.2 software to analyze data.

Results
Present Case-Control Study

Weidentified 6 PD cases that were heterozygous
for the p.L444P allele (¢.1448T > C, p.L483P). We
did not find the GBA gene p.N370S (c.1226A > G,
p.-N409S) and p.R120W (c.475C > T, p.R159W) vari-
ants among all the cases. None of these variants were

detected in the controls. The p.L444P mutation en-
countered in cases at arate of 3.08% was significantly
more frequent than in controls (0/443) (P = 0.001).
The rate of GBA mutations was higher in subsets of
patients with ART (3/57) and MT (3/61) than in a
subset of patients with TDT (0/77).

The following initial symptoms were reported
in the entire cohort of PD patients: tremor (57.44%),
bradykinesia (24.62%), gait disorder or postural
instability (16.92%), and rigidity (13.85%). The
frequency of patients reporting tremor as a first
symptom was more than threefold higher among
noncarriers (58.73%) compared with GBA mutation
carriers (16.67%), but this did not reach a level of
significance (P = 0.085). Clinical manifestations of
patients in heterozygous state were summarized in
Table 2. All of them had a good response to L-dopa
or other dopaminergic agents.

Meta-Analysis

We identified 9 relevant studies concerning the
GBA gene mutation and PD in Chinese (19, 20, 28, 34,
36, 37, 42, 43, 45). One study was excluded because
it did not have a case-control study design (43). One
study was excluded because the frequency of each
mutation was not reported separately (34). Thus,
seven articles fulfilled our inclusion criteria were
included in the meta-analysis. We extracted the
following data from each study: lead author, year of
publication, population studied, sample size of the
cohort, screened variants and frequency of variants
(Table 3). These studies together with the present
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Table 2. Clinical featuresof patientswith GBA variants

Subject Gender AAO (years) Initial Symptoms Clinical Manifestations subtype
1 F 56 B, G B, G, R, depression ART
2 M 63 G B, G, R, depression ART
3 M 54 R Parkinsonism MT
4 M 64 T B,R, T MT
5 M 63 B B,R ART
6 F 72 G Parkinsonism MT

AAO, age at onset; ART, akinetic-rigid type; B, bradykinesia; F, female; G, gait disturbances, M, male MT, mixed type;

R, rigidity; T, Tremor.

Table 3. Characteristics of the studiesincluded in the meta-analysis

Study Population Screened variants Samplesize Carrier frequency (%)
any GBA L444p N370S R120W
variant
case ctrl case ctrl case ctrl case ctl case ctrl
Current Study Eastern China L444p, N370S, R120W 195 443 308 0 308 O 0 0 0 0
Ziegleretal. 2007 (45)  Taiwan whole GBA scanning 92 92 43 109 109 O 0 0 0

(
Wu et al. 2007 (41)

Taiwan L444P, RecNcil, R120W
Huang et al. 2011 (20) Tawan whole GBA scanning
Tanet al. 2007 (37) Singapore L444P, N370S
Mao et al. 2010 (28) Western China L444p
Sun et al. 2010 (36) Middlesouthern China L444P, F213|, R353W, N370S
Huet al. 2010 (19) Western China N370S

0
518 339 309 118 251 059 - - 0.19 0
976 780 372 026 279 014 0 0 0 0
331 347 242 0 242 0 0 0 -
616 411 325 024 325 024 -
402 413 274 0 2.74 0 0 0
328 300 183 067 - - 183 0.67

study involved a total of 6574 Chinese individuals.
The GBA gene variants were identified at a markedly
higher frequency among PD patients than among
controls (Z = 6.77, P < 0.00001, OR = 8.13, 95% ClI,
4.43-14.92, Fig. 2). Subset analysis revealed a strong
association between the GBA p.L444P variant and
PD risk (Z = 6.04, P < 0.00001, OR = 12.80, 95% ClI,
5.60-29.25).

Discussion

Elucidating the relationship between GBA muta-
tions and PD risk in our population is valuable for the
following reasons: First, it has been suggested that the
frequencies of any specific variant may vary by race
and geographic origin. Whether common GBA variants
are genetically associated with PD-risk has not been
well investigated in the patients from eastern China.
Second, there are more than 1.72 million people with
PD aged 55 years or older in Chinaalone (44), account-
ing for almost one quarter of the world's PD patients.

This is the first study to assess the p.R120W
allele as a susceptibility variant in PD patients of Han
ethnicity in mainland China. A statistically significant
association between GBA variants and increased PD
risk in eastern Chinese population has been described
for the first time. The p.L444P variant yielded a
carrier frequency of 3.08% in patients, which was

significantly higher than controls. The absence of the
p.N370S and p.R120W variants from all the subjects
challenges their influence on PD frequency at the
population level. The GBA variantsrate in our cohort
is slightly lower than published data, but similar to
previous studies from mainland China (28, 36). This
discrepancy may be attributed to the different ethnic
backgrounds of the examined populations.

The notion of a higher GBA gene variant rate in
PD patientsis also supported by our ethnicity-specific
meta-analysis. Of note, a meta-analysis regarding
similar issue has been previously reported by Sun
et al. (36) However, only four studies were available
(including 2,534 subjects) at that time. Since then,
additional studies with larger sample sizes have been
reported (19, 20, 28), which warrants for the current
study a more precise estimation that greatly improves
the reliability of our conclusions.

Clinical traits, such as AAO, motor symptoms,
cognitive deficits and response to L-dopa treatment,
were of no statistical difference between the patients
harboring p.L444P variants and noncarriers. How-
ever, these results should be interpreted with caution.
Our series may not be large enough to validate variants
that contribute to complex manifestations and are
likely to have the modest effects. Interestingly, we
observed alower frequency of tremor asinitial symp-
toms among GBA mutation carriers. This consistent
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PD patients Control Odds Ratio Odds Ratio
Study or Subgroup Events Total Events Total Weight M-H, Fixed, 95% CI M-H, Fixed, 95% CI
1.1.1 All GBA mutation
eastern China 6 195 0 443  2.4% 30.42[1.71,542.79] EEE—
taiwan 1 4 92 1 92 7.8%  4.14[0.45, 37.74] ]
taiwan 2 16 518 4 339 38.3% 2.67[0.88, 8.05] -
taiwan 3 36 967 2 780 17.4% 15.04[3.61,62.67] e
singapore 8 331 0 347 3.9% 18.26[1.05,317.65] >
middlesouthern China 1 402 0 4183  3.9% 24.29[1.43,413.63] E—
western China 20 616 1 411 9.5% 13.76 [1.84, 102.92] EE—
western China 2 6 328 2 300 16.8% 2.78[0.56, 13.86] T
Subtotal (95% CI) 3449 3125 100.0%  8.13[4.43,14.92] <>
Total events 107 10
Heterogeneity: Chi = 8.65, df = 7 (P = 0.28); I = 19%
Test for overall effect: Z=6.77 (P < 0.00001)
1.1.2 L444P
eastern China 6 195 0 443 4.7% 30.42 [1.71, 542.79] E——
taiwan 1 1 92 0 92 7.8% 3.03[0.12,75.42] I B ——
taiwan 2 13 518 2 339 372% 4.34[0.97,19.34] e —
taiwan 3 27 967 1 780 17.0% 22.38[3.03, 165.03] EE—
singapore 8 331 0 347 7.5% 18.26[1.05,317.65] EEEE—
middlesouthern China 11 402 0 413  7.6% 24.29[1.43,413.63] S
western China 20 616 1 411 18.3% 13.76[1.84, 102.92] e
Subtotal (95% CI) 3121 2825 100.0% 12.80 [5.60, 29.25] -
Total events 86 4
Heterogeneity: Chi’ = 3.69, df = 6 (P = 0.72); I = 0%
Test for overall effect: Z=6.04 (P < 0.00001)
1.1.3 N370S
eastern China 0 195 0 443 Not estimable
taiwan 1 0 92 0 92 Not estimable
taiwan 3 0 967 0 780 Not estimable
singapore 0 331 0 347 Not estimable
middlesouthern China 0 402 0 413 Not estimable
western China 2 6 328 2 300 100.0% 2.78[0.56, 13.86] —t
Subtotal (95% CI) 2315 2375 100.0% 2.78[0.56, 13.86] —
Total events 6 2
Heterogeneity: Not applicable
Test for overall effect: Z=1.24 (P=0.21)
1.1.4 R120W
eastern China 0 195 0 443 Not estimable
taiwan 1 0 92 0 92 Not estimable
taiwan 2 1518 0 339 1000%  1.97[0.08, 48.45] — i
taiwan 3 0 967 0 780 Not estimable
Subtotal (95% Cl) 1772 1654 100.0%  1.97 [0.08, 48.45] —
Total events 1 0
Heterogeneity: Not applicable
Test for overall effect: Z=0.41 (P = 0.68)
1.1.5 severe GBA mutations
eastern China 6 195 0 443  4.0% 30.42[1.71,542.79] EEE—
taiwan 1 2 92 0 92 6.6% 5.11[0.24,107.93] .
taiwan 2 15 518 2 339 318% 5.02[1.14,22.11] —
taiwan 3 36 967 2 780 289% 15.04[3.61,62.67] —
singapore 8 331 0 347 6.4% 18.26[1.05, 317.65] EEEE—
middlesouthern China 1 402 0 413 6.5% 24.29 [1.43,413.63] E——
western China 20 616 1 411 157% 13.76[1.84, 102.92] e —
western China 2 0 328 0 300 Not estimable
Subtotal (95% CI) 3449 3125 100.0% 12.42[5.77, 26.74] >
Total events 98 5
Heterogeneity: Chi’ = 2.49, df = 6 (P = 0.87); I = 0%
Test for overall effect: Z=6.44 (P < 0.00001)
1.1.6 mild GBA mutations
eastern China 0 195 0 443 Not estimable
taiwan 1 2 92 1 92 26.9%  2.02[0.18,22.70]
taiwan 2 1 518 0 339 16.6% 1.97[0.08, 48.45] I e —
taiwan 3 0 967 0 780 Not estimable
singapore 0 331 0 347 Not estimable
middlesouthern China 0 402 0 413 Not estimable
western China 0 616 0 411 Not estimable
western China 2 6 328 2 300 56.5% 2.78[0.56, 13.86] T
Subtotal (95% CI) 3449 3125 100.0%  2.44[0.71,8.37] -
Total events 9 3
Heterogeneity: Chi’ = 0.07, df = 2 (P = 0.97); I = 0%
Test for overall effect: Z=1.42 (P =0.16)

0.01 0.1 1 10 100

Favours PD Patients Favours Control

Fig. 2. Forest plots showing association between the GBA gene variants and PD in Chinese population. The GBA gene was detected
at asignificantly higher frequency among PD patients, when compared with the controls (Z = 6.77, P < 0.00001, OR = 8.13, 95%
Cl, 4.43-14.92). Subset analysisreveaed astrong association between the GBA p.L444P variant and PD: Z = 6.04, P < 0.00001,
OR =12.80, 95% ClI, 5.60-29.25. The difference between the frequency of the GBA gene p.N370S, p.R120W variantsin
PD patients and in control group was nonsignificant: (Z=1.24, P =0.21, OR = 2.78, 95% Cl, 0.56-13.86; Z = 0.41, P = 0.68,
OR = 1.97, 95% ClI, 0.08-48.45, respectively). The OR for carriers of all severe GBA mutations in our meta-analysis was
more than fourfold higher compared to the OR of mild GBA mutations carriers (OR = 12.42, 95% ClI, 5.77-26.74 and OR =
2.44, 95% Cl, 0.71-8.37).
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with previously published results (13, 24, 34),
indicating that GBA mutation may be clinically
relevant with an effect of genetic alterations on the
initial presentation of the disease.

GBA variants detected here are classified as
severe (p.L444P) and mild (p.N370S and p.R120W),
depending on their observed phenotypic implications
in GD (2, 5). These variants are suggested to be
pathogenic even in the heterozygous state. They are
predicted to cause decreased catalytic activity or con-
formational changes in the B-glucocerebrosidase
protein. The fact that we did not find the GBA gene
p.N370S and p.R120W does not allow us to examine
the possible clinical effects of carrying mild versus
severe variants. The OR for carriers of all severe GBA
mutations in our meta-analysis was more than fourfold
higher compared to the OR of mild GBA mutations
carriers (OR = 12.42, 95% Cl, 5.77-26.74 and OR =
2.44, 95% ClI, 0.71-8.37). However, the mild GBA
mutations were rare in our population. Further study
isneeded to evaluate in detail this genotype-phenotype
correlation.

Despite the limitation of a moderate sample
size, our results combined with meta-analysis confirm
that GBA mutation carriers have an increased risk of
PD in Chinese populations. These findings add to the
accumulating evidence that GBA gene plays an im-
portant role in the etiology of parkinsonism. Until
now, there are five major postulated causal
mechanisms underlying this association, including
lipid dysregulation, lysosomal alteration, autophagic
dysfunction, endoplasmic reticulum stress and inter-
ruptions to the ubiquitin-proteasome pathway (39).
Although dopamine-replacement treatment amelio-
rates symptoms, no drug has yet been identified that
definitively slows or stops the progression of PD.
Researchers continue developing new treatments for
PD (4, 16). These findings will reveal new treatment
interventions that focus on the underlying molecular
mechanisms. Clearly, comprehensive studiesin vari-
ous ethnicities are needed, before new therapeutic
strategies can be offered to this group of patients.

In conclusion, our results suggest that variants
in the GBA gene, even in heterozygous state, are risk
factors for the development of PD as seen elsewhere
in China.

Acknowledgments

We are grateful to the physicians and our col-
leagues for clinical data collection and management
of patients. The authorsthank the patients and controls
for participating in this study. This work was sup-
ported by the grants from National Natural Science
Foundation of PRC (No. 30670748), Science and
Technology Department of Zhejiang Province, PRC

(No. 2011C33018), and the International cooperation
project of Wenzhou of PRC (No. H20100074).

References

1. Aharon-Peretz, J., Rosenbaum, H. and Gershoni-Baruch, R. Muta
tions in the glucocerebrosidase gene and Parkinson’s disease in
Ashkenazi Jews. N. Engl. J. Med. 351: 1972-1977, 2004.

2. Beutler, E., Gelbart, T. and Scott, C.R. Hematologically important
mutations: Gaucher disease. Blood Cells Mol. Dis. 35: 355-364,
20065.

3. Bras, J, Paisan-Ruiz, C., Guerreiro, R., Ribeiro, M.H., Morgadinho,
A., Januario, C., Sidransky, E., Oliveira, C. and Singleton, A.
Complete screening for glucocerebrosidase mutationsin Parkinson
disease patients from Portugal. Neurobiol. Aging 30: 1515-1517,
20009.

4. Chen, L., Liu,J,Ali, U., Gui, Z.H., Wang, Y., Wang, T., Hou, C.
and Fan, L.L. Blockade of mGIuRS reverses abnormal firing of
subthalamic nucleus neurons in 6-hydroxydopamine partially
lesioned rats. Chinese J. Physiol. 54: 303-309, 2011.

5. Choy, F.Y., Zhang, W., Shi, H.P., Zay, A., Campbell, T., Tang, N.
and Ferreira, P. Gaucher disease among Chinese patients: review
on genotype/phenotype correlation from 29 patients and identifica-
tion of novel and rare aleles. Blood Cells Mal. Dis. 38: 287-293,
2007.

6. Clark, L.N., Nicolai, A., Afridi, S., Harris, J., Mgjia-Santana, H.,
Strug, L., Cote, L.J,, Louis, E.D., Andrews, H., Waters, C., Ford, B.,
Frucht, S., Fahn, S., Mayeux, R., Ottman, R. and Marder, K. Pilot
association study of the beta-glucocerebrosidase N370S dlele and
Parkinson’s disease in subjects of Jewish ethnicity. Mov. Disord.
20: 100-103, 2005.

7. DeMarco,E.V., Annesi, G., Tarantino, P., Rocca, F.E., Provenzano,
G., Civitelli, D., Ciro Candiano, |.C., Annesi, F., Carrideo, S.,
Condino, F., Nicoletti, G., Messing, D., Novellino, F., Morelli, M.
and Quattrone, A. Glucocerebrosidase gene mutations are associ-
ated with Parkinson’s disease in southern Italy. Mov. Disord. 23:
460-463, 2008.

8. Di Fonzo, A., Wu-Chou, Y.H., Lu, C.S., van Doeselaar, M.,
Simons, E.J., Rohe, C.F., Chang, H.C., Chen, R.S,, Weng, Y .H.,
Vanacore, N., Breedveld, G.J., Oostra, B.A. and Bonifati, V. A
common missense variant in the LRRK2 gene, Gly2385Arg, asso-
ciated with Parkinson’s disease risk in Taiwan. Neurogenetics
7: 133-138, 2006.

9. DosSantos, A.V., Pestana, C.P., Diniz, K.R., Campos, M., Abdalla-
Carvaho, C.B., de Rosso, A.L., Pereira, J.S., Nicaretta, D.H., de
Carvalho, W.L., Dos Santos, J.M., Santos-Reboucas, C.B. and
Pimentel, M.M. Mutational analysis of GIGYF2, ATP13A2 and
GBA genesin Brazilian patients with early-onset Parkinson’s dis-
ease. Neurosci. Lett. 485: 121-124, 2010.

10. Driver, JA., Kurth, T., Buring, J.E., Gaziano, J.M. and Logroscino,
G. Parkinsondiseaseandrisk of mortality: aprospectivecomorbidity-
matched cohort study. Neurology 70: 1423-1430, 2008.

11. Eblan, M.J,, Nguyen, J., Ziegler, S.G., Lwin, A., Hanson, M.,
Gallardo, M., Weiser, R., DeLucca, M., Singleton, A. and Sidransky,
E. Glucocerebrosidase mutations are also found in subjects with
early-onset parkinsonism from Venezuela. Mov. Disord. 21: 282-
283, 2006.

12. Fahn, S., Marsden, C.D. and Calne, D. Recent developmentsin
Parkinson’s disease. In: Macmillan Healthcare Information,
edited by Fahn S., Marsden C.D., Calne D. and Goldstein M.
Florham Park: New Jersey, 1987, pp. 153-163.

13. Gan-Or, Z., Bar-Shira, A., Mireman, A., Gurevich, T., Kedmi, M.,
Giladi, N. and Orr-Urtreger, A. LRRK2 and GBA mutations
differentially affect the initial presentation of Parkinson disease.
Neurogenetics 11: 121-125, 2010.

14. Gan-Or, Z., Giladi, N., Rozovski, U., Shifrin, C., Rosner, S,,
Gurevich, T., Bar-Shira, A. and Orr-Urtreger, A. Genotype-pheno-



15.

16.

17.

18.

10.

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

31

Zhang, Bao, Zhuang, Gan, Zhao, Liu, Hu, Chen, Zhu, Wang and Wang

type correlations between GBA mutations and Parkinson disease
risk and onset. Neurology 70: 2277-2283, 2008.

Gasser, T. Molecular pathogenesis of Parkinson disease: insights
from genetic studies. Expert Rev. Mol. Med. 11: 1-20, 20009.

Gui, Z.H., Liu,J, Wang, Y., Ali, U., Wang, T. and Chen, L. Effects
of chronic, systemic treatment with the dopamine receptor agonist
R-apomorphine in partially lesioned rat model of Parkinson's
disease: an electrophysiologica study of substantianigradopamine
neurons. Chinese J. Physiol. 54: 96-104, 2011.

Hardy, J. Genetic analysis of pathways to Parkinson disease.
Neuron 68: 201-206, 2010.

Hoehn, M.M. and Y ahr, M.D. Parkinsonism: onset, progression,
and mortality. Neurology 17: 427-442, 1967.

Hu, F.Y., Xi,J, Guo, J, Yu, L.H., Liu, L.,He, X.H., Liu, Z.L., Zou,
X.Y.and Xu, Y.M. Association of the glucocerebrosidase N370S
alele with Parkinson’ s disease in two separate Chinese Han popu-
lations of mainland China. Eur. J. Neurol. 17: 1476-1478, 2010.

Huang, C.L., Wu-Chou, Y .H., Lai, S.C., Chang, H.C., Yeh, TH.,
Weng, Y .H., Chen, R.S., Huang, Y.Z. and Lu, C.S. Contribution
of glucocerebrosidase mutation in a large cohort of sporadic
Parkinson’s disease in Taiwan. Eur. J. Neurol. 18: 1227-1232,
2011.

Hughes, A.J., Daniel, SE., Kilford, L. and Lees, A.J. Accuracy of
clinical diagnosis of idiopathic Parkinson’s disease: a clinico-
pathological study of 100 cases. J. Neurol. Neurosur. Psychiatry
55: 181-184, 1992.

Kalinderi, K., Bostantjopoulou, S., Paisan-Ruiz, C., Katsarou, Z.,
Hardy, J. and Fidani, L. Complete screening for glucocerebrosidase
mutations in Parkinson disease patients from Greece. Neurosci.
Lett. 452: 87-89, 2009.

Lee, G.S. and Lin, SH. Changes of rhythm of vocal fundamental
frequency in sensorineural hearing loss and in Parkinson’s dis-
ease. ChineseJ. Physiol. 52: 446-450, 2009.

Lesage, S., Anheim, M., Condroyer, C., Pollak, P., Durif, F.,
Dupuits, C., Vidlet, F., Lohmann, E., Corval, J.C., Honore, A.,
Rivaud, S., Vidailhet, M., Durr, A. and Brice, A. Large-scale
screening of the Gaucher’s disease-related glucocerebrosidase
gene in Europeans with Parkinson’s disease. Hum. Mol. Genet.
20: 202-210, 2011.

Lesage, S., Condroyer, C., Hecham, N., Anheim, M., Belarbi, S.,
Lohman, E., Vidlet, F., Pollak, P., Abada, M., Durr, A., Tazir, M.
and Brice, A. Mutations in the glucocerebrosidase gene confer
arisk for Parkinson disease in North Africa. Neurology 76: 301-
303, 2011.

Lewis, S.J., Foltynie, T., Blackwell, A.D., Robbins, T.W., Owen,
A.M. and Barker, R.A. Heterogeneity of Parkinson’'s disease in
the early clinical stages using a data driven approach. J. Neurol.
Neurosurg Psychiatry 76: 343-348, 2005.

Lwin, A., Orvisky, E., Goker-Alpan, O., LaMarca, M.E. and
Sidransky, E. Glucocerebrosidase mutations in subjects with
parkinsonism. Mol. Genet. Metab. 81: 70-73, 2004.

Mao, X.Y ., Burgunder, JM., Zhang, Z.J., An, X.K., Zhang, J.H.,
Yang,Y.,Li, T.,Wang, Y.C., Chang, X.L.and Peng, R. Association
between GBA L444P mutation and sporadic Parkinson’s disease
from Mainland China. Neurosci. Lett. 469: 256-259, 2010.

Mata, |.F., Samii, A., Schneer, S.H., Roberts, JW., Griffith, A.,
Leis, B.C., Schellenberg, G.D., Sidransky, E., Bird, T.D., Leverenz,
J.B., Tsuang, D. and Zabetian, C.P. Glucocerebrosidase gene mu-
tations: arisk factor for Lewy body disorders. Arch. Neurol. 65:
379-382, 2008.

Mitsui, J., Mizuta, 1., Toyoda, A., Ashida, R., Takahashi, Y., Goto,
J., Fukuda, Y., Date, H., Iwata, A., Yamamoto, M., Hattori, N.,
Murata, M., Toda, T. and Tsuji, S. Mutations for Gaucher disease
confer high susceptibility to Parkinson disease. Arch. Neurol.
66: 571-576, 2009.

Neumann, J., Bras, J., Deas, E., O’ Sullivan, S.S., Parkkinen, L.,
Lachmann, R.H., Li, A., Holton, J., Guerreiro, R., Paudel, R.,

32.

33.

35.

36.

37.

38.

39.

41.

42.

Segarane, B., Singleton, A., Lees, A., Hardy, J., Houlden, H.,
Revesz, T. and Wood, N.W. Glucocerebrosidase mutations in
clinical and pathologically proven Parkinson’'s disease. Brain
132: 1783-1794, 2009.

Nishioka, K., Vilarifio-Guell, C., Cobb, S.A., Kachergus, J.M.,
Ross, O.A., Wider, C., Gibson, R.A., Hentati, F. and Farrer, M.J.
Glucocerebrosidase mutations are not a common risk factor for
Parkinson disease in North Africa. Neurosci. Lett. 477: 57-60,
2010.

Sato, C., Morgan, A., Lang, A.E., Salehi-Rad, S., Kawarai, T.,
Meng, Y., Ray, P.N., Farrer, L.A., St George-Hyslop, P. and
Rogaeva, E. Analysisof the glucocerebrosidase genein Parkinson's
disease. Mov. Disord. 20: 367-370, 2005.

Sidransky, E., Nalls, M.A., Aady, J.O., Aharon-Peretz, J., Annesi,
G., Barbosa, E.R., Bar-Shira, A., Berg, D., Bras, J., Brice, A., Chen,
C.M,, Clark, L.N., Condroyer, C., DeMarco, E.V., Durr, A., Eblan,
M.J., Fahn, S, Farrer, M.J,, Fung, H.C., Gan-Or, Z., Gasser, T.,
Gershoni-Baruch, R., Giladi, N., Griffith, A., Gurevich, T., Januario,
C., Kropp, P, Lang, A.E., Lee-Chen, G.J,, Lesage, S., Marder, K.,
Mata, |.F., Mirelman, A., Mitsui, J., Mizuta, |., Nicoletti, G.,
Oliveira, C., Ottman, R., Orr-Urtreger, A., Pereira, L.V, Quattrone,
A., Rogaeva, E., Rolfs, A., Rosenbaum, H., Rozenberg, R., Samii,
A., Samaddar, T., Schulte, C., Sharma, M., Singleton, A., Spitz, M.,
Tan, EK., Tayebi, N., Toda, T., Troiano, A.R., TsUji, S., Wittstock,
M., Wolfsberg, T.G., Wu, Y.R., Zabetian, C.P., Zhao, Y. and
Ziegler, S.G. Multicenter analysis of glucocerebrosidase mutations
in Parkinson’sdisease. N. Engl. J. Med. 361: 1651-1661, 2009.
Spitz, M., Rozenberg, R., PereiraLda, V. and Reis Barbosa, E.
Association between Parkinson’s disease and glucocerebrosidase
mutationsin Brazil. Parkinsonism Relat. Disord. 14: 58-62, 2008.
Sun, Q.Y ., Guo, JF., Wang, L., Yu, RH., Zuo, X., Yao, L.Y ., Pan,
Q., Xia, K. and Tang, B.S. Glucocerebrosidase gene L444P
mutation isarisk factor for Parkinson's disease in Chinese popula-
tion. Mov. Disord. 25: 1005-1011, 2010.

Tan, EK., Tong, J.,, Fook-Chong, S., Yih, Y., Wong, M.C., Pavanni,
R.and Zhao, Y. Glucocerebrosidase mutationsand risk of Parkinson
disease in Chinese patients. Arch. Neurol. 64: 1056-1058, 2007.
Toft, M., Pielsticker, L., Ross, O.A., Aadly, J.O. and Farrer, M.J.
Glucocerebrosidase gene mutations and Parkinson disease in the
Norwegian population. Neurology 66: 415-417, 2006.

Velayati, A., Yu, W.H. and Sidransky, E. Therole of glucocere-
brosidase mutationsin Parkinson disease and Lewy body disorders.
Curr. Neurol. Neurosci. Rep. 10: 190-198, 2010.

Wan, L., Hsu, C.M., Tsai, C.H., Leg, C.C., Hwu, W.L. and Tsai,
F.J. Mutation analysis of Gaucher disease patients in Taiwan:
high prevalence of the RecNcil and L444P mutations. Blood Cells
Mol. Dis. 36: 422-425, 2006.

Wu, T., Zeng, Y., Ding, X., Li, X., Li, W., Dong, H., Chen, S,,
Zhang, X., Ma, G., Yao, J. and Deng, X. A novel P755L mutation
in LRRK2 gene associated with Parkinson’ s disease. Neuroreport
17: 1859-1862, 2006.

Wu, Y.R., Chen, C.M., Chao, C.Y., Ro, L.S,, Lyu, RK., Chang,
K.H. and Lee-Chen, G.J. Glucocerebrosidase gene mutation is a
risk factor for early onset of Parkinson disease among Taiwanese.
J. Neurol. Neurosur. Psychiatry 78: 977-979, 2007.

Xu, C., Xu, J,, Zhang, Y ., Mg, J., Kawakami, H., Maruyama, H. and
Kamada, M. Analysis on the susceptibility genesin two chinese
pedigrees with familial Parkinson’'s disease. Neurol. Res. Int.
2010: 1-4, 2010.

Zhang, Z.X., Roman, G.C., Hong, Z., Wu, C.B., Qu, Q.M., Huang,
J.B., Zhou, B., Geng, Z.P., Wu, J.X., Wen, H.B., Zhao, H. and
Zahner, G.E. Parkinson’sdiseasein China: prevalencein Beijing,
Xian, and Shanghai. Lancet 365: 595-597, 2005.

Ziegler, S.G., Eblan, M.J., Guitti, U., Hruska, K.S., Stubblefield,
B.K., Goker-Alpan, O., LaMarca, M.E. and Sidransky, E. Gluco-
cerebrosidase mutations in Chinese subjects from Taiwan with
sporadic Parkinson disease. Mol. Genet. Metab. 91: 195-200, 2007.




<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /All
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Warning
  /CompatibilityLevel 1.3
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments true
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Average
  /ColorImageResolution 600
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Average
  /GrayImageResolution 600
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages true
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Average
  /MonoImageResolution 1200
  /MonoImageDepth 4
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /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

  /CreateJDFFile false
  /Description <<
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000500044004600206587686353ef901a8fc7684c976262535370673a548c002000700072006f006f00660065007200208fdb884c9ad88d2891cf62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /DAN <>
    /DEU <>
    /ESP <>
    /FRA <>
    /ITA <>
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020b370c2a4d06cd0d10020d504b9b0d1300020bc0f0020ad50c815ae30c5d0c11c0020ace0d488c9c8b85c0020c778c1c4d560002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken voor kwaliteitsafdrukken op desktopprinters en proofers. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /PTB <>
    /SUO <>
    /SVE <>
    /ENU (Use these settings to create Adobe PDF documents for quality printing on desktop printers and proofers.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef653ef5728684c9762537088686a5f548c002000700072006f006f00660065007200204e0a73725f979ad854c18cea7684521753706548679c300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /NA
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles true
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /NA
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /LeaveUntagged
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [1200 1200]
  /PageSize [612.000 792.000]
>> setpagedevice




