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5" CGGAATTCATGTATCTGATAGGGCAGTCC 3’/
5" CCCTCGAGTAGATGAAGCACATTTGC 3’ LA
pGEX-5X-1-PINKI™ 4 #% # PCR, 4y %l i i
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iR 4 I (FBS) A1 B 25 1§ (Gibeo A H]);
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(Abcam A #]); anti-GST P44, anti-GFP(Santa cruz
AT CY3 BB IgGAE I T2 & A
T)); AR A BRI MG132(Sigma 2 7])ECL 1L,
22 R IR & (Pharmacia 23 #)).
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A {HIXF] 020~0.25 J5, A IPTG & £ EH
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DURE S AW I N IE 0 B A HK RS
BT Western blotting 73 #7.
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TUK 2% 30 min. AR W 4°C 12 000 r/min &0
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2 xSDS Ff 5 ZZ TR AT, 100°C & 10 min, 4T
A7, o IEH T2 50 %R L0 L 5.
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1), 4CWEE 6h, VERDIUE 3 K. MIAA4H M2
filt sl ACHEE 10 h, BEHDOIE 6 Ik, £ EIEMA
50 wl 2xSDS FEAZE M, 100C W 10 min. B§
U TE AT ER BN SE . AR B AR R
YEBR: B 10wl _3EAT 12% SDS-PAGE, J-44 & (1
JiiE 4 PVDF i, HM 1 h &, IAHN 3t
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B, WS IAAERN T, =EWEE 1 h,
e S H ECL il A 2 min W%,
1.5 SR FELReE
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I 24 h JE T s AN 2E et N0 S A SR
B, YA IxPBS 4°C phik 2 ¥k, N 4%% 5 i,
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ERGEE R E RS AT A CR S
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Fig. 1 Parkin interacts with PINK1 in vitro
GST, GST-PINKIY, GST-PINKI (156 ~509) or GST-PINKI
(A156~509) coupled to glutathione-agarose beads was incubated with
EGFP-Parkin expressed from 293A cells. The bound proteins were
detected using anti-GFP antibody.
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Fig. 2 PINKI1 promote degradation of Parkin
by increasing its ubiquitination
293A cells were transfected with EGFP-N1 or EGFP-Parkin,
HA-PINKI1 or HA and FLAG-Ub with treatment of MG132. The cell
lysates were subjected to immunoprecipitation with anti-GFP antibody

followed by Western blotting.
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Fig. 3 Parkin stabilizes PINK1 by inhibiting
its ubiquitination
293A cells were transfected with EGFP-N1 or EGFP-Parkin,
HA-PINK1 or HA and FLAG-Ub with treatment of MG132. The cell
lysates were subjected to immunoprecipitation with anti-HA antibody

followed by Western blotting.
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Fig. 4 Co-localization of Parkin and PNK1
293A cells were transfected with EGFP-Parkin and HA-PINK 1. The cells were incubated with monoclonal anti-HA antibody, and then were incubated

with cy3-labeled anti-rabbit IgG (red). The blue fluorescence was the nuclear DNA staining by DAPI(a); EGFP-Parkin showed diffuse cytoplasmic and

nuclear distribution(b); HA-PINK1 show punctuated cytoplasmic staining patterns(c); the merge picture showed co-localization of EGFP-Parkin and

HA-PINKI in the cytoplasm of transfected cells(d).
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Direct Interaction Between Two Parkinson-related
Protein Parkin and PINK1*

WANG Xue-Jing, GUO Ji-Feng, JIANG Hong, SHEN Lu, TANG Bei-Sha™
(Department of Neurology, Xiangya Hospital, Central South University, Changsha 410008)

Abstract Parkinson disease (PD) is the common movement disorder. Along with the development of molecular
genetics, genes related to the familial forms of Parkinson's disease such as Parkin (PARK2) and phosphatase and
PINK1 (PARK®6) have been
identified. GST pull-down assays were performed to identify which domain of PINK1 interacted with Parkin, and
the result showed that Parkin directly interacted with PINK1, and the PINK1 kinase domain interacted with Parkin.
Based on these results, then the co-immunoprecipitation technique was used to investigate the possible interaction
between Parkin and PINK1 in 293 A cells. The results indicated that Parkin stabilized PINK1 by interfering with its
degradation via the ubiquitin-mediated proteasomal pathway, and PINK1 decreased level of Parkin by promoting

tensin homologue deleted on chromosome ten (PTEN)-induced putative kinase 1

its degradation via the ubiquitin-mediated proteasomal pathway. The results confirmed that Parkin directly

interacted with PINK1, and they regulated each other via the ubiquitin-mediated proteasomal pathway.
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