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CNRIP1 wh9d 9l Tat-CNRIPL §3eraide] 2td wWEE 753890tk A7 ONRIPL F4A-E cDNASE §H7] 2719
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NSC34 M ®Z Tat-CNRIP1 §3ctiad =9

NSC34 Al3x+= 37T, 95% 37 2 5% 0,9 Z=AS FA&FH, 10% &2 (FBS) 2 5 mM NaHCO;, A

(100pg/ml 2~E=Ewulo]lAl 100U/ml A &A), 20 mM HEPES/NaOH (pH 7.4)Z X3+l DMEM (Dulbecco's
Modified Eagle's Medlum)% o] &3l 53 Fo A vfkstct.

Tat-ORIPL §8E0 ) B2 ORIPL sl A% U =qlol 9 A sed o 5 aedg s
glth. AEE 60m THolA AZH(15-60%) % 7 BuAe] Folz(0.55ul)S Belste] Aelskeith. =@l
EDTAGibeo) & A¢155 PBSS ol getel A4 chg AE U T SIUAAE vaEEE Yo 2

s, flaW BRom wAsd

g€ BF 2

dael B2 B8 g8 AE B9 U diAS 12% SDS ZjolaHofrfol= A7 Radh thg, A
S-S YolExAE 2~ Y(nitrocel lulose membrane; Amersham, UK) 2.2 #7]o]F A Zth, 2k

N(25 mM Tris-HCl, 140 mM NaCl, 0.1% Tween 20, pH 7.5) o2 B=2A&Ac}t. =& AZAA A B3I
2} FdAE At Ao BEE BT, A @A 5= 43 s dFAE o]843
(Amersham, Franklin Lakes, NJ,USA)2] X Alo| wia} &-x|3}ic}.

2
N
BN
_>|i

3 Hr|d A3

NSC34 Al o] Tat-CNRIP1 &<t} CNRIPL @ d S &A517] 98] AIXE #2 AvEd o A=sta
Tat-CNRIP1 -§et¥l €y} CNRIP1 S A& 5l =2 147 F<t x%ao}@r:} AZE PBSE F W A3 o
= A4 5t 4% FHEFLEelER g3k, NSC34 MlEe A=A 4083t 3% 8 R
01% Triton X-100¢] ¢k PBS (PBS-BT)Z 40%3F E=Z7)3lal, PBSBTZ= /‘ﬂ’g sk, A=k @A (His-probe,
Santa Cruz Biotechnology): 1:10000 B]&= 3]Aslar, o]z} &A (Alexa fluor 488, Invitrogen): 1:15000
&R 43 T ofFe or] Aoz 1AZF Feh wiYslth. MEeS DAPI (4' 6-diamidino-2-
phenylindole 1 mg/ml; Roche, Mannheim, Germnay)® 3%37F Ml o3AE NSC34 AEE Fv-300 &5F7
38 n 7 (Olympus, Tokyo, Japan) 3lollA #23}AT).

s
s

AZ AEE B4

kst az A3 NSC34 AlES] AESS MIT {3-(4,5-dimethylthiazol -2-yl)-2,5-dipheyltetrazolium
bromide}& ©]&3Fe] H] ﬂ—‘?‘ﬁ‘“i sholakgdeh. AlEel 0.5~5uMe] Tat-CNRIP1 §e¥l S Mxgab it =
A8t ¥, AIEZE 100 uMe] FAFstgael] 1A F¢F mEato] A ZAPES =8k qivh. ELISA mlo]a =
= o|E 57 (Labsystems Multiskan MCC/340)% 570melA ¥ =5 FAsIATH. AX AESLS FAHE U
ol tigh WMiEE2 e AT,

[ Flf



[0056]

[0057]

[0059]

[0060]

[0062]

[0063]

[0065]

[0066]

[0068]

[0069]

[0070]

[0071]
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AX W BANEF FF FA

DCF-DA (2',7'-dichlorodihydrofluorescein diacetate)E o]&3te] AE ] FAHANLAF FF& =AY ).
DCF-DAE &ditagol 98 Al oA DF= A3ks o] 333 Wekod, NSC34 Ao Tat-CNRIP1 §-3=held
S A web AystA @%s o] ANAF FFES Alus Bokrh. Tat-ONRIPL 3 de 5pM=
AZE B Agatdar Fol sakaleEas 700 pMe) FEE 308 Fob Ak, aEla PRSE F oA AojF
31 DCF-DAZ 20uMe =2 308 AHstt. 33 =3 Fluoroskan ELISA plate reader (Labsystems,
Helsinki, Finland)Z ©]&3}o] 485m 17|37 (exitation), 538mm &3 (emission)S A3t

E

TUNEL £A

NSC34 Aol Tat-CNRIPL Se¥AS AelahA] &2 w3 5uMe] FE= IARE 5F Ak o wjekelo] 3
AskEA (100uM)E 7Fsked 1A %J’ A sder.  AXE /\]- =A3}7] 98] TUNEL (Terminal
deoxynucleotidyl transferase-mediated biotinylated dUTP nick end labeling staining) 7|H<S AEANE &

Z ZVE (Roche Applied Science)E /\]-%0}04 33kt d33m) 7 (Nikon eclipse 80i, Japan)g o] &3}
A3s B4 Y.

23} 1: Tat-CNRIP1 @@ del g 2 AlE T3

W35S AEA Tat-CNRIP1 §3orwa s 21115}7] Qe e 424 =12l PID (Protein Transduction
Domaln)«] g=0ol Tato] F3H Tat-#ME|2} ONRIP1L FAAS AxTstAqtH(E 19 A). ol Fdaa A A

Tolegaza Aszz s FzoiEady] Adst p-10 AY AZulEadIE o] g5l
AABE AL, SDS-PAGES} Hl2=¥l EF #AHS o]&3to] Tat-CNRIP1 @9 do] HAAH A& Rl h(x 1
o] A, B).

A7} 2: NSC34 M¥ W Z Tat-CNRIP1 €tz o] E3

Tat-CNRIP1 §gdwde] Al 2 F=®H=2 NSC34 AlE U] 5 =&

SAstgnt. 1 A Al

g =43 2 =
422 AF W £} B0 Qolon, ORIPL WAL £t Ao e (e 2ol 4, B).
FEA AVIBLS ol getol DIPIE AEAS MBI, Tat-ORIPL $THNAL %4 FYo= FAste] A

K

0% AT U FHEE A2 FARALCE 29] 0.

Ay 3: AFlAEGAZ Q3 AFXAES, SAMNALFE A 2 DNA GH o] tidt Tat-CNRIP1 §3arilz o] Al
¥ HEEY

A3zl Tat-CNRIPL @M As F=HE AAE § HstrEan At Edg2s FE83i.
S #37] 98 MIT 248 =333k, NSC34 Aol 100 u M ﬂ*@r#ig w4 Al
X F7F oF 40%E FFadkelont, Tat-CNRIPIE AAEe A4 sk oFEHoz AEAEEe] F7Hs8t

w3, dbsteas AU 9 fFEEE @4ETE Tat-ORIPL §3dHdo] aspsos ofzlsh=# #3s
7] A3l 8-0HIG 3 G=E AF&ste] Alx W Akt AEE A3tk NSC34 M227F 1A17F &<F 100 uMe]
Abshpde] wE2EHAS wf, HAEGF] o8] dEASA 8-0HIG Azt FFsEATE. ey kst Ae] o]
Frg FGAAAELS Tat-ONRIP1 S8l do] o) 7F48F9 (% 3b).

2 Q3] WAE= DNA v stel] gk FP Al RS g DNA st F-9jd E—O]@E‘_i 2
4 PEE o83 TINEL 44 WHo=z dolrgirt, ok A3 FUs FeldA a3k, NSC34 AlE
AlZE &< 100 uMe] #Aikshrdel =EH S o, Tat-CNRIP1 §-3t# o] DNA T sl tHoH B3 gart

ﬂ)_*‘
oft &
[
[m
kY
[
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contral CNAIPL TAT-CNRIPL

Boom @

Tat-CMNRIP1

o

G abewy TJANAL abuapy

+ H202

..
Fluorescent intensity
[fold of control |ntensitlp]

o o o
m

CNRIP1

£H-0

H202

Control

R

<110> Industry Academic Cooperation Foundation, Hallym University

<120> A pharmaceutical composition containing cell-transducing CNRIP1
fusion protein for preventing or treating neuronal disorder

<130> HALLYMU-SYChoi-CNRIP1-neuronaldisorder

<160> 2

<170> KoPatentIn 3.0

<210> 1
<211> 522
<212> DNA

<213> Artificial Sequence
<220><223> polynucleotide coding Tat-CNRIP1 fusion protein

<400> 1

_13_



aggaagaagc ggagacageg acgaagaatg ggggacctgce

atcgcgcetge gcatccagece taatgacggce ccggtcetttt
ttcggceccaga accgcaccat caagctgetc accggcetcect
attaaaccca gcacgctgca ggtcgagaat atttccattg
gaactgaagt ctaaagagcc tgatggggac agagttgttt
gaaggtgtga ccccaacgaa gagtggagaa cggcaaccca
acagacattg ggaccttcga gacagtgtgg caagtcaagt

gatcactgcc agtggggaag ccccttctet gtcattgagt

acacgcagtc tgatgtgggt gaacaaggag tccttcctcet
<210> 2

<211> 175

<212> PRT

<213> Artificial Sequence
<220><223> Tat-CNRIP1 fusion protein
<400> 2
Arg Lys Lys Arg Arg Gln Arg Arg Arg Leu Glu
1 5 10
Gly Leu Val Arg Leu Ser Ile Ala Leu Arg Ile
20 25

Pro Val Phe Tyr Lys Val Asp Gly GIn Arg Phe

35 40
Ile Lys Leu Leu Thr Gly Ser Ser Tyr Lys Val
50 95
Pro Ser Thr Leu Gln Val Glu Asn Ile Ser Ile

65 70 75

cgggectegt

acaaggtgga

cctacaaggt

gtggtgtgcet

atacgggtac

tccagatcac

tctacaatta

atgaatgcaa

ga

Met

Gln

Gly

Glu
60

Gly

Gly Asp

Pro Asn

30

Gln Asn

45

Val Lys

Gly Val

Pro Leu Glu Leu Lys Ser Lys Glu Pro Asp Gly Asp Arg Val

85 90
Thr Gly Thr Tyr Asp Thr Glu Gly Val Thr Pro

100 105

Arg Gln Pro Ile Gln Ile Thr Met Pro Phe Thr

115 120

Thr

Asp

Lys Ser

110

gegectetee

cgggcagegce
tgaggtgaag
tgtcccactg
atatgacaca
catgccgttc
ccacaagcgg

gcccaacgag

Leu Pro
15

Asp Gly

Arg Thr

Ile Lys

Leu Val

80

Val Tyr
95

Gly Glu

Ile Gly Thr Phe

125

_14_
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120
180
240
300
360
420

480

522
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Glu Thr Val Trp Gln Val Lys Phe Tyr Asn Tyr His Lys Arg Asp His
130 135 140

Cys Gln Trp Gly Ser Pro Phe Ser Val Ile Glu Tyr Glu Cys Lys Pro

145 150 155 160

Asn Glu Thr Arg Ser Leu Met Trp Val Asn Lys Glu Ser Phe Leu

165 170 175

_15_
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