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FEE  HERORUE T TR 22 PR A D —Nogo-A B R IR IE T it D SR A I, 18] 32 I T 2 A2 o0
. HAT, MZIeT Nogo-A MIThREIEAHIHH. AERITHIZITN Nogo-A 1R, UL HEK293FT 4L, IR S i1t
WA R R MILILRIE Nogo-A WL FME TR EMREAEH, RILEKIL Nogo-A BEFFIH NF-xB {5 5 FHAFIM
Nogo-A BYHARFIHE W 14 JE 2 FTIE I Nogo-A % NF- x B {55 ki T L &5 (1 proline rich 45#4; HE—4#iH NF-« B
{5 5K T B RE AR kB . TRAF6.  Rac/cdcd2 25 Nogo-A Ji% NF-« B {55, £55R4E/R, Nogo-A M LLE
Z S NF-x Bf5 %, HAKH T Nogo-A & IEBLY proline rich &5#J3k. .

xH#iA  Nogo-A, NF-x B, proline rich £5#4%, HEK293FT 4 i
FRAAES Q78

AR, Mo TR AR AR K AMHIN T, Nogo-A 2> T ML AR v M. e PR R
g5, Nogo-A AMUFRIET KIS R4, T HAE 2 PR 2t th) 2 38, DUEIRT
IR I G T 40 b 234 () Nogo—A il NgR/ p75NTR (EE# TROY) /LINGO-1 SZAAE &4k sh 4 oot
K, T2 TR Nogo—A 43 T HIZhBERIE S #E AWM. BLAEANIE, M2 TERIA M Nogo—A & IR/ EEE
REF MR b, BT RN 2 BN A0 A% P i gt

YE R #57 Nogo—A #IE& JCUIRE M R FLI—3B 5, AWFRAE NG B 4l & HEK293FT A, FIA]
5 5 IR RRAE FE R RS I 215 Nogo—A X ZFE SR M /E AR, KIL Nogo—A BEHESFIUE NF-« B
55, BEIMUE PR E0E 7 A T 2 5500 (1) proline rich £5H43K.
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1.1 ##

NSRS HEK293FT 41, 4f ks 7% H DMEM. iRk 1y FBS, 340 H Invitrogen A]; Accutase 4iJifl
T H Chemicon Aw]; He el Fugene HD FIL 7RG G I H Roche 2 7];  LA-PCR &£ LA
SORH OGP BRI TE A DI, DNA JEHRG &, DNA [RISGAF S8 Takara 2 w77 i BTA 51906 ORI Pt _Eig
WIS N TG ESRARE AR R4 (pathway profiling reporter system) W H Clontech A ;
Dual-luciferase reporter assay 1000 system & FH Promega 7~ . SZI6 A H 2Pk NogoA (H300) Fi
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Nogo(N-18)I) H Santa Cruz A ), $ifk AR2 (anti-Nogo-A/B/C) Hi Prof. Dupuis L #l4, P Z$i/k beta-actin
W H i R (AbMart) A F].

SEas A FH 2N Nogo—A 2K 4mfid P41 (KIAA0886 clone) A H A Kazusa WFFTHTELBE; Nogo-T (Nogo—A
short form) 2 A T525 = MANG I cDNA SCETP FEIE, B2 Nogo—A Z FL B 1) proline rich 588K (Genebank
5 N AF320999), i\ Nogo-B/C AxK 3 .5 % SCk™. pCDNA3. 1+-NogoA /4458 A Nogo-A A K4k
J¥ 5 Kpnl/NotT FrBE wi %] pCDNA3. 1+ 24k (Invitrogen 2Ad]) s Nogo—A AHIEHER KT A A 2t T 75 340
g% M NZE C J33hT Ube IFAIIY Fuw #fk i Prof. Lois C HM4; W54 & DN-Rho/Rac/Cdc42
1 Dr. Yuan XB HEJ; NF-x B {55 4155354k TRAF6-DN, DN- IxBa (IxBa -S3236A) 43%lfi Prof. Choi Y
il Prof. Israel A ZXI.

1.2 7%

1.2.1 gl A g

293FT Al 10%Jif2F 3% (FBS) [ DMEM R 373E, 78 37 C. 5%CO02 534 P ARG 5. B
YUET 1d, M40 BT AE R 80% I KF 41 B LA 1: 6 LUBIFERN T 24 FLAR, 55771 0 22 40 LV 4K 30-40% AT 4L . 1%
Yt Fugene HD A FERAE T MHEAT . FE5m), 45 LR R G H TR 4 55 BRIORL AR P 2 iRz (pRL-TKO
Ebfslhy 3: 1: 0.02.

1.2.2 Nogo-A A~ [l W7 A1 i)

F5i7 Ubc promoter [¥] pUbc-GW/EmGFP #8544, DL Fuw #AACHN, H & Sal 1 AL51549) P1: 57
-GAGTCGACGATCTGGCCTCCGCGCCGGGTT-3" (RIZH 530 Sal T HAL LD, F% BamHI A7 5 (1514
P2: 5’ -GTGGATCCTAACACTGAAAATTACATATTG-3" (KIZE#B4r 4 BamHI R%I47 £1) LA-PCR 4 #H
Ubc Promoter, Sal I/BamH 1 XU 5 1% 2] [FIF£4: Sal I/BamH 1 XUEFY) pcDNA6.2TM-GW/EmGFP #4% I,
Pk oo B DRI 4 5 s R A Ube promoter (37444 fir 4 4 pUbc-GW/EmGFP.

% pUbc-GW/EmGFP-Nogo-A AN[FI B4k, 4351 L KIAA0886, Nogo-B, Nogo-C Fll Nogo-T iR,
LA-PCR §#H Nogo-A/B/C/T F B, 5il#3] pUbc-GW/EmGFP 44 (1) BamH 1 /Xho I 47 55

F7d pUbc-GW/EmGFP-Nogo-A A A # A, Ll KIAA0886 Fll Nogo-T Mk, J] Nogo-A 4551514
P HAFAB A B, BT Primer JEAIIL (36 D). hdfiggik, PCR 51l i C% B H Nogo-A 1%
ALUARIX 1) Kozak [T 41, %tFHk N s 407 4 Nogo-A 58-289 Z57E5 14 5 ¥ Kozak JT41. K414 1 B
£ BamH I/Xho I BV J5 7% F| pUbc-GW/EmGFP 8044 I, Pkl ik ki e i), e % . s ik
(A BT A4 FH 4 S %) Nogo & i [Pk Nogo-A/B (N18) BT T Western Blot IESEK L (L5 AR KL,

Table 1 The sequences of primers for constructing Nogo-A trunctations

Nogo-A trunctation Template Promer sequences

pUbc-NogoA-1(1-1005aa) Nogo-A Up 5-TGTGGATCCATGGAAGACCTGGACCAG-3’

Low 5°- GTCTCGAGCTAAGTTTTACTCAGCTCTGCTG -3’
pUbc-NogoA-2(1-57+290-1005aa) Nogo-T Up 5-TGTGGATCCATGGAAGACCTGGACCAG-3’

Low 5’- GTCTCGAGCTAAGTTTTACTCAGCTCTGCTG -3’
pUbc-NogoA-3(1-57aa) Nogo-A Up 5-TGTGGATCCATGGAAGACCTGGACCAG-3’

Low 5’- GTCTCGAGTTACCTCTCCAGCACCTCCAGC -3’
pUbc-NogoA-4(1-180aa) Nogo-A Up 5-TGTGGATCCATGGAAGACCTGGACCAG-3’

Low 5’- GTCTCGAGTTAGCCCGAGGAGCCCCTGCGCT -3’
pUbc-NogoA-5(58-289aa) Nogo-A Up 5-TGTGGATCCATGGAGCCCGCCGCCGGGCTGTCC-3’

Low 5’- GTCTCGAGTTAATCTCTATCTATGAGTAGAG -3’
pUbc-NogoA-6(181-289aa) Nogo-A Up 5°- TGTGGATCCATGGTGGATGAGACCCTTTTTG -3’

Low 5’- GTCTCGAGTTAATCTCTATCTATGAGTAGAG -3’
pUbc-NogoA-7(289-1005aa) Nogo-A  Up 5°- TGTGGATCCATGGAGTTTTCAGAATTAGAATAC -3’

Low 5°- GTCTCGAGCTAAGTTTTACTCAGCTCTGCTG -3°
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The underline of the primer indicate the restriction enzyme sites, solid line represented the BamHI sites, dash line represented the
Xho I sites.
1.2.3  XGER BRI
FRE TR SRR R G G S5 I R AR RO R M E VA I 2 U W B kAT . 293FT 7E4% 4 24h
Jo, AR (0.4%FBS) ALEE 12h, LA 1XPBS PRIEBEERAM 2 ¥k, BEFLIIA 100ul 1 X PLB R 241k 21
M, FEFLE 10ul ZEMFEAT XS RBEEHEAT I . DL pRL-TK ({9 G 2 BG4 N 2, LA Firefly Fl Renilla
(R R BEETE I LA, RUARN YGRS (RLUD 3R 5 21 IR 5 2k R L S v
124 SEFREE
Western Blot ({1315 2 SCRROBEAT . K365 24h JE AN MIISE, & A BHIFER, FRFERIFES (30ug)
1T 8% 10%SDS-PAGE, E i 1% 4 PVDF i |, A 1%3 FE A 1h )5, I —$Hi(Nogo-A (H300),1:
2000; Nogo(N-18),1:2000; AR2,1:5000) =ik & 1h, £ TBST 7 4r¥bik)a, i1 HRP Axid i 1
(anti-rabbit-HRP 1:12500) =¥t F 1h, TBST /e, =474k k06, [A—H PVDF JI% Strip )&,
H beta-actin (1: 500) Je NAE MFE S FAFEXT .
1.3 BUEF%t
FI A i LA B bR A 22 (meantsd) 3% 7~ , N Originpro 7.5 347 UG AL H AT £ H5 43 Hr

2 #R

2.1 Nogo-A 7] DL BEWIH NF-« B #i&EEK, (BAEYE RE. HSE. CRE & HAh#H &G HF

1E 293FT 4, FRATIFIH Pathway profiling reporter system 15 3[R R & T 2 ALk A 1155 1&
£, 40 AP1. NF-« B. GRE. HSE. CRE. SRE. c-Myc %%, KILiLFKik Nogo-A NS 2 T NF-«x B
RS FEP] (RLU=35.945.9), BAMREMAL (RLU=13.5£1.67) #in 2.6 f% (B 1), et 7 5
D& PEAE Nogo-A i R I A A AL T3 J0 B 38 (36 2).

pcDNA3.1+
45 — I pcDNA3.1+-Nogo-A
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Fig.1. Over expression of Nogo-A could significantly increase the NF-x B activity in HEK293FT cells.
Luciferase activity was determined 36h after transfection. The RLU (relative luciferase activity) obtained for the empty vectors were
considered as 1. The results were expressed as fold increase relative to that of the empty vectors. Data represent the means of a single
experiment performed in double. The experiments were repeated twice with similar results. AP1: Activator protein 1 ; CRE: cAMP
response element ; HSE: Heat shock response element ; GRE: glucocorticoid response element ;SRE: Serum response

element ;NF-AT: Nuclear factor of activated T-cells ;NF- k B: Nuclear factor of x B cells
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Table2 The effect of Nogo-A on different report gene’s activity

Report plasmids Fold increase Report plasmids Fold increase
pTAL-luc (control) 1 pTA-luc(control) 1
pAP1-TAL-luc 0.89 pNFAT-TA-luc 0.85
pHSE-TAL-luc 1.41 pNFkB-TA-luc 2.64*
pNFkB-TAL-luc 1.04 pAP1(PMA)-TA-luc 1
pNFkB-TAL-luc 1.20 pe-myc-TA-luc 0.85
pSRE-TAL-luc 1.04

pCRE-TAL-luc 0.97

The effect of pCDNA3.1+-NogoA was presented as fold increase relative to that of the empty vector. * indicates a
significant increase (more than 2 fold).

2.3 Nogo-A FFF¥iE NF-x B 55

TEM %2 2] Nogo-A BEMS 235 0E NF-« B {55 )5, FRATEE—LALIMIA R Nogo BYH:4K Nogo-A. Nogo-B.
Nogo-C Fl Nogo-T X} NF-k B {5 5 WEGEIEH (EHRIENE 2B). 45 XM %22 Ubc-Nogo-A AElE ik 2% M1
i NF-x B 4R JEIR, ARG 2 ' 38 Wi s 4 S 0 R 80 7.2 45, 1fi H, pUbc-NogoA i NF-«x B 4
PCDNA3.1+-Nogo-A 3 (1 FIFK 1); HA Nogo-A [FIFEZ Fk it AR I (1) BY 24 Nogo-B (& 2A)
XiF NF-« B A5 54 B GV B A4 N T 1.4 £%; 1055 Nogo-A F3 AH [A] 2 5L i [ B 24& Nogo-C I
B’k T proline rich 543K ¥) Nogo-T ZH AN AEHGE NF-« B (& 20).
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Fig.2: Nogo-A but not Nogo-B/C/T could significantly activated NF-kx B.
(A).The effect of different Nogo transcripts on NF-kB signaling. The RLU of control vector was considered as 1, all the results were
expressed as fold enhance relative to that of the control.
(B). The illustration of four different Nogo isoforms. The gray block at the N-terminal indicated the proline rich domain of Nogo-A.
RHD: Reticulon Homologous Domain.
(C). The expression of Nogo-A transcripts in 293FT cells. Nogo-A and Nogo-T were determined by Nogo-A (H300) which recognizes
the Nogo-A specific region, the 220KD Nogo-A and~200KD Nogo-T (with some degenerative fragments) was clearly seen ; Nogo-B
(55KD) was detected by Nogo(N-18) which revcognizes the N-terminus of both Nogo-A and Nogo-B, the endogenous Nogo-B was
also seen in control loading ; Nogo-C (25KD) was checked by AR2 which recognizes the common C-terminus of Nogo-A/B/C.

2.2 Nogo-A XI NF-« B {55 FI¥IE & Nogo-A FEMKHIH
FATHE— 201 5T Nogo-A *f NF-«x B {5 5 HI¥E & e A S M. A AN F) & F pUbc-NogoA/NF-
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x B R & LA AL [A 44 9 293FT 40/, & IIAE 10ng, 20ng, 40ng, 60ng, 100ng HANFIEFAE F, Nogo-A ¥
7% NE-« B () RLU i 20 W A SRR K 1.6 2.7 3.6 3.9, 6.1 f%. RHIE, pUbc-NogoA #Hifkk ekt
7E 100ng LA, Fifidf5 Nogo-A AR MG (B 3), ¥uE NF-« B [ RLU fE W30 (& 3).

il

10ng 20ng 40ng B0ng 100ng
pUbc-NogoA

Nogo-A

beta-actin

Relative NF-kB activity

Fig.3: The activation of NF-k B by different dose of Nogo-A
For 293FT cell transfection, the amount of plasmids for each test was adjusted to 100 ng by adding control plasmid (pUbc-control) if
necessary. All the results were presented as fold increase normalized to control vector whose RLU value was treated as 1. Data
represent the means of a single experiment performed in double. The experiments were repeated twice with similar results. The
western blotting results indicated the Nogo-A expression level in transfected 293FT cells according with the dose of transfected
pUbc-NogoA plasmids, the B-actin was used as loading control.

2.4 Nogo-A & NF-« B {5 5 4KH T3 N %ihF 7 Proline Rich 451435

TERTI T, AT EL BIER 2K Proline Rich 45#43k[¥) Nogo-T A HEMIE NF-« B {55, #78 Nogo-A
X PGS E ] T e Proline Rich &5 0¢. #t— il £l Nogo-A AN[E KT A% NF-« B {5511
R, FATRILE Nogo-A 7511 Proline rich £5 4 [ #k W14 Nogo-A 58-289 {2 # (MG T NF-« B 4 15 3 A
Fespamt, AR OL MR O IRALE) 9 £%, 52K Nogo-A AHELHRIGIN T £ 2 £, HBH R & T HADAR
Witk (KT 565 (K 4A).
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Fig.4: N-terminal proline rich structure specific structure of Nogo-A played a key role in activating NF- x B signaling .
(A).The effect of different Nogo truncations on NF-kB signaling. The results were presented as the relative NF- k B activity (RLU) to
the empty vector, which was treated as 1. The RLU value was obtained from two independent experiments which were repeated in
double.(B). The illustration of seven different Nogo truncations. The gray block at the N-terminal indicated the proline rich domain of
Nogo-A; the black block at the C-terminal indicated the reticulon conserved (RHD) domain.
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2.5 Nogo-A & NF-x BiEHK TUHES

Proline Rich 453 T L5 SH3 25 &5 M 45 45, % 5 8 (HURAR FL AT A 67, $27 Nogo-A i NF-
« B AE AT REST 220 2 14 8. A H NF- x B {5 518484054 - DN-TRAF6. DN-I« B (I« B-S3236A).
DN-Rho. DN-Rac. DN-cdc42 i P KG9 A8 4Ky 71l 55 Nogo-A Fl NF-« B i JERLae gy, gf L oR, H5Xf
WAL (NF-« B iETERS N 2.2 /%) ALk, i33%i% DN-TRAF6, DN-I1x BA (I B-S3236A) A4 25 1) LIk
Nogo-A % NF-x B {335 /E H , DN-TRAF6 #1 DN-1« B 4173 %1{# Nogo-A #4i% NF-« B [FAHN D¢ e G TEF
RS AR 72%81 85% (] 5); Sxt kgL, it 3IE B 3% & DN-Rac il DN-cdc42 4175
ZABHET T Nogo-A X NF-x B [FJ¥IEAEH . NF-« B iE P51 T 206 A 1) 93%81 96% (& 5), T DN-Rho
2%} Nogo-A #i% NF- x B [FFHW/E RN (1.7 fold).

I pUbc-control

-N -A
30 [ pUbc-Nogo-

2.5 o

11

Fig.5: Dominant negative mutations DN-Rac/cdc42, DN-IkB & ,DN-TRAF6 could efficiently.block the activation of
NF-kB by Nogo-A

Each well of 293FT cells was co-transfected with 100ng pUbc-NogoA(or pUbc-control) along with 300ng expression vector encoding
dominant negative Rho,Rac,Cdc42,IkB,TRAF6 (or control vector). Luciferase activity was determined 36h after transfection. The
RLU value obtained from the group co-transfected with pUbc-control vector and each dominant negative expression vector was

Relative NF-kB activity

Vector

DN-Rho

DN-Rac
DN-Cdc42
1kB-S3236A(DN)
TRAF6-detaN(DN)

considered as 1. The results were expressed as fold increase of the groups co-transfected with pUbc-NogoA and expression vector
relative to that of the control counterpart. DN; Dominant Negative.

3 g

ASZIG EAE HEK293FT 4 ifi &2, F|H Pathway profiling reporter system ffiii ¥ Nogo-A 2 515 5 & 121
SEIGRY, RIS RIE Nogo-A REMEHF RIGE NF-« B /55 #2005 UEH] Nogo-A #iif NF-x B {55 75 4L
Nogo-A 243 BFE 5 1 Proline Rich £5#438fll TRAF6. Rac/cded2 551550 TS 5.

3.1 5 Nogo-B BIAZ A M Nk S B IR 51 NF-KB 5 S30E AR, Nogo-A fX#i proline rich Z5H4%
FWE NF-kB 55

TR 22 A 5t M 7 1 2 1 B A Tl B 1R Ca® AMAURIZE [ 0 7 AR B0 NF-« B {5 515919, 7
J& T Reticulon X% % 52 ) Nogo 7> (R4 L N 25E A T W s, PURH AR K] Nogo-A E%T%%%‘Bﬁ*ﬁ IF] (1) 32
JEvi RHD £5H98 (WoR B 2B). 55 U R5E Nogo-B/ASY fiEWS 2-3 (4TS NF-« B {55, &A1
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S TR S 823 A Nogo-B (& 3A) HIT RTN3A (RTN GG ) K NF-x B 55 — & R s
YERL, FTRL, FRATTRGE T N 5 B3 5 Nogo-A #47% NF-« B 5 SRR, 156, M1 AfH Nogo 5
BT NF-« B [0fE ), TATA I FRIE Nogo-A % Nogo-B, RTN3 H I il T NF-x B 55, 2054
Nogo-B 1%y 3 £ (I8 3A), RTN3A [ 2.5 ff (iR ARNERD. HZ, FAILE Cos7 40U NIH3T3 4 Jfg 117
FEWL%Z 5] Nogo-B X} NF-kB 15 5 (3435, 1M Nogo-A JEANGE R WG NF-«x B 55 CRRRLE ). JEH, B
ffifE HEK293FT 40l &b, i ik [mIAEHT A P 5 B A5 5 1) Nogo-C 1 Nogo-T (55 Nogo-A AH L H 2k
AU proline rich 454D FFBAWIE NF-«x B {55, XLESLIGIRRIE XKL Nogo-A % NF-xB 555
Nogo-B #i% NF-« B 55 &AM, 1M HEA MR ik, R, TSR AL proline rich &5
P Nogo-A B BeAR RESIT NF- x B 15 5. T 1HI ] Nogo-A AN A R AR 1) 5256 /R (B 4A)D, 1545 Nogo-A
L ) proline rich 4545l B {2 & I NF-kB {5 5. 1 proline rich &5l % 24 Mk, SWZE 5SS T
HINE AW, Fedildh—2592080E 52 Nogo-A % NF-« B 55 7 % TRAF6, Rac, Cded2 S5 5125,
b, XSl o R Nogo-A FE5F30E NF-« B {55 5103818 Nogo-B 7 | 1 4 J5t 9 N8 5 B0 Al 1
NF-x B {5 SWOE A, 1y HIXMSEE /R S 75 240 i 4 (1) TRAF6, Rac/Cded2 255540 1.
3.2 Nogo-A ¥ NF-kB {55 52 TRAF6, Rac/Cded2 Z5540THSE

H A& NF-« B 500 3 B LN T 01 p65(RelA). RelB. c-Rel, p50/pl105. p52/pl00, IXEERL
G AT DATE AN R TE 30 2 Ak, X643 1 (1 KA BE G A M 2K A, 4 M B A R EE, 4l IR IM AN [ R & By
BmiAZAL,, XA NF-« B A5 5 (05 A2 D B A Y 1912, NF-« B £5 5 B3 th & g4 A48 #3842 (alternative
pathway) W4/, SR R £ 2SI R SE R 1248 (TNFR) #l Toll #2446/ 7, 5% TRAF
K+, IKKB fl 1k Ba %5155, it 2 il NIK (NF-« B induce kinase) /%, 774 IKKa fl
p100 FE A 2 5 A 18 H] DN-Ix Ba (1x B-S3236A) 5 52 22BN Nogo-A % NF-x B {5 5 I (
5), HE—UEH] T Nogo-A %f NF-« B 15 S ¥#uf RE 1k [ fiH] DN-TRAF6 tH AE A S| Nogo-A
%t NE-« B {55 (134035 . 16 Ewing RB 25T TS0 A% 8 A RAR LA 20 I8 1, Nogo-A f& TRAF6
(IR IAN EAE AR 15 X 64k BRI BN Nogo-A ¥ NF-« B 1] fEMKH T TRAF6-1x B« -NF-«x B [{115 5
S04 IR

IAERA K Nogo-A I XMA REF ARG S CEIREE, DR FRIAT Nogo-A
JEAR I M2 T i NgR/ p75NTR (5 TROY) /LINGO-1 24465 &M% /N G A KK F—Rho A,
MR s AE K BRATHER IR D 5 B R AN AIWFFT B 7k T Nogo-A il LK NgR K
¥ Rho GTPase [f3E#EIS o DAAAUWFFIE RN Rho A, Rac, Cded2 FJ LUCIE 40 LA Y] NF-« B {5217, %
A I #3% Rho, Rac, Cded2 M2 M RIEGFAZ AR ILFHL T Rac, Cdcd2 v LI 2L Nogo-A X NF-«
B {55 s, Xeegs Bilk—0 B8 Rac, Cde42, Rho-GTPase W HE/FE N Nogo-A HI NG 50 F& 57T
Nogo-A ¥#i% NF-x B, %%, TRAF6 Al Rac, Cdc42 , Rho-GTPase 7E Nogo-A #ifi NF-« B {55 - HAKME
PRI R T5 21— 2 .
3.3 Nogo-A & NF-« B 55/ 562 5MA TR A B M E I Re

ZHRRZ TR BRI ARIESS 5 NF-x B fEARE TG NS, AR, Mg, MamEsst
PR R R T EEAEHITS | Nogo-A MG NF-« B 5 5 A /E A R R B b R 3% T EEAEH,
U1 Caltharp 250 *UfIRIFSY S Nogo-A i w2635 TR A2 A 28 b, #2757 Nogo-A AJ BEAEXS [
LT R R T EEAER, AL NF-« B RIG 1) IKK1/IKK2 BRI /N b A 4848 AN BE 1 5 T2 1%
22, kg AR Nogo-A-NF-« B {5 515 5 THIZLE LMK Meur 25%7E Nogo &R IR/ &
I Nogo-A X [z [ Tu i, SERR A FI A EEAE R, AR IR T Nogo-A 7ES il JE M FH 4k
Ferh BRI, i RREE R Z IR T NF-x B fERIZ Sk AE K, S al SEE TR b i 4 ), X 8etif 5t
PERIA] Nogo-A-NF-« B 55 1§25 T #4051 A KR 2 TR Sl TE 1. 73 4%, Nogo-A ] gl
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BEHNF-« B A5 5 (0, SHE LA R Ao T RIS B 500, W1 Huber 25RO 57 s Fpoik
g4t R A28 0 Nogo-A (1) mRNA /KF 2% B, Nogo-A W] B ik % NF-« B {5 5% i 4 4
iz TeT —E IR YER] s AEAED AR 24505 70% T, Nogo-A FIALERI X (1 el ze e GG )
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Nogo-A activates NF-kB through its N-terminal Proline Rich domain *

DAI Jin-Xiang, CHEN Keng, JIN Wei-Lin **, JU Gong **

(Institute of Neurosciences, Collage of Life Science and Biotechnology, Shanghai Jiao Tong University, Shanghai 200240, China )

Abstract  Nogo-A is a myelin derived neurite outgrowth inhibitor which is not only highly expressed in mature
oligodendrocytes, but also in various kinds of neurons in the central nervous system. However, the function of
neuronal Nogo-A remains unclear. To investigate the function of Nogo-A in neurons, human embryonic kidney cell
line 293FT was used as a model, along with the pathway profiling reporter system to check the involvement of
Nogo-A in regulating the intracellular signaling pathway. It was found that over-expression of Nogo-A could
activate NF- « B signaling specifically, then followed by using different Nogo-A alternative splicing isoforms and a
serial of truncations, it was confirmed that the activation of NF- x B by Nogo-A relied on its N-terminal proline rich
domain. Furthermore, by co-expressing the dominant negative mutants of some NF-x B pathway associated
proteins, it revealed that the [« Ba ,TRAF6, Rac/cdc42 were involved in Nogo-A inducing activation of NF-«x B.
Above all, these results indicate that Nogo-A could significantly activate NF-«x B, and this activation depended
primarily on its N-terminal proline rich domain.
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