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GenomONE-CAl Antibody Delivery Reagentld, DU ==X A2 RIEKD
HRAMEEANY-NVTT., FiFLt 2171V A(Hemagglutinating virus of

Japan: HVJ)D RS #E%FI AL 7=transfection’— IV Td BHVJ Envelope
(HVJ-E ) orhicinid#3i AL, HiRICRIBTACET. HREICHER<S

GG IAEBATRACEAHEKET, TR RICEOTHFEEATS
BEA-ANORETIIHEUI>I=2<#MLLEROF EiRziIZHELET.
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* GenomONE-GAD O ik BAXN=X LPBAFIICOVTIE, BHORRBLETSRILE
Kondo Y. et al.: Efficient delivery of antibody into living cells using a novel HVJ envelope vector system.

J. Immunol. Methods, 332, 10-17 (2008).
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HeLa S3 Hs68 Raw264.7
(ATCC-CCL 2.2) (ATCC-CRL1635) (ATCC-TIB-71)
FIOFIT17X M
IFRLTY (FE) TRELE

EHRICEASNI=IMNPCIRFIE. TOFELZRIFLIFEXRLICBITL.
RRERFANICEALE(RRHAVTRICRESATING).

BT RGBS, BIF (ab’) , FragmentEfEAL TEELY, WholeDHifkZ AL\ LIEIFRMLIESHEIN,
HRAOLRBEBHBONEVEAHHVET.
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#HRE1 % 104 cells/well 10%FCS/DME (8-wellchambered coverglass; Nunc 15541)

| GenomONE- CAb % F\ T A #AR21Z HINPCHUIAR (mADb, 2.5 1 g) ZE A

1 37°C, 2B [incubation

| #if8wash (PBS)

| #HRBERE (4% PFA =B 155 —PBS wash—0.2% Triton X-100% ;854> —PBS wash—1%BSA/PBSZE;E10%
| Alexa Fluor 488—-Goat Anti-Mouse IgG, F(ab’ )2 Fragment (Invitrogen A11017)

|l PBS wash

| #E SBEMIRERE

[4#Ra~DEA AL =HINPCHIK]
Monoclonal Anti-Nuclear Pore Complex Proteins, Clone 414, Mouse IgG, (SIGMA, N8786)
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Monoclonal Anti-Nuclear Pore Complex Proteins, Clone 414, Mouse IgG, (SIGMA, N8786)
[ZokaiL]
3T3-L1#lE mouse embryo fibroblast (ATCC-CL-173){&#&,

— = — —

1 X 10%cells/well/8—well chambered coverglass (Nunc155411), 10%FCS-DMEM

#E2H % (confluent), MDIXANNIZ LY 5 EEEE, *0.5mM Methylisobutylxanthine, 1 4 M Dexamethasone, 10 ¢ g/mL Insulin
HMEFEE2R0 1%, 10%FCS-DMEM (F+Insulin)| S THE#hAS#E, LIk, 2H B E(TIEHIT#R

SMEEEETR%. GenomONE-CAl zF\ T ARSI ZHINPCHLIA (mADb, 25 1 g) ZE A

37°C, 4B fElincubation

| #RAEE (4% PFA =8 1543, 0.2% Triton X-100 =;R5%9)

|

Alexa Fluor 488-Goat Anti-Mouse IgG, F(ab’ ), <Invitrogen A11017>, 2t g/mL X 200 u L, Z=;8 1854

| PBS(-)wash
HESTAMBEE
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Hs6 8B D1 o —tubulininfEDEA

TubulinZ45 XU Mot DI RO LE A HEHON L

(%IISYTO82ZML\TIHRBICHRE)

AT RS, BIF (ab’) , FragmentZ{EAL T7Z&LY, WholeDHifFE AL S EIEIFREY
LESMNEIY, BRHNLRBRIBSNLVERIHVET,

[$11K]

Monoclonal Anti— & —tubulin, Clone DM1A, Mouse IgG, (SIGMA, T6199)
[(ZokajL)

Hs68: Human foreskin fibroblast (ATCC-CRL-1635), 1 X 10* cells/well, 0.5%FCS/DMEM
(8-well chambered coverglass; Nunc 155411)

| GenomONE- CAb % FA N TH MRS IZHT o -tubuliniiiR (5 u g) #E A

1 37°C, 2B f8lincubation

| #Rawash (PBS)

| $RREE TE (4% PFA Z=;815%, 0.2% Triton X-100 =;85%3, 1%BSA o/n)
| Alexa Fluor 488-Goat Anti—-Mouse IgG, F(ab’), <Invitrogen A11017>
| PBS wash

L SYTO 82 (Invitrogen S11363)Z ML %L % &6

| HESEMRHRE
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HeLa S3 cells
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Hs 68 #fil i@

GenomoONE- CAb %FA\ T AlexaFluor4 8 SIE R MNPCHTIA 2B AL .
2B R ICEI BRI (E 2T OCE L<HESEMR THEL =,
BERELEORRICHITI2MAEDBEMLESHBHOSNT,

“Monoclonal Antibody Labeling Kit” (invitrogen, 20181) R\ AR
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HERBREPR)/O0-F I RE(RRIG)ZAVSEAZAVIES. HRRENOFHR

HLEEEHNEIY, HBANOEANEHBLLIEAHHIET.
EDBEE. HERBHRABON TN 1—T1IDHEEZSRO L. ERRREFORZBEILEL
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V. REOHMRBASAICISEER (1)

MEEAICES (TIDI RGN RAHE

HelLa S3#liRalcFsHmAdaptininE 2B AT Llckl, b7 RA7TV(Tin)D
IR Ih= A EEEN: (RESL—TF-EMRSAE) .

Ak (A) BAHEOR®T (B b3R7zV0R%  (C) Merge (A) + (B)

Control{i{&
(%2R1gG,)

ML HREICAHBL TS I RYAM=2 RASE)TINA IR AICERAEN TS

it o -Adaptinin ¥
(@2lgG,)

L

MEHFHREIC2HRLTVS TinA'ERWAFEN T HIRRIR EICEEOTLS
I Y= REMNTETIT2—22 NYE2(AP-2)
OEEEA AdaptinfiibiC L >THEEhIGREHERENSD

ﬁj’l:l =)D \

HelLa S3#Hf&E 1 x 10%cells/well, 10%FBS-DMEM (8-wellchambered coverglass; Nunc155411)

| GenomONE-CAl % FB\ T1 1 gDt o —adaptin{fi{A (abcam, ab2730) FE1=(LControl{ifA (Sigma M9269)%FE A
1 37°C, 4B Rincubation

| M ;EMedium| ZE #2

| AlexaFluor 594 conjugated transferrin (Invitrogen, T13343)% N

1 37°C, 15%3incubation

| Cold 10%FBS-medium, cold PBS(-)i%i%

| #ARBEETE (4% PFA =8 1543, PBS(-) wash, 0.2% Triton X-100%;85%>, PBS(-) wash, 1%BSAE;210%)

| AlexaFluor 488-Goat Anti-Mouse IgG, F(ab’ ), fragment, 1/500 dilution (Invitrogen, A11017)

1 PBS(-) wash x3

Q%ﬁﬁp—ﬁ—ﬁﬁﬁ%ﬁéﬁg /




V. REOHMRBASAICISHEER (2)

[E5R1] MAEAFAICEBNF- K BOBABITIHE

Raw264.7#llICIRANF- k Bk H 2L IMNPC (RIRFLIESHS IR k%
BATAHILICEUNF Kk BOZABITHEEEN: (RESL—Y—EAWMERESE) .

EAH MEEAC-) __Poly (IC) #i#t /A EBA (+)

Poly (IC) #I#ICKkBNF- kK BO#ZA
#B1TidControlifk (19G) DEAT
BREEZITLOERKEN)A.
NF- k Blii i, INPCIREDEA
ICE&WBEEh=(FREXE)

\RH MEEAC-)

LPS#I#ICLBNF- K BOABIT
(BHEXEICDLTH. Poly (IC) #
HoBELRER. #NF- k Bk,

HNPCIRADEA ICKYEEEN
(FREXKEN)

F-KBHf  HNPCHH

ﬁ;%%% JForajn) \
Raw264.75AR8(ATCC TIB-71) 1-3 X 10%cells/well, 10%FBS—-DMEM (8-well chambered coverglass; Nunc155411)

| GenomONE-CAl 7% FA\\TControlHi{A(Sigma, M9269). anti—-NF- x B¥1{A (Santa Cruz Biotechnology Inc., Sc—8008)
F1=ILanti-NPCHL{K(Sigma, N8786)Z A #iid = E A({af11 £ mouse monoclonal antibody, IgG,; 0.8-1 u g/well)

1 37°C, 2-3B5fElincubation

| Poly(IC) (FRA& B EE100 1t g/mL) EF=IELPS (10 ¢ g/mL) %R0, 200 y L/ well

1 37°C, 304 lincubation(LPS[15% lincubation)

| Cold 10%FBS-medium, cold PBS(-)Titki%

| #ARERETE (4% PFA =;815%3, PBS(-) wash, 0.2% Triton X-100Z;85%), PBS(-) wash, 3%BSAZE;2104)

| Rabbit anti-NF- « B p65(c)iik(REAEMATRRTLY 575, #8883); 0.4-4 1 g/mL, 3% BSAIAK

| 2B, 185 Mincubation

| PBS(-)it % x3

| AlexaFluor 488-Goat Anti-Rabbit IgG, F(ab’), fragment, 1/500 dilution (Invitrogen, A11070)

| PBS(-)it % x3

| AERL—— MRS
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[=E2) MEFEAICLBINOELEMHEE

EACESHRERFHT (3)

Raw264.7#IB3ICHNF - k BIn{EdH L \SHHNPC (ZRFLIESE 2 NI B MEEEATEILICKY.
Nitric Oxide (NO)E&E DB ELPAEFHBHSN,

¥fiB 13 968 + SD

DunnettSEIRE ** : p<O0.01BEEZH Y

45 —

LE]

X2
n~r

B

(h=) (2 (3)

- Controliiifd #NF kB#ifdx $HNPCH{k

(3) (3) 7

[E523 ] MEE A IS Sl RaE5EPEE

Raw264.7#IRICHINPCIiAZBA T LA B LHlIRISNER EH BHSN 7=, —75. HINF- K BHifk

DEATIIHEEANRBAShEA DL,

il (3 F 1 E+SD DunnettBEIRTE ** : p<0.01FEZEH V), NS : not significant
3
E T
S2 - T TNS
0
<
L4 %
R1 + T
=
0
- Controlinitd #NFk Biifd INPCHith
(n=) (2) (3) (3) (3)

(=5%2, E8&3 JobhaiL]

Raw264.75AR8(ATCC TIB-71) 4 X 10%cells/well, 10%FBS-DMEM (96-well plate; INAKI 3860-096), overnight incubation
| GenomONE-CAl # FA LT Control$1{A(Sigma, M9269). anti-NF— k B}i{A (Santa Cruz Biotechnology Inc., Sc—8008)
F1=[Fanti-NPCHL{A(Sigma, N8786)% A #HAZ <8 A ({11 £mouse monoclonal antibody, IgG,; 0.8-1 1 g/well)

1 37°C, 4B%incubation

| [3=8&2])

| LPSZ (T4 R EE1 1 g/mL), 200 y L/weII
1 37°C, 19B%incubation
| EFEER: 150 1 L/wel(BlDTL—RZ *%')
| GriessEZE( X 2;EE), 50 1 L/welli# 0

| =R 100 E

Q540nm%ﬁ'ﬁf§fﬂ“i

[52E&3)
| EHRASGEI E R ZESF(F S AT RY; 07553-44)FM0 20 i1 L/ well

1 37°C, 1B [incubation

1 450nmIR S &R E
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VI. fatt 22 YT/ ARFEENTERELLE (1)
Hs68#lHE (MINPCHRMFEA ) /StM AL —Y — MR

GenomONE- CAl

ik 1ug/well

RS

AL ZHANPCH I _E DR R
ICHAL. AMERLEARESAL

Get H%EB

ik 1ug/well

ik 1 ug/well

fifk 0.4 ug/well (HEdR)

fifk 0.4 ug/well ($#3R)

i ¥

MITIRITES R RO RN IS _EONPCI RIS EONPC e
ZSNBOHT, B EONPCIERM BHShiLs %ﬁs ek BAROCBAR
GRERIFEALBHONLL

[#@R2] Hs68: Human, foreskin fibroblast (ATCC-CRL-1635), 5 % 103 cells/well 10
[#14K] Monoclonal Anti-Nuclear Pore Complex Proteins, Clone 414, Mouse IgG, (SIGMA, N8786)



VI. fastZ N7 RARFEEDERELLE (2)
HNPCHIFEA / SeE L —y— B WA B

GenomoONE- CAl

itk 1.1ug/well

Hs638 HelLa S3 |

......

BALZMNPCIREHZIR LORREFRNICHESL . ARLCEARHIREIIE

Ottt MIFTAREE

AN OHRREKIC BV TEMNPCIR A OB A SIS GenomONE-CALL') & (B MERICH> 7=
itk 1.0ug/well

Hs68 HelLa S3 A549

[#BR2] Hs68: Human, foreskin fibroblast (ATCC CRL-1635), 5% 103 cells/well

HelLa S3: Human, cervical epithelioid carcinoma (ATCC CCL 2.2), 2 X 10* cells/well
A549: Human, lung carcinoma (ATCC CCL-185), 2 X 10* cells/well

[#14K] Monoclonal Anti-Nuclear Pore Complex Proteins, Clone 414, Mouse IgG, (SIGMA, N8786)
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VIl. B T REL R iF DERR

T OEFENIgGAHHs68#A BE( Human foreskin fibroblast; ATCC CRL-1635)

NDEAZTEELTLET,

LRV

[oet: £3

HVJ-EA DA B3 X2

HS-68HlRANDE A R X3

E4rZS

pAb

l9G1

lgG2a

l9G2b

l9G3

pAb

l9G1

lgG2a

l9G2b

lgG2¢

Ek

l9G1

l9G2

l9G3

l9G4

THE

pAb

x¥

pAb

>l|O|Oo|>|Oo|o|>|O|P>|o|>|O[0[0|0|0

>IO|O|B|O[O|P>|O|B>|O| P> P>|O|0o| D>

%1: pAb: polyclonal antibody. F®ftiidmonoclonal antibody

¥2: HWU-EADMEDFAHE : O: 40%BLE O:20%LA L A:20%KH

x3: HS-68HIIANDIMEFEA: O: BAZTIhHEL

O; BATEE

A NEJEOHEATTEE
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l9GInAE DT A 5 ] GE 4 il Ra Dl

Origin Cell Line Cell Type Antibody Type
Cancer, Adherent
Human HelLa S3 cervical epithelioid carcinoma mouse |9G pAb

mouse 1gG1mAb

Human A549 lung carcinoma mouse 1gG1mAb
Human SAS tongue carcinoma mouse lgG pAb
Human HT1080 fibrosarcoma mouse lgG pAb
Human MCF-7 mammary carcinoma mouse lgG2a mAb
Mouse P19 embryonal carcinoma mouse 19G pAb
Mouse Raw264.7 leukemic monocyte mouse IgG pAb
Cancer, Non-adherent
Human Jurkat T cell leukemia mouse 19G1 mAb
Mouse P3-X63-Ag8.653 | myeloma mouse 1gG1 mAb

Normal, Adherent

Human Wi-38 lung fibroblast mouse 19G1 mAb
Human Hs68 skin fibroblast mouse 19G1 mAb
Mouse 3T3-L1 embryo fibroblast, undifferentiated mouse 19G1 mAb
Mouse 3T3-L1, adipocyte | embryo fibroblast, differentiated mouse 19G1 mAb
Mouse BNL CL2 embryo hepatocyte mouse 1gG1 mAb
Hamster BHK-21 kidney fibroblast mouse 19G1 mAb
Normal, Primary cultured

Human HAEC aortic endothelial mouse 19G1 mAb

pAb: polyclonal antibody,

Reference

mAb: monoclonal antibody

Kondo, Y. et al.: Efficient delivery of antibody into living cells using a novel HVJ envelope vector system.

J. Immunol. Methods, 332,10-17(2008).

Kondo,Y. et al.: Efficient delivery of antibody into living cells using hemagglutinating virus of Japan (HVJ) envelope.

Curr. Protoc. Immunol., Chapter 2, Unit 2.16, 1-12 (2010).

Balasubramanian, S. et al.: Hypertrophic stimulation increases beta-actin dynamics in adult feline cardiomyocytes.

PLoS One., 5(7), 11470 (2010).
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IX. GenomONE-CAlh Antibody Delivery Reagentd)iiE FH

GenomONE-CAl Antibody Delivery Reagent I3

Hilk e EMBRICEAL TENS FORELHETS
i EHBEAICEAL TEN A FOREENA. TOMEEBMATE
SLT RN AA—TUTETD

S iRRADIntactEMRICRS LRI ETTMEDRAI)-=07%1T3

- HRANIENS FRETIMEZRAVVRE - CHEEZRARTS
HRANENS FIC(ERL TaRMReRIT R NFEREZRIRTS

HHRRAREEABZDA)INBED v I7INEESZHRD)

RNAILENIEE #gene-silencingiz&REW, 2 NIB -2\ 8 HE
{EFCHIEREEM(FEH DM NS 2R T2 RNLEEHFH KD

RNAiiE®Doff-targetZ R D LS Znon-specific Rt A<y

BIZFEAN -RREEERLY, MRETIOICTAEELEREAICHD
FHRICEATRIIEH LK. TOMAFEEAH AL
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X. Appendix
HVJ Envelope (HVJ-E) &l& -«

HN&Z> 198
AN -

Fai1no8

FiEfL - R

HVJ HVJ Envelope

HVJ Envelope (HVJ-E) I3, 24121V A (HVJ: Hemagglutinating
Virus of Japan)&m2IcAiFIL-FBRL. AROHRRRSRESTE
BU-hF T3, EMCEREREIIIAORBRMEPRIEHEEIEHEEA.
FRGIREPREEZVLELET . BREOEBRELANNTERZICER
TEEY,

Kaneda, Y., ef a/: Hemagglutinating virus of Japan (HVJ) envelope vector as a
versatile gene delivery system.
Molecular Therapy, 6, 219-226 (2002).
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