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R4 BRERRH~-ER é’hfaﬁfx? BIREEODG

IEH UG T OHEBIZH

IEBFREME B B, 2012 T ASGCT CREM(EFMfaiaEs
» GRS~ T HEMTHRIETEFEEOERIAERHENS 10 ONEREEZ Target
TPHEILTHS (F5), TOMIC S HMEENRED
RERME I E 2R RBICN UCHIEFEHER S ED ST d (7 D, LUFIC, EEMOMET
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W% (NN Ay 2— O E BT HIRSHE DHFEERRE
Gendicine FF AN ARG B P53 SHSRALA A R (RE 2002)
Rexin G Loy A VAR Y cyclin G1 FERE AR A HE (7« U ¥ 2006)
Oncoline Mg ERtE 7 5./ %7 A W & —_ Bh K (PE 2006)
Neovasculgen | 79 AR B & VEGF SR EER B (ay7 2011)
Glybera AAV X7 R I(Jgi-l?)( sy k) |HL RAERE AR (BU 2012)
a7V TIAR T R HGF AR T RFHGE (WO T
NVIFGF TGHERRY - FGE-1 HIE R Phase Il
Allovectin-7 7523 K /DMRIE : DOPE 1tk | EABT BT ) —v Phase T

gz Romsuaiy v
Generx FIIA WA B FGF-4 IR Phase T
OncoVEX AR VRRRIEAN VR AT A )V 2, GM-CSF AT/ —=, BN A | Phase T
TK-DLI LR YA LAY 2 HsvTk/aINGeR | ER CET ) 205K e
moesee | L S M/ EOMER TR O \UEIVIR | emm e | Prase 1/
Reolysin MEBERRE LAY AV A - TFRER D A Phase I
GSK2696273 Lhag AW ARg Z— ADA ADA RIEfE Phase Il
CGOO070 THHERIET 7/ AV A GM-CSF THbEA A Phase I
AAV2-hRPEGS5V2 | 777/ Blifk T A W ARG &~ RPEG5 L—/S—SERIERPR | Phase I
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B1 BEFLEERERORR

13 BEEEBOEERFEE

BEERRDS D, SMHMAREEIC LD BRIAREERERETSERMRRER EOBMROE—BIETFIIE
R LTI, REFEEABEZFDOL PO UAIWART Z—XE LY FTA VAN Z2—2AOTERBEFZED
DB MBI ex vivo TEAT 2 EMBHALE EFREOEKRBIHE CEBEQ, HERMREIBSNATVLS Y,
—7, BB OEEESTHIRMAIC T LT, AAV N Z—2 O TER R FERARICEEYEAT % in vivo WiZ
FIBESMTDNT VB,

131 BEREREREE
) PF/YVTFFEF—+H (ADA) KEEBE

ADA &7V VRMBIBEE T, ADARIBEIR THIME, BHRENBRD T AHELAERSETH S, KE, HAERLEIC
& U TOBETEFT ADA JBEICH UTEBE Nz, ¥HOTOha—EL ba v AV ART Z—EHNTE
R T Y > 7SERIC ADA B F R EFEAT 3 HESHV B NN, BETEHITTE < ADA OHIFEHHED
HEniz, BICBHEREMHEE (CD34 "M ~OBEFEANTON, —BEOEETREM LOBHMICED
BETRENMESEL, BIEALECENERHEINATLS P, BfE, 5% Phase IAEMEN TV 3,
(2) X BHEEEASRERSE X-SCAD) &L bOavAIVANRG Z—IcLBENSALURY

X-SCID I3 SfEHIfaNOMLIc 59 3 IL-2 BAKIEY y SEEFORBICEK Y THIME, NKARARIBLTEE
BRIERESLEZBETH S, 1999 FEL 7 IV ATHEBENLBEFIBETE, LFOYASIVARS Z—EHHTO
Ty $#BEFZENRHITIC ex vivo TEAY 2 EMBHIIEE TR EME N/EE, ELALOBETHES
RSN LML HA TS TOREFRHORIF L LTHREENEY, LAL, BHHD 3~ 5 Fkic, ZEH
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TORFRRE & A HET 20 A 5 #2035 UL CHREENORIAZ T (IM0O2 &1 9 WSABHE TG OE )
D& D EIIFEDFGET % L0 S EEREERDSHE S ko 2 5,

L by AV ANY 2~ CNET 300 R LOER T a b a—VcEREN TV 5, SERERETEESETIR
B2 ZDILHD 5B, 9BIEMHRNE ORI N T EA, b U7 THNAOMET A TR B MR
RHLENTWIEY, Fe, SRR T %58 MM G FEHOR T, SR EEORENHERZINT
m%@@xst%Wmmuwmmf@%«@ﬁ@?éﬁ%&T IREROBSRER RN X 5 A 2E, HBVIH(E
FHRENHROFE SFEV B L O AV ARY 7 o IR EIBONT0 5, €610, FIEEZHELERED
5% 1 GLINEEMEORGA L, X%mmﬁ¥ﬁmf@10¢¢®7j3wz/7Mﬁ®%% 5 72 FEAE
LB E2ZO CRETHROBHIC D2 ENENEEENTVS Y. Oy, FEREGETSEORBEOE—E
RIGEFBTH P, BB EGTERVEBETCIRY A7 - X327 ¢ v MEEET % L EMIgETHRER
RAT Ay MU AZICHD, AHRTFEREERIRNCT S RELEZONTEY, BiFE, B OB EET 2
W9 5 BEEFIREEEORFBMADPERE N TVES (R 6), BUETEFIC KD EIRORIEY A7 PHL M E o/
X, R 2L EOEERETEEELLUROE I A VAT e~ 42— A EREE (self-inactivating: SIN) L7z
L O A Y ARG 2R F T A Jy AR B DERP, MilaH T D OB AERTHEERS TR EOEELREE
O, FEMADIE L 72 BT 7 11— R RIS T 2T OBE DRI T 4+ 1 —7 » TOHEMR ENRE
WHEEUTRLBN TN A,

£ 6 WEFARMESREIN TV ARELERERLE BEH 3 LVHD)

JERE AR ffpkatEn

WERIER2IE ADA &HfiE (ADA-SCID)

« RAG1 IGSE XOEEE A 2 iE (X-SCID)

- RAG2 RigIE B PERREE (CGD)

7T A RIBIE JAKS RAETE

- IL7 BABRIYE E s ERRGAT AE (LAD)

« PNP 245 Wiscott-Aldrich SE&EE (WAS)
SAP RIBSE
CD40L RAHE
XS A v n T S E
IPEX fE{REE

(3) 1@MPIEFRERE (CGD)

COD R EMBOBIEREIC LA ERUABTREENTEDTH S, CCDDPTLRLEENEEELELHVON
HFAEROIE MG A R4 T H % NADPH & &> £ —H 0 gpOlphox B TH D, ¥/ gp9lphox T &IV
AR ETERAERER S N, BRNRIEIESRDENTVE 7, L LIBETFHREHFEOE SFFV L
N OV A S ANy B RO ERREA T, 72— MDS1-Bvil #MIADEAIC &K BiEHIEARRH O TS Y,
COfed, FBETRLVYFIANARY Z—EHOTEREBRN TN TWS, BETE, REEREYZ—ICLD
MFEGS L b a5 o JU AT SR N RSP R B FETH 5,

(4) Wiskott-Aldrich fEf28% (WAS)

WAS i&, Wiskott-Aldrich syndrome protein (WASP) H{EFERIC X 5 ivhilisd, #inttiEs, »kite=%
BET B XUFE SNSRI TH B, L P TA VARG Z—Z o 7oE i MR (& Fia e 8k m
BHLNTVLE Y A, 1 AOEETHETFHEAK X2 THREMBORENTHONL 'Y, BER., LUFUALR
Ny 2—Z VRSB B TR E N TV S,
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132 ZOMOBEEES
(1) XEHREREYA AT r— (ALD)

ALD 13 ABC b T Y AH—%&— ABCD1 BEFORIBIC & D EITEHEEZT R L, SHEMTEDRBICZZEE
SREHERETH S, LYFIAIVART 212 XD ABCD] MEF &G MBI AT % M MG ALz i
&b, EEEZITNR 2 BEEEROETEIENERENL LV BEEFLORBEMREZ TS T,

Q) BHILIT

BILITENETOEVEBRT 5 /0 VEBEFOREKICEI DB 2EREBMEENTH S, LUF AL
ARG B R OIS B MGEEFEE TR, BEYD 2 BERTEMRSHHENTVLE LA REETNTNS Y,
LUFTAVART B L b U A )WVANT & — E [EFREHRICEAEN S DB AZBROTRENHD, YTt
T OBEFRETCIEEETFEAMBO V o— Y EEELED 5NN, ThETHAAMUIEREN T AL,

(3) EMURER Y/~ (LPL) KEE

LPL RIBfEIX LPL ORIBIC X ZEHRESEH A O I/ OV MFETH S, Amsterdam Molecular Therapeutics #Hic & D
BFEE N7z Glybera (—f%# alipogene tiparvovec) (& LPL ONY 72 MEFIHT S AAV 1 BINS & —T, EISIZERE
BB VIZEROBRRREZES IPLRIBETHY, BHRARSTHVWONS, LPL REBREE RGN FY &
U RCEGY REEDERT 3D, Glybera iR LPL XD E U T Y U FEETEEZERAMSECIY 72 b
BEFHBVLENT VS, 2010 FICEM TERHFEI NN, 858, BHNERRTHEES XL BSTEROEEN
HENTHEY, ERXEREINS LN THID TOEREFEERELES (R,

4) L—/\—FRERRE (LCA)

LCA I3 78RR P R HIIIC R BATICFET 9 B RPEGS BEF ORIBIC K D /NRIBCRAMMET L, KBHEESLXE
BHEEETH . LCADBRFHRBIERERIN TV 5, RPESS BETF%Z AAV2 BN 2B TRERIICE
GEFEALRECH, BELUE 12HB2EVES CUEZN) Z2EEL, —EORETHRN | ELUEERLI VS
WD THEEREPRESNTVS P, 5o, MR Phase IAMHBENTV S,

(5) Mm&E=m

R A E S VIR 7 (IR A) £ EXET (KR B) ORIBH 3 WIXMETIC L2 MEEREETH S,
MAESKICHT 3@ EFEREEEEA LN TWS A, FEMRNE B OREICH U T XEFRETFEHB L AAV2/8
By 2~ REAL TRy Z—REBIRNICRE UER, BEREICKD | £ bl DEXETFOMmA L-UVERD
BRI, 6 filf 4 PITHEXAFOFHMREITLEC X0l ERETN TS '

1.33 Genethon OFDRBICH T BEETFRBEFHFROIY #dr

75 AONPO Bk TH 3 Genethon i&, 7TV ADFHERHEMN Telethon &\ 5 FLER TV UHh L ERERIC
&b, BEMEREOBICRTDY—/VOREEZBNE LT 1990 FICET Uiz NPO Bk TH %, 1990 E£iF e b
50 L0 €V TR ERRILOMETFREREFHY, SHIICHETHRIINT Z— AAV, Lia, LYF) o
FICE D S, BIERFDERE - BRI U RERAERIE a0 BE, MRBREEIT> TV 5, Biff, Yo
V71 Y BEIEC S BEETFIEFERPRIASE Phase [T U, %72 WASITH$ % Phase I/ EIRHEFEIEBRZHfH T
HB, TOMICE CGD, Duchenne BV A b7 41— (DMD), L—/3S—fE{REE, MEHREZME EEE A ISR LIE,
Crigler-Najjar A8, 7V 7 79ba 50 41 2 W0, I¥HOPEI 256, A7 2 U Y EEDE, Ol XA 85—, 1l
EIXNF—L Vo FVRBICH T 2 BETEEEOHBMENEMEN TV 5. FESR - #REZOFDEDR
B ENTEEL NV TOEBRTFREERENSTHORIR SV EVLITRIRNS D, LA CITKEE CORERIIERI
#ioTWBH, Genethon DEL DA T D & 5 AFHDEINIHTT 2R FEEHEDMIED — DDA LR R T ED
THB. —H, REOUESHOPCLEEOHESNETE UTHDES - B8R BAOR Y BREBH TN D
EHNH B, FHE, 42V 7 Tld GlaxoSmithKline (GSK) #Hic kD L by AV ARG & {7z ADA SARGEIC T}
T 5 EMBHIEGHE TIRROBRBRPEES N TED, SEFHREEOUSEIBEEE NS,
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14 JEEEEREBICE T S EmET AR

147 IN—F V0

PR 2 R A BV OO PRI O ZEVERREE R IR & 75 B SRR T, 1R & A KIRBE TRV,
B O — A SRS TEBIT B, 23—F 2 U CIRHIVETIC & 0 54 E NGB O MRERCRIC BT E N5 MR B
BOE/NRIVARZT ST LI RO EEEEAIRT 5, FRIVRFOIUALERENDD, EFFOshdF
m VRKEEREE (TH) & GTP b RS —8 1 (GCH) DML b L-DOPA MEE4 L, & 5iC L-DOPA IC3
FfET S/ EIEEERER (AADC) MER LT AR ACElENS, NA—F 0 VEOMGT BT, AAV R Z—
20T AADC Z 8 RIC AT B EHETFIAHADRIE R O AR (FIRIER) CHRIEESh, —EOMRIHREATHy
BY, EE, LUFUANVANT Z—ERWT TH, GCH, AADC Z¥ AT 2B TFHHY, /—F Y Rcad s
AMOT T r1—5F & LT Neurturin & W9 #ERRERTOR G FREAT3HEEKARETDNTHS 7,

142 mEHFEEETAH

2011 4E, o7 THIHTOMETFEREE LT Neovasculgen BRERE 17z (38 4), Neovasculgen 13 8 P9 szl
FasgmaF (VEGF) MEFEBH LTI AI FARS 2T, MG EIIRTEH LI X% B TRE IR Stk mE s
BTH 5, MEFHERFEY U TINEM TR O & D BRI E NS,

HAT 2008 IR TIRIEE TS TRRPHFEE NI TV ey (—BEWI /Yy TSR &
MEFEREFERETH D, 357V = VISHFHEERT (HCE) #METFEHBERLETIAI FRT 2—T, #FE
D732 % —JR T R WG & UT 2008 EIOREHEG E N, BiE, BB TFohTwas, &
%, EIFELLERE Phase A FEENMGEEERE LTV, BEERFHANNOEERETH S, £, HGF il
EENEHDOEMICY VEHEMERERHDC ERBHENTED, RO S/ IHEE M REE L T 5 Phase
LERIREREBIAN FREEN TV S,

143 AAEEGEFA

AR FIEFER RGO 6 BILL LR PAZMSEEL LIt DTH 5 (K’ 1b), DAMGEREF, BREREF, B
BLSETF, S LR T S84 G G ETF 2RI U 7S Fais o REReEn T bh T e ks (B 1o, fEk
DIEEFERE Y A )W ARD Z—3 T DHRDEGANBCIRE S N, B FEERIRIEE LN TR, BaLORFESm
L UTE, MAHIRTRECENY 2 BEEMRIEY VAR, BEFUELMREEE THEZREV3EERE,
PERD I AGETFIRBD R FZFRT BB THI T B,
(1) BREETF

BNV AT A WA TRF I I FF—H (HSV-IK BEFERAMBICEAL, Takov I ThdsAaryy
OEVOBREICED, HSV-TKEEFPEA SN2 BRINCHEICE  BREEFRESRS ENTV B,
CNETHAEAREMNENTOEY, UhL, (EEEFRADECALREEIN TV S, Biluik Z0dbimiiitt
KB R C RS IR 21T 5 15, Bl OB E B LT K3 — ) o SRS b
NBH, FF—0 2RI K D E EMEARIBE NS B MEER (GVHD) MRET S TREEAH %, MolMed +#
I & D HFAHOBBFIERHE, HSVIK @EFEEA LR FF— THREZEHEL, GVHD BMRELREERT Yy I
COLRRHC & 0 EFEHA FF— THilZR T C & TR/ GVHD O3 THd2 &5 D TH B, BUE, Phase
MR EMEEN TV 5,
(2) EEBAREY IV

IELVEBIE ™ A VA&, RN LG B AR THRERINICHTS 2 VAV ATH D, IR THISE L TRl B
B RE R H0FHEDT, TOBMIMENY A NVABBLOD AMINEOERES U AAMIC SR LY, |
FHARICHEO TR A2 BT B T LI KB USRI SN TV 5, BEBHERRIE Y AV M5 THR
BN TR BT R DB ER T AWV ARH LT ANV AZRH LI L0, ~NVRRATAIWART 7/ T AW AP S
BHEC G B EF 2R EVAMMTHNIT 2 &S IGHIEFUZE LD O, &oITEINNLETFZ R U THITE)
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WEREDELDEENHBEENT VS, PIETIINEGERET 5/ 7 VA Oncorine BAKARENT S (FE4),

EATIR, BOECHHERBHELNSERE U TEEEBETERI BV ZY AV A G4T A DEFRATZE
MEFARETEMENTED, 5%, MIRECHE U TEEERIENMTDNEFETH S, XI5 FHHEFOE
FEANILARR Y A )V A B R FUR R HF 10 1, KETEEA AR N G & LB —HIRRREZ T tH 5. i,
FURSA L UEA TN 2L F T 7 =W AR OEBERET 7/ T AVAT, L Furs—ElnEREY
OE—Z—HT7 7/ TAIVA 5 BOEL FHICEMAENTED, FOAS—VEES LR LTV AENRCHEEAK
B U CREENERRETS C ePHEENS, SEETEEREEEZNHRIC U EE TO Phase | BRRBRERT
LTHY, EATEERMEORBITEEN TV,

(3) BETHRE T MEE

BAMEBNC T 2 FEEREE2HE L THRET A PADREEEE, PABEFRETLELNBYA MAAVE
LOBAMC X DR BB ETHB LN TERATSEDRIEELNTVEY, LHLEE, ex vivo BIETHAICKD,
BEOFMM T HAREFIERREOTD L5 3 D AMIEENE G EE Tl (CTL) ¥ E L TEFRSET
BEEFUE THIEEENERITPN TV, THRICEAYT 28ETIE, DAFESENE THRSAEEET,
FiEF A SHEZERK (Chimera antigen receptor ; CAR) BETFHFHVLENTIN S, CAR &i&, HARELES
BEHIRE THIRSZEERS FFIVR ALV EDF ATSHTFT, CARZRET 3 CTL RAPAFERRRT 3 LGkl
aNn3 (M2), THEAOBETFEALEL POy VAR Z—R LV FIA AR Z—HEEN%, THi
BEAEREGETHEE, BN TESEKRY T MAGEAL FIEZRET 2 @ENAZN SR L LEEERELEHEN TV 3,
F7x, CARBETFIBETE, HXETTONHEE BRI OEETFEERICB VT, CD19 B MFE ZZE#ET
% CARBEFELVFIANARY R—iC LV BALLBETFRE THEOKRSIC LY, 34M 2 A TREEMAE
BENEL WIS TEEREEMELN TS 7, COREIVADBETFRE CEELENEIERE YD
TOFITH D, SHOBERERENSEEENS,

PURRRARERAL

A AsHTE

—
HHEA
: Sclv

FATHRSER
(CAR)

A AMIRI R GIHUSIOD T
= T {laE L

2 FASHEZEE ((AR) ZEALUETHIBRETAR

1.5 BEFERERROFEEE
BEFRRZECENE LS ICAREE—BETREBECH LTRESEMEON TV Y, BEORETERE
ST R ER RIS FIC MY % gene correction Tl <, ERGEGETRETIHEDMANCILAT S gene addition
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b

THY, TOFRDICIIAZENAECTZD, WHRHEFOSEEAEIA & 75 % SRIRNCIEGGH T SRy T DU EFFRBIOH
BT SREMRES NS R EOEENEC TV S, O D AREZ R “9‘“/:57%‘(5&0)0 LD, %i&%&éfﬁ(f’)%
LW/ LB AT 5 5EMEEENTED, &7/ LR X 0 BEERTFR EREEFICBERAS
BFEE, RO ETFEEEEIcED 2DES,

7 LS L&, NTR I LT —EREWTT / L ORI U TR B ZASEYIET (DSB) Z170,
ERAE B AR AR A 2 AT BN TH D, Zine Finger Nuclease (ZEFN) ', Transcription Activator-Like Effector
Nuclease (TALEN) ' 7z ¥ MBIFEN T W5, ZEN W, ZincFinger &N % DNA$5& K A > &, Fok 10 DNA
Yl B AL 20D 2 DORRE R ALV THIBE NI NTF AT 2237 C, Zinc-Finger #1771 — D0 a ~helix A 3 i
BAEFEMT S 2w Anger ¥uEH 2 F LA TS / L L OFBRIVRIBEFET) L, Fok 1#55714 DNA 8%
YIHT U CIERNCE B O @ 0 TR (DSB) %51 E#C T, WFLEIHIIG M EEELE SRR R0 A8, DSB
MEC B PRI A SRS xR Bz, ZEN ZRIL T / LA AHEL 72 %, BEic, AIDS &8 T i
D CCR5 Z7Ak% ZEN ZFH UL TARELL, HIV YT T M2 Fd 5 & 5 @EFEBiRRB b R h
TWwh, &z, UWEEL VT, ZEN ZHWIHEBRIEZ IS X D EHRT 7~y A0BREBET D in vivo IE1E
KRN LIET &0, al 7VF M) 7YV RIESE KPS HIFAT ol 7 F B ) 7V ViBETFOSERBEIC Y
LieT &V xS EN TS, TALEN & ZFN (A6 DNA #i&HLE Fok 170545 ATRE#E T, ZFN 2% 3
EFORMT AOIN U, TALEN 1 TALE EiHENS 34 7 2 /B a5 80R Ly F—Dh | HEREHT 3,
TALEN I3 ZFN & 0 & 5 LT, DNA D A FEEOEE A, 6, C, TIRIGT 5 AEHEO1 =y FOEBREDEI
EDEDXE S THFNCEIIETEL T &AL ZEN KO LEMNESTH Y, 91, 7/ LR TOER EG LE 2
5N,

—F, GEHDBETHERANT 2 —RQBRTEZIRETT A LCBEANHHD, ThETS5—-DOFERL LT
PATREERT Z—OBEFBELEFTHON TN, 24Mb EWIEREVAPOT ¢ VBEFIGEED T A VAR Z—
BT EROD, b P ATHROEANT 20BN TH D, ATHROERY Z2—F T8z EA
FTHTELEDHYA PO T ¢ —EFNT Y RAOAFHEREDEEICRIN LI EPHETNTNDE ™ 7/ L
WP ATHEAIZ EOFH UV X IZA T « 25y MIRSDMBEAONS 2 —D8 A H ik EWCREPH 5D, &
%, RUETFIRESEORSHITIIA ML 2 A 2 Ak il e LT N5,

2. BEREZES

21 BEERROESE

HEERR L, FR0E2a-FT50LEL, MEBTOLOPEREET HERZOMBRIT, 7rFVR,
SiRNA, FaA Kk, 772 <—, mRNABERERRENZEYTE, WINbEEERENEFVIX I LAFR
PHVBENBA, K, T, EHBEE TN TN RS GE 7). 7T yF 2 AESENSS RNAL IS 5T
@ mRNA & OHEENIC & D EEFREIHICE N, 772~ 27 icia L, FoliEoimkicH o
THMERTH B, B, TrFHEUARShRNA BRI A —THEAZI TR EELH 5D, ChlEETREFEEIC)E
ENB, HEBERFIEIEROES FEEDPHPAEER CEEMICTELR N 572 £ { O “Undruggable” &7 F7%& & —
Ty MCTERCEDD, FAESERICH S IERDOTFEMBEEE UTEHENT V3, ERAZGEES DDS, 7+
e~y N EORERSH D, BERMAT2REMNRKEINTVRRET TH LD, BHE L DERBFN TN THEY,
BIHEMOMEATELOLEATET %, BBELRIZTOMENLE, BENEEND, UEDDTI Yy M Ta—1I
BEEE T RUS RN D S BICHHIEENN XL LBET 2 H5ZBNTHBY, FEBEHHIPS RS v 77 U8 —HiH
OERICEORAERESSEINT 5 C bR ENS, LT EEHEEERROFHME, HORE - MRaisEe LT
ORI DO THET 3.
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R7 BEBERLHOER

TUFH A SiRNA miRNA BIHESES, FoA s 7T —
. ~—7<%% DNA/RNA TIAEH RNA —758 RNA Ak $H DNA —784 RNA/DNA
sR (13-25 H5) (21-23 1580 (20-25 155) (15-100 5D
iy mRNA mRNA miRNA EEHET EI0HE
vt oremen | RNAL O B HEIC X D |- miRNA OEFR o =
pege | PRNAESEUTER| | v e mir U8 | - miRNA OIS (7> | BIRTEM 7w 7L\ BE D H LS

ZHE

il

Ft > ZEFE)

THEERHESE

LT, TOBERES

{Virtavene |

By vA b AHay
B | AWV AEEGETF

TG | CMV PEaiEss

oz}

i © VEGE

TS ISR
2008 FiEKE (B4

1998 &R CRED
#£8 FOEER BEICHTIHBEZSEEOR

gmEkpoEm | e ey i PERERRS
TrFt R Vitravene YA R AATT AR AIDS BE D CMV MRS ER
TrFEIR mipomersen | apoB100 ﬁﬁﬁgg ﬁkbg g; VI TR
TFYFuEA GSK968 VAT (FV251) | Duchenmne BV A b7 r— Phase T
TrFEIA eteplirsen VAT Y (xFV51) | Duchenne BHHY A b7 4 — Phase I b
FUFEYA ALT1103 RERIVEVEEE FIMARAIE, FRBIEAENEE Phase I
TYFEIRA miravirsen miR-122 C BIiF% Phase I
FrFRYR ISIS-SMNgx | Y/S0 /b E—&R—Za—0Y | FBHERRRNE Phase I
TFrFEIA ISIS-TTRrx OV RF A LF VT FOSYAFALF T IS F— X |Phase |
TrFER ISIS-AATRx el TFRUT el TVF U SV VIRIBE BIREER
siRNA ALN-TTR S ARY A LFY FSURYALF T I0A P~V A |Phase I
siRNA ALN-PCS PCSK9 H o1 L A7 a— L Phase 1
SiRNA ALN-APC TyFrOVEY AR HIERER
siRNA ALN-HPN FoRT Y BEE 2 HehtEE M BIRRER
siRNA ALN-TMP BESEEY YT a7 7€ 6 BEANEIovrE HiERAR
FTRe— - RH S &= | VEGF165 INEREEREA T =
e ARC1779 vWF (ke P MR M EE TR Phase 1T
TSR ARCZ29499 IR FRE A v e X — M Phase T

22 TUFEUARBRERS

T UF Y A, B2 %0 P10 mRNA OHUSNHES] (22 AT L RIH AU (O vF e X
B RO 13~ 25 HEBEOEV—REOEET, WED mRNA LBENICEET A LICEDENZ VIV E
DERZMHT 25 FIENETH S, FREHRE L TE mRNA EOBAICLZEEREROMEICINAT, REED
RNase H 3 DNA & RNA O&SEIC/E] LT mRNA ZEHUNICUIT 5 C & TRIEF BN ZE NS EEABATY
B, TUF Ly ZEHME 20 LORBEABD, 1998 HILHR TUDH TOHRER L UTERA T Nk Vitravene &
FuF s AEEFTH o7, Vitravene i, T4 M AHTIT VA (CMV) ZEHELTETVFL2UAT, AIDS BE
0) CMV MRS 1R & UTERRE N, AIDS IAFEEOMESIC & D MEREBIED U e OB RSEN HIE

ENTWVB, ZDR, siRNA OTFIC & D EEFOSEBHIRICH) < s & LTk siRNA OBRICIEN S E > T

104




WABH, RO T Tz L AD TN & D IR ED IS EA TN B,

PUF Y AR TOE F TR GENS R 2 LT — LI X DIKARENTLE S 720, XL
T RN R OB A IR SN TRV SN TV 5, B0 7 v F e AT VB Sy R—>
1o S kAR LT i e A FoR AR m g - MRBERE SR v SN, IR0 7 v AR
D2 -0-AFVACK, @27 LATF PO 2" L 4 ARG UTcny 7 FiZEE (Locked Nucleic Acid 5 LNA), @ATH#
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B7UFATHY, EHGFEIRE 3 E apoBl00 TH B, 2-0-AF VLT VFL Y ATHY, BIRNE
ETEH Y %,

Duchenne B A b7 4 — (DMD) OWEFEEE UCIE, TFVY - Ad vy EVFGBEEECHAVLNE T v F
VAW EN TS, YA ¢ —DFEEBEFTHEI AT 4 VEFERTIIEDIFY UP5ES
EXNGEET T, DMD CGBETERICIONEDOT Y VBN RIREN T ZhTcDICERET A VA a7+ v
ZURTEMNRIMU T D, L3V Y- AFy EVTREFHEL G, 7V FR A efE>TERDSZIH Y VEH
AIRE L THBPHOBZIEEL, PUEHENTOSPBRERFFOVA AT 4 2V ISV AR EEEHETH
%, GSK L GSK2402968 (GSK968) 3 TF V51 BRAF v T3 2~0-RAFNWALT VF AT, |BiE, BE
HEVAER Phase IATHNTHED, HELBMLTWVS, TFVY 51 DAF v EVFC XD BFEIBENELNE DI
DMD $#EDH 16% £ EZ 5N TV 5 P, HKE Sarepta Therapeutics #-/3BIFEF 0 eteplirsen & DMD Z3H & § 5T
FYVEL AF v EU T T UF L RTHD, Phase I b AEMBEINT VS, eteplirsen [ EARANDEERIC X B itk
ZT, RPESELFELECEN T ) ST FR AT ) dATH B,

T F s ARFED LR Y F T %H B ISIS Pharmaceutical #14%, BEFHDEREEMNRLTET VFL VR
DIHIEEFT> T B, ATLII03 LRIV E VZEFRERINE T BT VF R AT, RIGIEASE, SR EMISEE
e U, 2012 45 Phase UMW FEEN TV, I & HFREEHEMEE (BRI — F ISISSMNr), S VAP L
FUTF I F—A SISTIRRY), al 7VF b Ty rkigiE (SIS-AATRX) ZHENEE §57 F1 >y e
FTH B,

23 SIRNA EE&A

siRNA (small interfering RNA) (3, 21 ~ 23 B OE VTR RNA TH O, Thi BN EEEENEET 3
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ders for making tablets and to coat tablets. However, their behavior and biological effects in the gastrointestinal
tracts associated with oral administration remains unknown.

Methods: Amorphous silica particles with diameters of 50, 100, and 200 nm were incubated in the fasted-state
and fed-state simulated gastric and intestinal fluids. The sizes, intracellular transport into Caco-2 cells (model

K : . . . s .. .
N?r'lv:)/g:gierial cells for intestinal absorption), the Caco-2 monolayer membrane permeability, and the cytotoxicity against
silica particle Caco-2 cells were then evaluated for the silica particles.

In vitro model Results: Silica particles agglomerated in fed-state simultaneous intestinal fluids. The agglomeration and increased

Simulated gastrointestinal fluid particles size inhibited the particles' absorption into the Caco-2 cells or particles' transport through the Caco-2
cells. The in vitro cytotoxicity of silica particles was not observed when the average size was larger than
100 nm, independent of the fluid and the concentration.

Conclusion: Our study indicated the effect of diet on the agglomeration of silica particles. The sizes of silica parti-
cles affected the particles' absorption into or transport through the Caco-2 cells, and cytotoxicity in vitro, depend-
ing on the various biological fluids.

General significance: The findings obtained from our study may offer valuable information to evaluate the behav-
ior of silica particles in the gastrointestinal tracts or safety of medicines or foods containing these materials as

additives.

© 2013 Elsevier B.V. All rights reserved.

1. Introduction

Nanomaterials are materials that have at least one dimension in the
nanoscale range (approximately 1 nm to 100 nm). Recently, nanoma-
terials have been applied in various fields, including medicine, cosmetics,
and foods, because nanomaterials may have physical, chemical, or biolog-
ical properties that are different from those of their bulk. While nanotech-
nology can exploit the improved and often novel properties of materials,
there have been publications about concerns regarding the safety to
humans and potential environmental impact of such materials [1-4].

In the medical field, nanomaterials have been used as drug carriers
for drug delivery systems (DDS) [5-8].

Abbreviations: DDS, drug delivery system; PDI, polydispersity index; TEM, transmis-
sion electron microscopy; FaSSGF, fasted-state simulated gastric fluids; FeSSGF, fed-state
simulated gastric fluids; FaSSIF, fasted-state simulated intestinal fluids; FeSSIF, fed-state
simulated intestinal fluids; DMEM, Dulbecco's modified Eagle's medium; PBS, Phosphate
buffer saline; HBSS, Hanks' balanced salt solution; FBS, fetal bovine serum; TEER,
transepithelial electrical resistance
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Amorphous silica particles have been widely applied as additives for
various purposes, for example, to improve the flowability used in pow-
ders for making tablets; they have also been applied as additives to coat
tablets, to improve their hardness. In solid oral dosage form, silicates are
often used as glidants. Glidants are substances that improve the
flowability of cohesive powders and granules. Silicates are well suited
for that purpose, because of their small particle size and large specific
surface area. One of the most frequently used glidants is colloidal silica
(e.g., Aerosil 200), which exhibits very small particle sizes in the nano-
meter range, and a large specific surface area of approximately
200 m?/g [9]. Although the primary dimensions of these particles are
a few tens of nm, they form aggregates of a few hundred nm. These
novel materials have been the focus of medical developments in a num-
ber of areas, and many researchers have investigated their use not only
as additives in tablets, but also as novel carriers for poorly-water-
soluble drugs [10-12].

Amorphous silica particles have also been used in other fields, where
they are applied directly to the human body as ingredients in cosmetics
and toothpaste, or even as powdered food ingredients to prevent caking
[13,14].
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However, when amorphous silica particles were swabbed on skin, it
was reported that the nano-sized materials penetrated through the
skin, became distributed in the body, and induced unexpected toxicity
[2]. It has been reported that the toxicity derived from amorphous silica

particles depends on the particle size and the surface properties [15,16].

Generally, tablets are taken via oral administration. Using this ad-
ministration route, the particles contained in the tablets do not remain
at specific sites for a long period. However, if the particles are absorbed
from the intestine and enter the blood circulation, it is important to con-
sider whether the phenomena that occur when the drugs are adminis-
tered intravenously would also occur in this case. In addition, no
studies have been performed to investigate the toxicity associated
with the oral administration of amorphous silica particles as additives
in oral solid dosage forms; the evaluation of the physicochemical prop-
erties, intestinal permeability properties, and intestinal cell toxicity
resulting from the oral administration of nano- or submicron-size amor-
phous silica particles is therefore essential to ensure the safety of solid
oral dosage forms containing these materials.

In the present study, we evaluated the size, the absorption from the in-
testine, and the cytotoxicity using in vitro models of amorphous silica par-
ticles after oral administration. In particular, we investigated the effects of
the size of the particles and the composition of the intestinal tract fluid on
the intestinal permeability properties and the intestinal cell toxicity. In
this study, we used amorphous silica particles with diameters of 50,
100, and 200 nm. In the oral administration of medicines, the physiolog-
ical conditions in the intestinal tract are dramatically different in the
fasted state and the fed state. It is known that these differences affect
the absorption of drugs from the gastrointestinal tract. This study there-
fore investigated the changes in the size of amorphous silica particles in
the fasted-state and fed-state simulated gastric and intestinal fluids.

As an in vitro model for intestinal absorption, we used the Caco-2
cell. Caco-2 cells grown as a monolayer become differentiated and po-
larized such that their morphological and functional phenotype resem-
bles that of the enterocytes that line the small intestine [17,18]. Caco-2
cells express tight junctions, microvilli, and numerous enzymes and
transporters that are characteristic of such enterocytes. The Caco-2
monolayer is widely used throughout the pharmaceutical industry as
an in vitro model of the human small intestinal mucosa to predict the
absorption of orally administered drugs. The correlation between the
in vitro apparent permeability across Caco-2 monolayers and the
in vivo fraction absorbed is well established [19]. Caco-2 cells have in
fact been used as a model to investigate the possible harmful effect of
silica nanoparticles in the gastrointestinal tract [20]. Furthermore,
Caco-2 monolayers have been used to evaluate the intracellular uptake
of nanosized-drug delivery systems [21,22].

In this study, the intracellular transport into Caco-2 cells, the Caco-2
monolayer membrane permeability, and the cytotoxicity against Caco-2
cells were then evaluated for the amorphous silica particles, in the
fasted-state and fed-state simulated gastric and intestinal fluids.

2. Materials and methods
2.1. Silica particles

Suspensions of fluorescently labeled amorphous silica particles (nom-
inal diameters as stated by suppliers: 50 nm, SP-50; 100 nm, SP-100; and
200 nm, SP-200) were obtained from Micromod Partikeltechnologie
(Rostock, Germany). These were amorphous silica particles [ 16]. Silica
suspensions were shaded and stored at 4 °C and diluted in various fluids
before each experiment. The suspensions were sonicated for 10 min, and
then vortexed for 1 min immediately prior to use. The silica particles
were suspended in various fluids, and then incubated at 37 *Cfor 1 h be-
fore the measurements were performed. The mean particle size, the
polydiversity index (PDI), and the ¢-potentials of the silica particles
were measured using a Zetasizer Nano-ZS (Malvern Instruments, UK),
with a concentration of 0.1 mg/mL in water (Table 1). The water used

Table 1
The mean particle size, the polydiversity index (PDI), and the ¢-potentials of the silica
particles used in this study.

Sample Particle size (nm) PDI ¢-Potential
Silica
SP-50 475 4 4.0 0.14 + 0.053 —~432 £ 20
SP-100 99.0 & 3.2 0.03 4 0.030 —538 £ 14
SP-200 176 + 6.4 0.16 4 0.024 —51.8 £ 14

Samples were dissolved in MilliQ water with a concentration of 0.1 mg/mL.
Each value represents the mean 4 S.D. (n = 3).

in this study was purified using Milli-Q system (Millipore, Tokyo,
Japan). Fig. 1 shows transmission electron microscopy (TEM) images
of the silica particles used in this study. The images were obtained
using an H-9000 UHR instrument (Hitachi, Tokyo, Japan).

2.2. Cell culture

Caco-2 cells—human epithelial colorectal adenocarcinoma cells
(American Type Culture Collection (ATCC), Manassas, VA, USA)—were
cultured in Dulbecco's modified Eagle's medium (Life Technologies,
Brooklyn, NY, USA) supplemented with 10% FBS (Nichirei Biosciences,
Tokyo, Japan), 100 U/ml penicillin/streptomycin (Life Technologies).
Cells were grown in a humidified incubator at 37 °C under 5% CO»,
and the culture medium was changed every other day.

2.3. Composition of simulated gastric and intestinal fluids

The fasted-state simulated gastric fluids (FaSSGF) and the fed-state
simulated gastric fluids (FeSSGF) were prepared according to a previous
report [23]. The fasted-state simulated intestinal fluids (FaSSIF) and the
fed-state simulated intestinal fluids (FeSSIF) were prepared according
to the manufacturer's instructions (Celeste Co., Tokyo, Japan). An
Ubbelohde-type viscometer was used for the viscosity measurements.
The detailed components of each fluid are shown in Table 2.

24. Stability of fluorescence labeling

Fluorescently labeled silica particles were diluted to 1 mg/mL in var-
ious types of fluids (MilliQ water, D-MEM, PBS, FaSSIF, FeSSIF, FaSSGF,
FeSSGF, 0.25% trypsin-ethylenediamine tetraacetic acid, and lysis buffer
(1.0% Triton X-100 in HBSS)) and incubated at 37 °C for 6 h. After incu-
bation, the particles were centrifuged (20,000 g, 30 min) and the precip-
itated silica particles were resuspended with the same volumes of fresh
fluids as those before centrifugation. The fluorescent intensities of the
suspension before and after centrifugation were measured at an excita-
tion wavelength of 542 nm and an emission wavelength of 602 nm in
a fluorescence spectrophotometer (F-7000; Hitachi High-Technologies,
Tokyo, Japan). The percentage of the fluorescent dye retained in the silica
particles after 6-h incubation was expressed as follows:

A/B x 100(%),

where A represents the fluorescence intensity of the silica particles re-
suspended with fresh fluid after centrifugation, and B represents the
fluorescence intensity of the silica suspension before centrifugation.

2.5. Intracellular uptake study

Fluorescently labeled silica particles were used in this study to eval-
uate the intracellular uptake of silica particles. Caco-2 cells (1 x 10%)
were plated in a 6-well plate in medium containing 10% FBS and
100 U/mL penicillin/streptomycin. The fluorescently labeled silica parti-
cles were diluted to a concentration of 0.1 mg/mL in various types of
fluids (D-MEM, PBS, FaSSIF, and FeSSIF), and then incubated at 37 °C
for 1 h to mimic the intestinal conditions. In addition, to mimic the



K. Sakai-Kato et al. / Biochimica et Biophysica Acta 1840 (2014) 1171-1180 1173

SP-200 SP-100

Fig. 1. TEM images of silica particles used in this study. The scale bar represents 100 nm.

gastric and intestinal conditions (indicated as “FaSSGF — FaSSIF” and
“FeSSGF — FeSSIF"), fluorescently labeled silica particles were diluted
to 10 mg/mL in FaSSGF or FeSSGF, and incubated at 37 °C for 1 h. Sub-
sequently, the diluted silica particles were further diluted to a concen-
tration of 0.1 mg/mL in FaSSIF or FeSSIF, and incubated at 37 °C for an
additional 1 h. The diluted and incubated fluorescently labeled silica
particles were added to the cells, which were pre-incubated for 96 h
(37 °C, 5% CO,). After incubation for 2 h in the silica particle-
containing fluid, the cells were washed, and the incubation medium
was replaced with Hanks' balanced salt solution (HBSS). The cells
were then trypsinized with 0.25% trypsin-ethylenediamine tetraacetic
acid (Life Technologies), washed with HBSS three times, and suspended
in lysis buffer (1.0% Triton X-100 in HBSS). The cell suspension was
shaken, centrifuged at 15,000 xg and 4 °C for 10 min, and the fluores-
cence intensity of the resulting supernatant was measured at an excita-
tion wavelength of 542 nm and an emission wavelength of 602 nmin a
fluorescence spectrophotometer (F-7000). The fluorescence intensity
was expressed as incorporated particle mass per unit protein content
of cells. The protein concentration was determined using a protein
assay kit (Dojindo Molecular Technologies, Tokyo, Japan).

Table 2
Composition of FaSSGF, FeSSGF, FaSSIF, and FeSSIF.
FaSSGE FeSSGF  FaSSIF FeSSIF
Sodium taurocholate (pM) 80 - 3 15
Sodium acetate (mM) - 2975 - -
Sodium chloride (mM) 342 23702 1054 203.1
Sodium hydroxide (mM) - 10.5 101
Sodium dihydrogen-orthophosphate 28.7
(mM)

Acetic acid (mM) 1712 - 14417
Lecithin (M) 20 - 0.75 3.75
Pepsin (mg/mL) 0.1 - - -
pH 16 5 65 5.0

Osmolality (mOsm/kg) 1207 £ 25 400 270 + 10 6354+ 10

2.6. Confocal microscopy study

To observe the intracellular uptake of the fluorescently labeled silica
particles, Caco-2 cells (5.0 x 10%) were plated in 35 mm glass-bottom
dishes coated with poly-t-lysine (Matsunami Glass, Osaka, Japan) in
medium containing 10% FBS and 100 U/mL penicillin/streptomycin.
The fluorescently labeled silica particles were diluted to a concentration
of 0.1 mg/mL in various types of fluids (PBS, FaSSIF, and FeSSIF), and
then incubated at 37 °C for 1 h to mimic the intestinal conditions.
After the cells were pre-incubated for 48 h (37 °C, 5% CO;), the diluted
and incubated fluorescently labeled silica particles were added to the
cells. After incubation for 2 h in the silica particle-containing fluid
(37 °Cor 4 °C, 5% COy), the cells were washed and kept in HBSS for im-
aging using confocal microscopy (Carl Zeiss LSM 510, Oberkochen,
Germany). To observe co-localization, endosomes and lysosomes of
cells were labeled with AlexaFluor-488-conjugated transferrin (Life
Technologies) and LysoTracker Green DND-26 (Life Technologies), re-
spectively, in accordance with the manufacturer's instructions. Data
were collected using dedicated software supplied by the manufacturers,
and exported in tagged image file format.

2.7. Transcellular transport study

Caco-2 cells were suspended in a serum-free medium consisting of
p-MEM and Mito + Serum Extender (BD Biosciences, San Jose, CA,
USA), and seeded on 24-well size BD Falcon cell culture inserts (BD Bio-
sciences) at 2 x 10° cells/well [24]. In experiments that required the use
of differentiation medium, the seeding medium was replaced with opti-
mized differentiation medium 48 h after cell seeding; the medium was
replaced every 24 h thereafter. The transepithelial electrical resistance
(TEER) was also measured using a Millicell-ERS resistance system
(Millipore, Billerica, MA, USA) every 24 h, and the wells with TEER
values of over 200 Q cm? were used as Caco-2 cell monolayers. The
fluorescently labeled silica particles were diluted to a concentration of
1 mg/mLin various types of fluids (PBS, FaSSIF, and FeSSIF), and then in-
cubated at 37 °C for 1 h to mimic the intestinal conditions. In addition,
to mimic the gastric and intestinal conditions (indicated as “FaSSGF —
FaSSIF” and “FeSSGF — FeSSIF"), fluorescently labeled silica particles
were diluted to 10 mg/mL in FaSSGF or FeSSGF, and incubated at
37 °Cfor 1 h. The diluted silica particles were subsequently further di-
luted to a concentration of 1 mg/mL in FaSSIF or FeSSIF, and incubated
at 37 °C for an additional 1 h. The diluted and incubated fluorescently
labeled silica particles were added to the apical side of the Caco-2 cell
monolayers. Phosphate buffer saline (PBS) was added to the basal side
at the same time. Samples (fluorescently labeled silica particles) were
drawn out of the basal side at 15 min intervals. An equal volume of
PBS was added to the basal side immediately after each sampling. The
TEER was simultaneously determined using a Millicell-ERS resistance
system.

2.8. Cytotoxicity study

The cytotoxicity of the silica particles was assessed using a WST-8
assay (Cell Counting Kit-8, Dojindo Laboratories, Kumamoto, Japan).
Caco-2 cells (1 x 10°) were plated in 96-well plate in medium contain-
ing 10% FBS and 100 U/mL penicillin/streptomycin. Silica particles were
diluted to concentrations of 0.1, 1, or 10 mg/mL in various types of fluids
(p-MEM, PBS, FaSSIF, and FeSSIF), and incubated at 37 °C for 1 h to
mimic the intestinal conditions. In addition, to mimic the gastric and in-
testinal conditions (indicated as “FaSSGF — FaSSIF” and “FeSSGF —
FeSSIF”), silica particles were diluted to 10 mg/mL in FaSSGF or FeSSGF,
and incubated at 37 °C for 1 h. The diluted silica particles were
subsequently further diluted to concentrations of 0.1 or 1 mg/mL in
FaSSIF or FeSSIF, and incubated at 37 °C for an additional 1 h. After the
cells were pre-incubated for 72 h (37 °C, 5% CO,), the diluted and
subsequently incubated particles were added to the cells. After
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incubation for 6 h, the cells were washed, the fluid was replaced with
fresh culture medium without silica particles, and an additional 0, 6,
24, or 48 h of incubation was applied. Cell counting kit-8 solutions
were then added to each well, and the cells were incubated for 2 h.
After incubation, absorbance values at 450 nm were measured using a
microplate reader (Bio-Rad Laboratories, Hercules, CA, USA), and the re-
sults were expressed as viability (%).

2.9. Statistical analyses

The results are presented here as the mean + S.D., calculated from
more than three experiments. An analysis of variance (ANOVA) was
used to test the statistical significance of the differences between
groups. Multiple comparisons between control and test groups were
performed using Dunnett's test.

3. Results

3.1. Effects of simulated gastric and intestinal fluids on the size of silica
particles

The effects of various fluids on the size of the amorphous silica par-
ticles were evaluated. Following the dispersion of the silica particle sam-
ples (nominal diameters: 50 nm, SP-50; 100 nm, SP-100; and 200 nm,
SP-200, as stated by the supplier) SP-50, SP-100 and SP-200 in MilliQ
water, the mean particle sizes were approximately 48 nm, 99 nm, and
176 nm, respectively (Table 1), which agreed well with the nominal di-
ameters as stated by the supplier. The {-potentials of the silica particles
ranged from —43.2 to —53.8 mM (Table 1). Then, to investigate how
the state of the silica particles changed after oral administration, and
during their passage through the gastrointestinal tract, the silica parti-
cles were dispersed in various types of simulated fluids. As shown in
Fig. 2, when these silica particles were dispersed in fasted- and fed-
state simulated gastric fluids (FaSSGF and FeSSGF) and fasted-state sim-
ulated intestinal fluids (FaSSIF), the mean particle sizes of SP-50, SP-
100, and SP-200 were not affected. By contrast, when the silica particles
were dispersed in fed-state simulated intestinal fluids (FeSSIF), the
mean measured particle sizes of SP-50, SP-100, and SP-200 all signifi-
cantly increased, to more than 1000 nm (Fig. 2). In addition, the PDI
values of the silica particles dispersed in FeSSIF also increased to ap-
proximately 0.6, indicating that the SP-50, SP-100, and SP-200 particles
all agglomerated in FeSSIF, regardless of the primary particle size. Then,
to investigate conditions more similar to those encountered in actual
oral administration before the passage through the intestinal tract, the
silica particles were first diluted with simulated gastric fluids; this was
then followed by dispersion in simulated intestinal fluids. As shown in
Fig. 2, when the silica particles were dispersed in fasted-state simulated
fluids (FaSSGF and FaSSIF), the mean particle sizes of SP-50, SP-100, and
SP-200 were not affected. By contrast, when SP-50, SP-100, and SP-200
were dispersed in fed-state simulated fluids (FeSSGF and FeSSIF), the
mean measured particle sizes increased to more than 1000 nm
(Fig. 2). These results suggested that silica particles—at least those
used in this study—would agglomerate after postprandial oral
administration.

3.2. Stability of fluorescent labeling of silica particles

The intracellular uptake and transcellular transport assay of silica
particles depend on the accuracy of the measured fluorescence, The
studies supporting stability of fluorescent labeling were performed.
After incubation of fluorescently labeled silica particles in various fluids,
the recovery of fluorescent dye was examined. As shown in Table 3, the
fluorescent labeling of silica particles used in this study was stable in
every fluid under the conditions used in this study.
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Fig. 2. Sizes of amorphous silica particles (SP-50, 100, and 200, 0.1 mg/mL) in various
types of fluids. The mean particle size of the silica particles was measured using a Zetasizer
Nano-ZS (Malvern Instruments, UK), with a concentration of 0.1 mg/mL. Each value rep-
resents the mean + SD. (n = 3).

3.3. Effects of simulated gastric and intestinal fluids on the intracellular up-
take of fluorescently labeled silica particles

The effects of dispersion in simulated fluids on the intracellular up-
take of silica particles were investigated using Caco-2 cells. In the pre-
liminary experiments, we confirmed that the internalization occur
linearly with times around 2 h after the addition of silica particles (Sup-
plementary Fig. 1). Therefore, the intracellular amounts of silica parti-
cles were measured after incubation for 2 h with silica particles.
Similarly, the silica particle concentrations for incubation were deter-
mined based on the linearity between silica particle masses and fluores-
cent intensities of internalized silica particles (Supplementary Fig. 2). As
shown in Fig. 3, the intracellular amounts of SP-50, SP-100, and SP-200
dispersed in fasted-state simulated fluids (FaSSGF and FaSSIF) were al-
most the same as those in cultured medium (control). However, when
SP-50, SP-100, and SP-200 were dispersed in fed-state simulated
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Table 3

Stability of fluorescent labeling.
Solution SP-50 SP-100 SP-200

Average SD Average SD Average SD

MilliQ water 97.8 + 0.62 99.8 + 1.40 985 + 4.18
PBS 98.2 + 1.06 99.3 + 1.05 98.9 + 3.55
D-MEM(+) 98.8 4 091 99.5 4 1.04 98.2 4+ 3.34
FaSSIF 99.1 £+ 0.53 99.8 + 1.00 984 + 3.48
FeSSIF 98.4 + 037 99.1 + 0.68 98.5 + 2.30
FaSSGF 98.4 + 0.73 99.0 + 0.49 98.1 + 2.56
FeSSGF 97.6 + 0.61 99.1 + 037 98.5 + 1.61
Trypsin 98.5 £ 5.90 98.3 + 7.49 999 + 112
Lysis buffer 101.5 & 5.76 103.8 &+ 6.29 99.9 + 8.63

After incubation of fluorescent labeled silica particles in various solutions, the recovery of
fluorescent dye was examined and expressed as percentage of the fluorescent intensity of
the resuspended silica particles to that before centrifugation as described in “Materials and
methods.” Each value represents the mean =+ S.D. (n = 3).

intestinal fluids (FeSSIF), the measured amounts of intracellular silica
particles significantly decreased (Fig. 3). This decrease in the intracellu-
lar amounts of silica particles was also observed when the silica particles
were serially diluted using FeSSGF and FeSSIF (Fig. 3). We then exam-
ined the intracellular uptake of silica particles into Caco-2 cells using
confocal microscopy. As shown in Fig. 4 (a), when silica particles were
pre-incubated in fasted-state simulated fluids (FaSSIF), the intracellular
uptake of silica particles was almost the same as that in PBS. In contrast,
when silica particles were pre-incubated in fed-state simulated intesti-
nal fluids (FeSSIF), the intracellular uptake of silica particles significantly
decreased (Fig. 4 (a)). This result agreed with the quantitative values
obtained using fluorescent spectroscopy described above (Fig. 3). It
was also shown that silica particles pre-incubated in PBS and FaSSIF
were observed to co-localize with endosomes and lysosomes after incu-
bation for 2 h with Caco-2 cells (Fig. 4 (a)). On the other hand, the inter-
nalization of silica particles was not observed when the particles were
incubated with Caco-2 cells at 4 °C (Fig. 4 (b)). These indicated that
the silica particles were internalized by endocytosis, and that the silica
nanoparticles are not simply adhering to the cells.

3.4. Effects of simulated gastric and intestinal fluids on the Caco-2 cell
monolayer transport of silica particles

To investigate the effect of various fluids on the transcellular trans-
port of silica particles, SP-50, SP-100, and SP-200 were dispersed in
PBS, FaSSIF, and FeSSIF, and silica particle transport studies were per-
formed using Caco-2 cell monolayers (Fig. 5). Fig. 6 shows the time-
dependent variations in the TEER and the cumulative amount of
transported silica particles dispersed in various types of fluids. The
TEER is well known as an indicator of the integrity, or tightness, of junc-
tions (a tight junction is described as the closely associated area be-
tween two cells whose membranes have joined together to form a
virtually impermeable barrier against various materials) [25]. As
shown in Fig. 6, the TEER was hardly affected by the addition of SP-50,
SP-100, or SP-200 under these experimental conditions, suggesting
that the silica particles used in this study did not significantly change
the structure of the tight junctions in the Caco-2 cell monolayers.
From the investigation of the cumulative amounts of transported silica
particles, it was clear that after 30 min, the transported amounts of
SP-50 suspended in PBS and fasted-state fluid were significantly higher
than those of SP-50 in fed-state fluid. The transported amounts of SP-50
dispersed in FeSSIF were significantly lower than those of SP-50 dis-
persed in PBS or fasted-state fluids. In the case of SP-100 and SP-200,
the cumulative amount of transported silica particles was negligible
until 60 min, even in the PBS and fasted-state fluids (Fig. 6).
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**P<0.01, compared with the corresponding group of D-MEM.

Fig. 3. The intracellular uptake of amorphous silica particles, 2 h after their addition to
Caco-2 cells. SP-50, SP-100, and SP-200 were dispersed in various types of fluids and
pre-incubated for 1 h. After incubation for 2 h in the silica particle-containing suspension,
the cells were then trypsinized, washed, and lysed. The cell suspension was shaken, cen-
trifuged, and the fluorescence intensity of the resulting supernatant was measured as de-
scribed in Section 2.5, **P < 0.01, compared with the corresponding group of p-MEM. Each
value represents the mean + S.D. (n = 6).

3.5. Effects of simulated gastric and intestinal fluids on the cytotoxicity of
silica particles

The effects of various fluids on the cytotoxicity of the silica particles
were then evaluated. Silica nanoparticles (final concentration 1.0 mg/
mL) were dispersed in various types of fluids and exposed to cells for
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Fig. 4. Confocal images of the intracellular amorphous silica particles, taken 2 h after their addition to Caco-2 cells. The fluorescently labeled silica particles were diluted to a concentration
of 0.1 mg/mL in various types of fluids (PBS, FaSSIF, and FeSSIF), and pre-incubated for 1 h to mimic the intestinal conditions. Confocal images of the intracellular amorphous silica particles
were taken 2 h after their addition to Caco-2 cells at 37 °C (a) or 4 °C (b). To observe co-localization, endosomes and lysosomes of cells were labeled with AlexaFluor-488-conjugated

transferrin and LysoTracker Green DND-26, respectively. The scale bars represent 10 um.

6 h. Up to this time point, no cytotoxicity was observed in Caco-2 cells
exposed to SP-50, SP-100, or SP-200. The cultured media was then re-
placed with fresh medium without silica particles to eliminate any effect
of the fluid itself, and the cells were incubated for another 0, 6, 24, and
48 h (Fig. 7). During this additional incubation with fresh medium,
time-dependent toxicity was observed in Caco-2 cells that had been ini-
tially exposed to SP-50 dispersed in PBS or fasted-state simulated fluids.
By contrast, no cytotoxicity was observed for SP-100 or SP-200 even
after 48-h incubation (Fig. 7). We then investigated the concentration
dependency of the silica particle toxicity on Caco-2 cells. Silica nanopar-
ticles (final concentration 0.1, 1.0, and 10 mg/mL) were dispersed in
various types of fluids and exposed to cells for 6 h. The cultured media
was then replaced with fresh medium without silica particles, and the

cells were incubated for another 48 h at which time the cytotoxicity of
SP-50 was considerable (Fig. 7). As shown in Fig. 8, cytotoxicity was
not observed for SP-100 or SP-200 in any of the various types of fluids,
even at a concentration of 10 mg/mL. By contrast, when SP-50 was dis-
persed in PBS or the fasted-state simulated fluids, significant cytotoxic-
ity was detected for all concentrations of the particles, with the
cytotoxicity depending on the concentration. However, when SP-50
was dispersed in FeSSIF, cytotoxicity was not observed.

4. Discussion

With the increasing interest in nanotechnology, nanomaterials have
been applied in various fields including medicines. Nanoparticles can
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Fig. 5. Phase-contrast image of the Caco-2-cells. The scale bar represents 20 pm.
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also be used as excipients of solid oral dosage forms and other products
that are absorbed in a body in a variety of ways.

In solid oral dosage form, silicates are commonly used as glidants. Al-
though the primary particle size of the most frequently used colloidal
silica (Aerosil 200) is between 7 and 40 nm, these particles group to-
gether into so-called aggregates of a few hundred nanometers during
the sintering production process [26]. This study therefore investigated
the size and in vitro behavior using gastrointestinal models; the Caco-2
cell models and bio-relevant dissolution media simulated conditions in
the gastrointestinal system, allowing an evaluation of the intestinal per-
meability properties and the intestinal cell toxicity associated with oral
administration. The critical question regarding the safety of oral dosage
forms is whether the material used as an excipient will penetrate the in-
testinal barrier of the intestinal membrane.

We used fluorescently labeled silica particles to trace the intake and
the translocation of the intestinal barrier. The silica particles consisted of
amorphous and nonporous silicates, and had a negative charge
(Table 1); these characteristics are the same as those of silicates fre-
quently used in solid oral dosage form (approximately —40 mV in
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Fig. 6. Trans-epithelial electrical resistance across Caco-2 cell monolayers (a), and cumulative transported amounts of amorphous silica particles (b). SP-50, SP-100, and SP-200 were dis-
persed in various types of fluids to a final concentration of 1 mg/mL and pre-incubated at 37 °Cfor 1 h. The incubated fluorescently labeled silica particles were added to the apical side of
the Caco-2 cell monolayer. After indicated duration, TEER and the transported amount of nanoparticles were measured as described in “Materials and methods”. *P < 0.05, **P < 0.01,

compared with the corresponding group of “ PBS”. Each value represents the mean + S.D. (n = 4).
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Fig. 7. The cytotoxicity of amorphous silica particles against Caco-2 cells. Silica nanoparti-
cles (final concentration 1.0 mg/mL) were dispersed in various types of fluids and pre-
incubated at 37 °C for 1 h. In addition, to mimic the gastric and intestinal conditions (in-
dicated as “FaSSGF — FaSSIF” and “FeSSGF — FeSSIF"), silica particles were diluted to
10 mg/mL in FaSSGF or FeSSGF, incubated at 37 °C for 1 h, and the diluted silica particles
were subsequently further diluted to concentrations of 1.0 mg/mL in FaSSIF or FeSSIF, and
incubated at 37 °C for an additional 1 h. The pre-incubated particles were added to the
cells. After incubation for 6 h, the cuitured media was then replaced with fresh medium
to eliminate the effect of the fluid itself, and the cells were incubated for another 0, 6,
24, and 48 h. Cell viability was evaluated by using the WST-8 assay at each time point
(0, 6,24, and 48 h). **p <001, compared with the corresponding control group. Each
value represents the mean + S.D. (n = 4).

water at pH 7[27]). We also investigated the size dependence of the ab~
sorption and the in vitro toxicity, using silica particles with diameters of
50, 100, and 200 nm.

First, we investigated whether the silica particles would agglomerate
after oral administration. Simulation of gastrointestinal conditions is es~
sential to adequately predict the in vivo behavior of drug formulations.
We used biorelevant dissolution media that can be used for the in vitro
simulation of different dosing conditions (fasted and fed states) [28].
Regardless of the primary particle size, the observed tendency was the
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Fig. 8. The concentration dependency of the silica particle toxicity on Caco-2 cells. SP-50,
SP-100, and SP-200 (final concentration 0.1, 1.0, and 10 mg/mL) were dispersed in various
types of fluids and pre-incubated at 37 °Cfor 1 h. In addition, to mimic the gastric and in-
testinal conditions (indicated as “FaSSGF — FaSSIF" and “FeSSGF — FeSSIF"), silica parti-
cles were diluted to 10 mg/mL in FaSSGF or FeSSGF, incubated at 37 °C for 1 h, and the
diluted silica particles were subsequently further diluted to concentrations of 0.1 or
1.0 mg/mL in FaSSIF or FeSSIF, and incubated at 37 °C for an additional 1 h. The pre-
incubated particles were added to the cells. After incubation for 6 h, the cultured media
was then replaced with fresh medium to eliminate the effect of the fluid itself, and an ad-
ditional 48 h of incubation was applied, followed by measurement of cytotoxicity.
**p < 0.01, compared with the corresponding control group. Each value represents the
mean % S.D. (n = 4).

same. In all cases, the particles formed agglomerates in the medium
representing the fed-state intestinal fluid. It is known that acidic condi-
tions promote agglomeration, due to a decrease in the electrostatic re-
pulsion between negatively charged silica particles; the formation of
agglomerates can therefore occur after passage through the stomach,
which has lower-pH conditions. However, in this case, lower-pH condi-
tions did not cause agglomeration, under fed or fasted conditions.
Furthermore, the viscosity of the FaSSGF = 0.688 mPas and
FeSSGF = 0.704 mPa s were almost the same, which suggested that
the viscosity did not affect the agglomeration of the silica particles. judg-
ing from the composition of the bio-relevant dissolution media, and the
above results, we concluded that the high salt concentration was a
major factor causing the agglomeration. In fact, we reported previously
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that silica particles easily agglomerated with high sodium ion concen-
trations in solution eluents [29], and the same phenomenon was also
reported by other researchers [30]. The Derjaguin Landau_Verwey_
Overbeek (DLVO) theory is often used to explain the aggregation/
agglomeration behavior of silica suspensions {31,32]. Briefly, the DLVO
theory combines the effects of the attractive van der Waals forces and
the electrostatic repulsion between charged surfaces. As discussed ear-
lier, the presence of silanol groups (Si-O-H) on amorphous silica sur-
faces and the charge of silanol groups determine the extent of the
repulsive energy needed to keep the silica nanoparticles dispersed.
The surface charge of silica nanoparticles differs as the pH changes
due to protonation and deprotonation of the silanol groups. At
pH 2-3, silica nanoparticles reach the isoelectric point (IEP) where the
particles carry no net charge, causing the nanoparticles to agglomerate.
In the case of biological conditions with high (0.1-0.3 M) salt concen-
trations, ion-specific effects also play a prominent role [33]. Amiri
et al. pointed out that in aqueous media, because pure particles are elec-
trostatically stabilized, interparticle interactions at a given concentra-
tions can be changed by varying the ionic strength, particle size, and
pH of the suspension; they demonstrated that high salt concentration
causes agglomeration of silica particles [27].

Next, we studied the cellular uptake of silica particles, using Caco-2
cells as an in vitro model to assess the barrier integrity/permeability ef-
fects of the silica particles. The TEER, which is well known as an indica-
tor of the integrity of junctions, was not affected by the addition of SP-
50, SP-100, or SP-200 under these experimental conditions, suggesting
that the silica particles used in this study did not significantly change
the structure of the tight junctions between the cells in the Caco-2 cell
monolayer, regardless of the particle size, at least for 2 h of exposure
to the particles. Because the length of the tight junction between the
cells is approximately 10~-20 nm [25], the silica particles used in this
study did not penetrate the junction. Therefore, the increase in the
amount of particles showed that translocation through the Caco-2
cells occurred. The transport experiments showed that the cumulative
number of transported silica particles increased with exposure time,
and it is notable that translocation occurred under conditions that did
not cause agglomeration. In the investigation of the cumulative amount
of transported silica particles, Fig. 6 showed that the transported
amounts of SP-50 were much higher than those of SP-100 and 200
when these silica particles were dispersed in PBS and FaSSIF. Moreover,
the transported amounts of all of the silica particles were significantly
lower when they were dispersed in FeSSIF than when they were dis-
persed in PBS or FaSSIF. However, in the case of SP-100 and SP-200,
the amounts of silica particles transported were negligible for times
shorter than 1 h, regardless of which fluid was used. Because the transit
time in the gut is approximately 1 h per 1 m of gut length [34], these re-
sults suggest that the intestinal absorption of silica particles or aggre-
gates/agglomerates larger than 100 nm would be negligible. Further
in vivo testing would be necessary to confirm the possibility of silica
particle absorption into the systemic circulation.

We then investigated the cytotoxicity of the silica particles towards
Caco-2 cells. We confirmed that the exposure for 6 h to the silica parti-
cles (SP-50,100, and 200) did not induce cytotoxicity in any of the var-
ious types of fluids, and this coincides with our results that the structure
of the tight junctions of Caco-2 monolayer was not changed at least for
2 h of exposure to the silica particles (Fig. 6). However, after another in-
cubation with fresh medium, SP-50 showed time-dependent toxicity for
up to 48 h when SP-50 was dispersed in PBS or fasted-state simulated
fluids. On the other hand, SP-100 and SP-200 did not show any cytotox-
icity, at least for 48 h (Fig. 7). The time lapse of toxicity observed in SP-
50 in this study indicates that the smaller size of silica particles inhibited
cellular proliferation, which has also been reported by Nabeshi et al.
[35]. They showed the size-dependent cytotoxic effects of amorphous
silica particles (70, 300, and 1000 nm) on mouse epidermal Langerhans
cells. The smallest particles induced greater cytotoxicity and inhibited
cellular proliferation [35]. We investigated the concentration

dependency of silica particles on Caco-2 cells and found that SP-50
was cytotoxic. No cytotoxicity was observed, however, for SP-100 or
SP-200, in any of the various types of fluids, even at a concentration of
10 mg/mL (Fig. 8). By contrast, when SP-50 was dispersed in PBS or
fasted-state simulated fluids, significant cytotoxicity was detected for
all concentrations of the particles, with increasing cytotoxicity as the sil-
ica concentration increased. Although SP-100 and 200 were also inter-
nalized in the Caco-2 cells in the fasted state, cytotoxicity was not
observed.

The size-dependent toxicity of amorphous nanosilica has been also
reported by other researchers [16]. The relationship between cytotoxic-
ity and particle sizes observed in our study has been discussed previous-
ly by others. Yu et al. examined the cytotoxic activity of well-dispersed
amorphous silica particles (30-535 nm) in mouse keratinocytes [36].
All sizes of particles were taken up into the cell cytoplasm. The toxicity
was dose- and size-dependent, with 30- and 48-nm particles being
more cytotoxic than 118- and 535-nm particles. Nabeshi et al. showed
the size-dependent cytotoxic effects of amorphous silica particles (70,
300, and 1000 nm) on mouse epidermal Langerhans cells [35]. They
found that the smallest particles induced the greatest cytotoxicity and
inhibited cellular proliferation. These observed effects were associated
with the quantity of particle uptake into the cells. This association was
also present in our study, where the cytotoxicity of SP-50 correlated
with the concentration (Fig. 8). Yang et al. evaluated the effects of amor-
phous silica particles (15 and 30 nm) on cellular viability, the cell cycle,
and apoptosis in the human epidermal keratinocyte cell line HaCaT [37].
Their microscopic examination revealed morphological changes after
24-h exposures. Cell growth also appeared to be significant inhibited,
and the smaller silica particles were more cytotoxic and induced a
higher rate of apoptosis. Oberdorster et al. argued that since smaller par-
ticles have a bigger surface area per unit of mass, the surface area is a
pivotal factor for the displayed biological activity [38]. The mechanisms
by which silica particles exert their cytotoxic effects are still largely un-
known, and recent research illustrates the complexity in identifying the
hazards of nanoparticles for human health [39]. However, there are
many possibilities, including damage to the plasma membrane before
particles penetrate the cells, intracellular interference after uptake in
late or lysosomal structures, and lysosomal escape [16]. Another re-
search indicated that the effect of silica nanoparticles on HT-29 cells is
mediated by the interference with the signaling pathway such as
MAPK/ERK1/2 [40].

Our study showed that when SP-50 was dispersed in FeSSIF, large
agglomerates were formed, and cytotoxicity was not observed. This in-
dicated that even if the primary particle size was less than 100 nm, the
cytotoxicity was largely affected by the agglomerate formation.

Guidance for the assessment of risks associated with the application
of nanoscience and nanotechnologies in the food and feed chain [41]
recommends in vitro tests, including assessments of the effect of parti-
cles on the integrity of the gastrointestinal barriers. Our studies
proposed one model to assess the integrity/permeability of the gastroin-
testinal barrier, and the cytotoxicity based on differentiated Caco-2 cells.
Parameters such as the cell viability and the TEER can be also considered
to be recommended in the guidance.

5. Conclusions

In the present study, we developed the in vitro assay systems includ-
ing cellular uptake, transport study, and cytotoxicity study models using
Caco-2 cells and simulated gastrointestinal fluids to help the evaluation
of the intestinal permeability properties and intestinal cell toxicity of sil-
ica particles after they were administered orally. Our study showed that
the agglomeration of silica particles was affected by the diet and gastro-
intestinal fluids. Our study also indicated that there was no significant
penetration of silica particles through in vitro models (Caco-2 cells),
and the cytotoxicity was not observed if the mean size was larger than
100 nm. This study further showed that the secondary size, including



