E B OE B
TR 2843 F 28 H

AFEFRGETES (B) @

E4&HBEERE - £EEHERTEETER

lZ%E (siRNA) B/ AT HUIL9 a3 rR—/R—] 221\ T

F/ 75/ A WARKKICERAL, SHSHEAOEEROBRRYTEE
PEARREEORLAZ LY, BEROERRUEDEOREEEELE
EFNEZSORENHRMERTEATEY . 20— & L THE (siRNA)
BE;/ BAOERNEATNET,

CD=8., BEEHBA T, Z%EB (siRNA) B#T/ HAOBERI=H-Y &
BERUEBEIESC SV TRETREHHZ DT, B (siRNA) i+
JHFISETRYTILI TSI UR——] ELTREOEBYRYELEHEL
2o RYTLILaVR—NR—E45BOEEDBELEND LS. BETEER
SEECHLTROSENET,




e (siRNA) ## / ®ANCETHII 7V 7 g r~"—_—

B
1. &I
2. EAHE

3. AREIELAREINR

3—1 EABBRSHEIRN~DOEZIZBEL? RELOREETE
.3—1—-1 HFABHRICEDLSIBEHE -

3—1—2 ManN~0XEIcib3BERE

3—2 HLRICEDLIAELEOBEIE

3—2—1 *¥)T7HERIOEREL

3—2—2 SAOKEREIL

3—2-3 #EWNER1t

4. FERRBRICEDIEEYHE

| 4—1 FERFEWEIBRER

4—2 FERREMERE

4—2—1 SsiRNA ICHRT 35
4—2—-2 Z¥)TICH¥ETIENE

5. t MIERERRIZBITSEEEH

2PN



1. XU :

Bk« REBRBERR L LTHEP THS, siRNA (small interference RNA) I¥ 21-23bp
BE®D 2 A RNA 4 FTh V. H mRNA 2GRN 3 - L CRETFRE L
THIENTES, T, sRNA IV mRNA SRS H LESIRRILEHT 5220
b, B3 104 Lic b ) EXRBB~OKAREE ShTEk, LiL, sRNAES
FIEARGLEBL,. BAFRTHB L, ARFEETII L, EbICHVEAMR
T3 Ll TOYBEMLEHMEED SR L 72 5 MIa~DIR Y AZZhsROM L3558
BLRoT3D, iz, siRNA ZHMTHPIZ®RETH L, BRICX VEDHIIHESH
B LR, EAMTHYSTRN 2 FRETHE I LHLBHRES ATV itk
fLrpA BRI T D = L bERSISA~DAE RBELRoTEE, ThbOREE
R AEDOFERE LT, YRy —APESFILAEZR LD L T3F 7 HiFRIEAL
Tx ) TORARY, £< ORERFERREFTHS,
| SRNA D% % Y 7~ORESIHE. ¥+ ) 7TREEN#HESE53 LI X 5B EHEE
%, FARARERAVLNG, Sbit, ANBBLRET 5 OIEECHS T
ANTHALT 388 bH 5, $< D sRNA HE+ U TRICREENB K, $+ ) 7R
AESRTVRVWESbH B, £, B D siRNA ¥ % U TidF/ ¥4 XORFORBCT
VYA b=V RBLICEVERDIAENS, TO%, siRNA SHBREARICBITT 525,
Y Y Y—ATOMEEET, )Y Y—ALBATHMCHRRL T FY— A0 sSRNA
PR SEABE AT ARSAERENTVS, Sbic, EOAKNEEEEHT
DIALREY LI OBAL ¥ bRE 5T, [1. 2]

YTV r—S—ik, T ERERA X ¥ ) 7 2RV SRNA EES ()
F. BB (siRNA) #i&7/ 8A) 2FETIBRCBELTREREXILDELDOTH S,

2. A

AXB T, BB (IRNA) #iT/ BAOMRBICBVO TEET & REBWRT 55, &
XBOE % F1E SRNA BAOBBERR LT/ SHORRBOBICbBE L 25 TH5 5,
%%%DTE%ﬁwﬁﬁﬁﬁﬂ\ﬁﬁ?éﬁﬁ%ﬁ%F?%v[sl%%%?6:&%&
EHTh5,

2B, 4 DEFEMCOVTORROZMHCFEITER LT, T DORERDERRPEH O
. GROEMERS L ABOBIICESE, 7—R « /A4 - F—RCRKICHET
BILEBLETHS,

3. BEIELIETHIH

F ) %A XDF % ) 7 T siRNA ZEif§ 5 BRI, mmA®£¢W£E&mL&wﬁ
HORREE - M~ DEE. ELIBAIL-o Tk, MURATOBBORIBREEH B, £0
fedb, Fx V) THRRA IR, RBEEALTRY . BRERSOKESMALEORKEIC



EBERIETURELDH D, LEKoT, BERSORHICET 2WRIIFTDHRS L AR
BEOKBECHMICTTLERDH D, SbIL. APERVREMIRELEFR ) 2ERLA
B (FricENBR, BHENBECEBLEX D 2 REKFE) ZHLMIL, EhbHO
RT3 7D DORBRELRITHZERNEETH D, ZDOX 5IT siRNA DA
BifRixd v V 7IEKET 720, RR3HERRL2ELX Y V7T ~OEERRE, KRG
BOEBERTFRSNIEAITIE, FioHkERFME &b, FHAEMEOTMR L
HlRb,

3—1 KHEBLARA~OEEICEDSRE ORI
3—1—1 #FREBRICEDSEEIN

F YA XDX %) TEEEFEE LTHAVWIES, —RAOCSRNAO M PHFRELZR L -
B Z Lk, BORS - AR~OXZBIRETI D, MPHFRECEET IRTFES
RYxFvo 7Y a—n (PEG) RLICLDX+¥ ) TRTFREOYIEDHIHNEEL 23,
—BICH ¥ U T 2RV AR, Fv ) T LAKRS L OREERARE LT WD,
HE{RRRSY ESIRNA & DOE#R, HRBERIC X BsiRNADSY R LICER T3 MR 0L EEICE
BIR&TH B, siRNADF ¥ ) 7T~OHERWEBIL, FNVEKKEE, HEERE, 6%
RWeA v E—H b—va VIERETBRBURFMEFETHA S, i, BAR—FED
AEENEEER USIRNADOKHEHERF L TWA T & 2RIET 5710, ABHOFEE2EY
R U 7o BRBRIE P Cin vitroFHEBREBRIEZFHES L, % U 755 DOsiRNAD K T E T3
RETHB, :

¥y Y TICHEBESTF BIE, VAV F (BWRF) - hitkhkl) 2B/&E3L
T, EOHIEFM LCERERERIC LY, SO - AROESRR~EBIh A
bhd, HEBESFEXFY ) TICHASTIE. Vv —SHBBES FOBEBICREEBLYRIE
SRVE IR TIVERSH D, -, BRESTFRRY VI1—0PiEdXv ) 72
EOYEICEBERIETILRHAIDTHEETRETHS, ébLJzﬂ—@ﬁ%ﬁ%i
BTh3,

3—1—2 HMBEA~DERIZEDLSREINT

| mmmtﬁﬁmhﬁ%ﬂmw«éﬁétéfbkm:#?)7@%&%%%@%@#5%
RERLRVS5B,

, mmw~wmbﬁ&%mﬁTbtbw¥EaLr RFROF, siRkNAX ¥ Y 7~DIE
BCMRERAEORM, BiES FoRE R CREMEORIER VRET N3,

3-2 TLHIEDSER EOFRIOH |
*v ) TICHRT BEEMEDY X7 RERT BB, *+ ) THRRARCEHO
BHEORBESREL 25, BEET~SFELUTIHARTS (4],



3—2-1 #?)?ﬁmmﬁoﬁﬁm
- ENREORE
« BT v 7 A VEEMOERREL S DFIA
o AFFERERRY v —0D5kE, Blilk
3—2-2 SHOMERBIL
o BIFY A XDFE(b
- IEEHOMER .
- PEGEESiIC & 5%+ U 7 O PHBEEOM LR CENERCRBE~OBITEomE
« ¥ VTEEEOMLE
o BERRICHE LSEREL
3—2—3 #EZiknt
« YHY RRFIREBF—LTF 07 BIXE. LRRERTEEK (EGFR) . %@
B, FFUR7=Y UBERK)
- MUREEBERTF FORIA  RE

4. FEEARRENCEID 3 HEIIE v
4—1 FEEREWEIERER |
X¥ V7 CHEEEET BRNAIR OV T, AOERCERLEZEIICFHET =Dk, |
HE A TLFRER VIS - GB~OAHE2ERTS - LREETHS,
. EREICIOCEE, BOHER S, polymerase chain reaction (PCR) 3,
BSWER ERD D, EREOKECHTREORER VICHBEL, BRT 3,
. BRESRNADBEE. %+ ) 710l ShisiRNADBER R E X BIEA S L LTRE
T3, 1L, RRABDRNAD & 5 iz, 5 COSRNADTEEHE & > TrHEdEa%)

BODBRECRENRERHEALH 5.

4—2 JERRRFERER
Exmhdﬁﬁémwrﬁﬁ¥mA%kﬁLtgﬁaﬁmﬁgﬁba o, AN
| ~OEBRInvivol BT BY A M4 VEEER Y, Bl (RNA) HT/ SIS L
B R A HERD S, 2B, BYEORESCRBT P VA LIZoOWTiL, siRNA
% U 7 OIS UTRET~ & Th 5. £RNTORERZ A E S EHASRNA
. ¥4 ) THLEELEREBTHERE Y ~OERARES D, BETHLT
SRNABUIIC & 5 EHRB ST 5 2 P EET & Th 5.

BIFIZ. siRNA, ¥+% U 7N BhicBWTEETRE A2 RRT 35,

4-2-1 ﬁmmmm%?éﬁﬁtsl



siRNAD ENBIEREES BA9IZ, siRNADLERHERPX ¥ U 7 OFIAIC X 2EFARE
- ERLORERRA LR TWS A, MR - MBRICI) 3 HEEORRICED |
SIRNABSEDOEBMEBERLX v U 7 L AR OREERAREOBREBVEL I HZLICEE
FTRECHD, —BOICEUTOBELZERT 5 L RALETHS,

o SefERME : Toll-like receptor (TLR) 72 &% LI=RBEROEME/., MEEHEL. SR

FRADEH) ’

o MEEHE : B, OREE. h/MREERY

FOIED, sRNAKERT 38 L LTUTRSET N3,
« BROESI~MERT 5 Z LICERT 8
o ERERFICMCIERTAZ LICERTIHE M

Zh DB EFET SE L RBRIEL RIS 5,

4—-2—-2 ZxVUTIHFRTIEHEE (4]
¥ U TICHRTIELE EORBEL LT, X+ ) 7 LERRSS LOBEERICHNET
DEMERET ORI, ZThbOBEICEBT I HERH D, B T, HERGPEH

BEICLABFTHESMBEL 22 bEXBNS,

5. b MIERERBICKIT 2 HEIENE )

Fay 7 BEEIENVEESOBRICET 3EAYBEMMNERLTOERY 7L
33V R—R—DARIEHVT] KAEEROI0E1S (FH6EIH108) D 133t M)
E#RSHRRICBNWTERTREFE) TR ULEBXFEERT S,

By Y 7ichRT5MEAL LT, UTOFRRBESA TS,

o AFFAER Y Y TR LEREOEI/NGE L OMEERIC L 3 REMRSOMIEME, £, ¥
¥ U TR & DEMEBRREAICERT 5 SEERACHIBE (Ballarin-Gonzilez B, Howard KA.
Adv Drug Deliv Rev. 2012;64:1717-1729., Akhtar S. Expert Opin Drug Metab Toxicol. 2010;6:1347-1362.,
Lappalainen K, Jaiskeldinen I, Syrjanen K, Urtti A, Syrjinen S. Pharm Res. 1994;11:1127-1131.,, Lv H, Zhang
S, Wang B, Cui S, Yan J. J Control Release. 2006;114:100-109.)

s BEOFVFY—CLAREFRER~DORE (Akhtar S, Benter . Adv Drug Deliv Rev.
2007;59:164-182., Omidi Y, Hollins AJ, Drayton RM, Akhtar S. J Drug Target. 2005;13:431-443.)

» WEDY—BY T/ F 22—k 556EEE (Tsukahara T, Haniu H. Mol Cell Biochem. 2011;352:57-63.)

» SREFFREE

hERE BRERE, RERKKE 2 Y (Zohik BS, Gonzdlez-Femindez A, Sadrich N,
Dobrovolskaia MA. Endocrinology. 2010;151:458-465.)

5



BEm
[1] Ca;stanotto D, Rossi JJ. Nature. 2009;457:426-433.
[2] Cabral H, Kataoka K. J Control Release. 2014;190:465-476.
[3] 7wy s#EAKRIENVERROBRICETEESHERNERRFOLRY
TV I Y3 r_R=R—DARIZONT] EREER0I0FIS (EiR264E1H IOEI)
[4] Xue HY, Liu S, Wong HL. Nanomedicine (Lond). 2014 ; 9:295-312.
[51 &), EZEDHDIH. 2011; 238:519-523.



BE (V7v7var_R—r_—%R) |

Reflection paper on nucleic acids (siRNA)-loaded
nanotechnology-based drug products

(March 2016, MHLW, Japan)

Table of Contents

1. Introduction
2. Scope

3. Quality considerations

3-1  Quality considerations related 'to pharmacokinetic behavior and delivery to target cells
3-1-1  Considerations related to pharmacokinetic behavior
3-1-2  Considerations related to delivery to target cells

3-2°  Quality considerations related to safety .

3-2-1  Optimization of carrier i:ox_nponents
3-2-2  Optimization of properties of the drug product
3-2-3 Targeting delivery ‘

4.  Nonclinical considerations
4-1 Nonclinical pharmacokinetic study
4-2  Nonclinical toxicity study
4-2-1  Toxicity of the siRNA
4-2-2.  Toxicity of the carrier
5.  Considerations for first-in-human studies

References



1. Introduction _

Currently, various nucleic acid-based compounds are being developed as medicines. Small
interfering RNAs (siRNAs) comprise a class of double-stranded RNA molecules, with 21 to 23
base pairs, which enable sequence-specific gene silencing by promoting specific degradation of
target mRNAs. Due to their potent mRNA degradation activity and sequence-speciﬁcity,
siRNAs have been considered potential candidates of pharmaceutical application for over 10
years. In contrast to low-molecular-weight chemical entities, sSiRNAs have a high molecular
weight, are negatively charged, and are highly hydrophilic. These physicochemical properties
make the efficient delivery of siRNAs to target cells difficult, which poses a challenge to their
pharmaceutical development. In addition, when injected.into the blood by itself, siRNA is
readily eliminated from the blood by rapid degradation and glomerular filtration through the
kidneys, because of its hydrophilic nature and relatively low molecular weight (less than 20
kDa); these properties are also considered major barriers to its pharmaceutical application. To
overcome these challenges, many novel delivery techniques such as nanotechnology-based
carriers (e.g., liposomes and polymeric micelles) are under development.

Electrostatic interactions with a positively charged carrier or covalent binding are used to
bind siRNAs to a carrier. Moreover, lipids and polymers are used in some formulations to
improve their pharmacokinetic behavior. In most cases, siRNAs are encapsulated in carriers,
while others are not. Most siRNA carriers are incorporated into the cells in the form of
nanop'articlés thrdugh endocytosis. For subsequent transport of siRNAs into the cytoplasm,
: attenipts ‘have been made to engineer the drug product to have an endosomal release mechanism.
This must take place before fusion with the lysosome in order to avoid lysosomal degradation.
Other attempts have included the introduction of chemically modified nucleic acids with
enhanced pharmacodynamic properties and in vivo stability. [1, 2] -

This reflection paper addresses some points for consideration when assessing siRNA drug
products made using nanotechnology-based carriers (hereinafter referred to as nucleic acids -
[siRNA]-loaded nanotechnology-based drug product),

2. Scope ,

While this reflection paper discusses the points to be considered for pharmaceutical
development of nucleic acids (siRNA)-loaded nanotechnology-based drug product, the
priﬁciples outlined here may be applicable to the pharmaceutical development of nucleic acids
other than siRNA-based products that use nanotechnology-based carriers. With regard to'
carrier-specific considerations, the relevant notifications and guidelines [3] should be consulted.

The studies and evaluations required for each drug product should be determined on a



'case-by-case basis, justified by a reasonable rationale that reflects the current academic and
technological advances and the manufacturer’s accumulated experience.

3. Quality considerations

The aims of loading siRNAs on a nanotechnology-based carrier are to improve the in vivo
stability of the siRNA, to deliver the siRNA to the target organ and/or tissue, and, in some cases,
to control the intracellular behavior of the siRNA. As carrier components have various
functions, the quality of each component may affect the overall quality of the drug product.
Therefore, information on the quality of the components should be provided at the same level of
detail as expected for the active substances. Furthermore, it is important not only to identify the
critical quality attributes that would affect the safety and efficacy of the drug product,
(particularly the in vivo pharmacokinetic and pharmacodynamic properties) but also to establish
test methods for evaluating these quality attributes. If the pharmacokinetic properties are
expected to vary (e.g., in the case of change in the carrier components), detailed evaluation of
quality attributes, as well as nonclinical evaluation, should be performed again after the change
has been made, because the pharmacokinetics of the siRNA depend on the carrier as mentioned
above. ’

3-1 Quality considerations related to pharmacokinetic behavior and delivery to target
. cells
3-1-1 Considerations related to pharmacokinetic behavior
* When nanotechnology-based carriers are used as a means . of delivery, it is in'mbrtant to -
control particle size and surface properties made via modification with, for example,
polyethylene glycol (PEG), both of which can affect the retention of siRNAs in the blood
because enhanced blood retention would generally affect its delivery to the target organs and/or
tissues. In general, the carrier is likely to interact with biological components, and thus,
attention should be paid toward the change in stability of the drug product caused by the
substitution of the siRNA with a biological component, and with subsequent enzymatic
degradation of the siRNA. Loading efficiency of siRNAs onto a carrier can be evaluated by
methods such as gel electrophoresis, fluorescent labeling, or intercalation using fluorescent dye.
In addition, to ensure that the drug product has a consistent in vivo stability and siRNA release
profile, in vitro test methods using a test solution that appropriately reflects physiological
- conditions should be established to evaluate the release of SIRNA from the carrier.

Certain products are designed to deliver siRNAs to the target organ, tissue, or cells by active
targeting delivery using functional molecules (e.g., a ligand [targeting moiety] or an antibody)
conjugated to a carrier. In that case, the conjugation of the functional molecule to the carrier



should be optimized so that the linker does not affect the function of the functional molecule. In
" addition, it should be noted that the properties of the functional molecule or linker could affect
the overall properties of the carrier. Therefore, the stabilityof the linker is also important.

3-1-2 Considerations related to delivery to target cells

To ensure efficient delivery of the siRNA to the target cells, it is important to conn'ol the
quahty attributes and the pharmacokmetlc influence of the carrier.

Techmques to enhance intracellular uptake include control of particle size as well as surface
properties, mcludmg the addition of positive charge to the SiRNA carrier, enhancement of
cellular membrane fusion, and conjugation of functional molecules.

3-2 Quality considerations related to safety
- To reduce the risk derived from carrier-related safety issues, the carrier components and the
propertiés of drug product should be optimized. Examples to be specifically considered are
described below: [4]
'3-2-1 Optimization of carrier components
¢ Enhancement of biodegradability
e Use of components with known safety profiles
* Design and optimization of cationic lipids and/or polymers
3-2-2 Optimization of properties of the drug products
° Optimization of particle size '
. Maskmg of the positive charge
e PEGylation of the carrier to improve retention of siRNA in the blood and consequent
distribution to the target organ and/or tissue
e Improvement of stability of siRNA-loaded carrier
. Optixnization of the pmdnct properties relevant to the intended route of administration
3-2-3 Targeting delivery .
o Targeting with a ligand molecule (e.g., epidermal growth factor receptor [EGFR], folate
receptor, or transferrin receptor) A '
e Use of cell membrane-permeable peptides etc.

4. Nonclinical considerations
4-1 Nonclinical pharmacokinetic sfudy

To appropriately evaluate the efficacy and safety of siRNAs which are generally delivered
with a carrier, it is important to quantify the plood concentration and organ and/or tissue



distribution using the drug product.

e Available assay methods include fluorescent labeling, radioisotope labeling, polymerase
chain reaction (PCR), or mass spectrometry. The appropriate assay should be chosen
based on the characteristics of the labeling method or sensitivity of the analytical
tecimique.

e The concentrations of unloaded siRNA, siRNA loaded on (he carrier, and total siRNA
should be measured. Depending on the stability of siRNA in the blood, it may be difficult
to measure concentrations of unloaded siRNA (e.g., in case of natural siRNAs).

4-2 " Nonclinieal toxicity study

In princible, toxicity studies of nucleic acids (siRNA)-loaded nanotechnology-based drug
products should be equivalent to those of low-molecular-weight chemical compounds. More
specifically, the effects on the target organ and the toxicity effects of nucleic acids
(siRNA)-loaded nanotechnology-based drug products, such as in vivo cytokine production,
should be evaluated. The selection of animal species and study design should be based on the
specific characteristics of the properties of the siRNA or the carrier. When released from the
carrier, siRNAs éhemically modified to improve in vivo stability are Hker to accumulate in the
kidney, which raises toxicity concerns. Therefore, toxicity studies of siRNA alone should be
conducted where necessary.

Furthermore, the fdllowing factors should be considered regarding siRNAs and their carriers:

4-2-1 Toxicity of the siRNA [5]

To improve the pharmacokinetic behavior of siRNAs, attempts have been made to modify the
siRNA chemically and/or to use the carrier to improve both its in vivo stability and enhance its
targeting delivery. On the other hand, it must be noted that prolonged retention of siRNA in
blood and organs and/or tissues could increase siRNA-associated toxicity, and toxicological
concerns of interactions between the carrier and the biological components. In geﬁeral, the
following types of toxicity should be considered. '

o Immunotoxicity: Activation of the immune system mediated by certain types of Toll-like
receptors (TLRs), complement activation, and variations in immune cells
» Hematotoxicity: Hemolysis, blood coagulation, and platelet aggregation
In addition, siRNAs may cause other types of toxicity:
e Toxicity caused by their action on the target sequence
" Toxicity caused by their action on non-target sequences
Appropriate test methods to evaluate these toxicities should be employed.



4-2-2 Toxicity of the carrier [4]

Safety issues relevant to carriers, such as the toxicity derlved from interactions between the
carrier and blologlcal components, should be addresséd.' In addition, accumulation following
multiple doses and/or long-term administration may raise safety issues.

5. Considerations for first-in-human studies

For first-in-human studies of nucleic acids (siRNA)-loaded nanotechnology-based drug
products, the principles described in “Section 3.3 Considerations for first-in-human studies” in
the PFSB/ELD Notification No. 0110-1 “Joint . MHLW/EMA reflection paper on the
development of block copolymer micelle medicinal products” (dated January 10, 2014) should

be considered.
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! The following cases have been reported as issues relevant to carriers

)

2)

3)

4

Inflammatory reactions and cytotoxicity caused by interactions of cationic carrier components with plasma
membranes and organelles, or inflammatory reactions and cytotoxicity caused by oxygen radical production
induced by the carrier components (Ballarin-Gonzdlez B, Howard KA. Adv Drug Deliv Rev.
2012;64:1717-1729., Akhtar S. Expert Opin Drug Metab Toxicol. 2010;6:1347-1362., Lappalainen K,
Jasskeldinen I, Syrjénen K, Urtti A, Syrjénen S. Pharm Res. 1994;11:1127-1131., Lv H, Zhang S, Wang B,
Cui S, Yan J. J Control Release. 2006;114:100-109.)

Effects on gene expression caused by specific dendrimers (Akhtar S, Benter 1. Adv Dmg Deliv Rev.
2007;59:164-182., Omidi Y, Hollins AJ, Drayton RM, Akhtar S. J Drug Target. 2005;13:431-443.)
Genotoxicity caused by specific carbon napotubes (Tsukahara T, Haniu H. Mol Cell Biochem.
2011;352:57-63.)

Immunotoxicity: hematotoxicity, hypersensitivity reactions, and inflammatory reacnons etc. (Zolnik BS,
Gonzélez-Fernindez A, Sadrieh N, Dobrovolskaia MA. Endocrinology. 2010;151:458-465.)
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