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F1 IMILADD B ERLIETE M

mha FHEIE0N
SBETIAILRAEEL 25/33 (76%) 13/33 (39%)
SIETERE 17/25 (68%) 5/13 (38%)

SIEERE SRR 17/33 (52%)

5/33 (15%)
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F2 BEREKLOOHBELLIIREBINTYAILASEE - A LIHRD HA i

FEON(E) BAKE
FRIAID #lR2(C) 1 2 3 4 5 6 7 8 9 10
TK1 E <2 16 128 256 128 256 128 128 128 128
C 32 32 32 512 256 512 256 512 256 512
TK2 E <2 <2 NDx
o] 64 32 32 512 256 128 64 512 256 256
TK5 E <2 8 4 32 8 8 64 128 64 16
c 32 8 128 512 256 256 32 512 256 256
TK6 E <2 <2 N.D.
o} 32 32 128 256 256 256 128 256 256 256
TK7 E 32 64 128 64 64 128 128 64 256 256
C 32 32 256 512 128 256 32 256 128 512
TK8 E 2 32 16 32 32 16 32 32 128 128
c 8 256 128 256 512 128 64 256 256 256
TK10 E <2 <2 N.D.
o} 64 32 64 128 128 32 16 64 64 128
TK11 E <2 <2 N.D.
c 128 32 32 128 256 64 64 256 256 256
TK12 E <2 2 64 128 64 128 128 256 256 512
c 8 16 256 512 256 256 128 256 256 256
TK13 E <2 <2 N.D.
o] 128 64 32 256 128 64 32 512 256 256
TK14 E <2 128 256 512 512 512 512 512 256 128
c 32 32 64 512 512 256 128 256 256 256
TK16 E <2 <2 N.D.
o} 32 8 128 256 256 -128 128 256 128 256
TK17 E <2 <2 N.D.
o} 64 16 128 256 512 256 256 512 256 256
TK18 E <2 64 128 128 64 64 64 64 128 64
o] 16 128 256 512 256 128 16 256 128 256
TK19 E <2 <2 N.D.
c 16 4 256 256 512 256 128 512 128 256
TK20 E <2 <2 N.D.
c 4 32 32 512 256 256 64 512 256 256
TK21 E <2 32 32 128 128 16 64 64 64 32
o} 8 32 128 256 512 64 32 256 128 256
TK22 E <2 64 256 256 256 256 512 256 256 512
c 64 128 512 128 64 16 16 64 128 256
TK24 E 2 16 8 32 32 64 32 16 64 64
c 64 8 32 32 128 512 256 128 256 256
TK26 E <2 <2 N.D.
C 128 ND.
TK27 E <2 2 128 256 64 64 32 128 128 256
C 32 8 8 128 512 256 256 256 256 256
TK28 E <2 <2 N.D.
o} 32 ND.
TK29 E 16 32 32 32 64 512 128 256 512 512
o] 8 16 128 128 512 256 256 256 256 256
TK31 E 2 32 128 128 128 128 256 512 512 512
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C 128 8 32 16 256 128 512 256 256
TK33 E <2 <2 N.D.
C 16 N.D.

256

*N.D: not determined

R3 ot - KO HUFEMEFERHD

Ferret serum

a2z ) MRE  HAE A/Califolnia/07,/2009
TK1 E4 256 > 10240
E10 128 > 10240
C3 32 > 10240
TK7 E4 64 10240
E10 256 > 10240
c3 256 1280
TK8 c3 128 1280
TK12 E4 128 2560
C4 256 2560
TK14 E4 512 5120
E10 512 5120
c3 64 10240
TK17 c3 128 1280
TK18 E4 128 5120
E10 64 2560
C4 512 640
TK19 c3 256 1280
TK22 E4 256 5120
E10 512 10240
TK27 E4 256 2560
E10 256 640
TK29 E4 32 640
TK31 E4 128 2560
A/C07 E4 64 10240
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M3 Rt L FBRIMTHELEYAILABREOT I FUoEEBLEIIRIZET A
HENE (A) B & CHIKIGE (B)
TYHRICEINEEREE, MEEEREELD CICBIOH - HEKZER CTHEBES ¢
FHBEEDTIFUOETIRIZ2EIETHEEL. A/Narita BERESE. MixERTDOY
ANAREEREL-A, EELEIYFUOEASF 10 4 L <(E 1ug/100uL T, 2%
NBETSEOYYREFERA L, CO&EEIRESA-IEDT A/Narita # 186 Z ELISA IS
FOTHELE®),
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EAZBRFHARME GBS v 7V PSSR - BRBYYERREE)
V23 EE R E E

V= RUANZRBERENANR 7 ROEATA NV ABERORES

WrgessfE  uARA  ESTERETIIERTA » INA A VARG X — bR EE

BMREE MEEV 7 F U 0E2RMTIO) UV 7 Fr 28I KEICiET5 2 Lk S.
@) HBIN~DEULBERR 22N Z &b FURERIRITHRICGES A0 L &mnw o 7 F o2 8ET
D D2RTHD, TNOHLDOFIED S B, HBEDEMMEZ ERIRIZE & HS7-HI01E, HBIPES
BEREAETICVIF o — RO NABERT D LERS D,

ZZTABIFETIE, VI F o= RUANVZHERIY 2T LG EZ BRI L LT, GMPEZEZ
YEHL L 7= MDCKHIRA DB LR 7 DRESE L LNy 7 DR MERER - R RER 5 (T o 7=, T DR E
TIETER LZRBRICBWCIFRHCBBE L 2 2 REROedofc, SHORBIERE R0
N b2, ERICERTE 2ARENRH LhE Lol

PN A L ARIHRIC OV T, BEL72F v MCBO TBENEFICE OGS &7 5 TR
LENRH Y, SHREHEZ KT CTRITZ2ED 2 NERH B,

TIFr— RUA AL - EEICEH T H0MP 7 L— ROR LN 7 25T 5 2 L RO
TIF— RUANVRBATDAREEO D DEATA NV ADORBREEET D LICLD,
BZEMDENT 7 F o= RUANAZENTRIET 270D E T 52 L3 KD &M
rsha,

A. BIRE/M IO, BINERIEAEREPIcU 75

MREERRIIAT LW 7 F U BEREE LCER & V= RUA NGNS H0ENH D, T

NWCWDH, ZOFETIILL T OB 20o0F54 HllasREIC L5V 7 Fri— RoA LV AVER

HDHEEZDILTND, VAT NEMNLTDH I EPVIETH D,

12 H ORI ST A N ADIE & 7 D 4 FZTAMFETIL, U7 F U v— RUA VAL

B> DLERNEWIRONICIRN CE 5720, WU AT A0 RA BRI E LT, MDCKHlfED

BA TN PRARFTH, VI F Ul 'S I O E BN 7 OFHEET o7,

MICETE 52 ETH D, Fio, T RUANVAIZRAT B AEEMEOH B3k

2O HOFRIL, MERFE D 7 F o TEFERII~  ATVA NV ADBRERIZOWTHIRFTEITo 7,

OBMERFESRE 2728, ZIURE D BT AR

BRI BT, PURMESHERF SN TEIMEREWE B, BIZEAE

EZONDRTHD, 1) B 7 OFHIZ-OWT

ZIOLDRED D B, BB OEAIMEE B RBRIZE ATCCH>BHEA L 72MDCKiife & M iy RS Hl - B b =
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B, A GMPEEHE ZHERL U 7o ik CHERREEE L,
T AL MCB) . T—F% TN
WCB) AL LT, S BIT, v— R A LAE-D
T DI LB AN RS A ARE L, GMP ERHE Z ML
L7 515 C 2 DI E kU B 427 Hila (End
of Production Cell, EOPC) DA b v 2 &4
L7z,

MCB, WCB, EOPCIZDWCLRMAMERRT D701
OMPELAE AT D & CULT O a1 T o 72,

[MCB]

- Sterility Testing by Direct Inoculation
Method

- Test for the presence of Agar—cultivable and
Non Agar—cultivable Mycoplasma

« Test for Mycobacterium spp Culture Medium
Method
*Identification & Characterisation of Cultured
Cells by Analysis of 4 Isoenzymes

+DNA fingerprinting of cell lines

- Karyology of non—human mammalian cell lines

(50 metaphases)

[WeB)
« Sterility Testing by Direct Inoculation
Method
+ Test for the presence of Agar—cultivable and
Non Agar—cultivable Mycoplasma
- Test for Mycobacterium spp Culture Medium
Method

In vitro Assay for the Presence of
Adventitious Viral Contaminants
- Identification & Characterisation of Cultured
Cells by Analysis of 4 Isoenzymes
» DNA fingerprinting of cell lines
- Karyology of non—human mammalian cell lines

(50 metaphases)

[EOPC]
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- Sterility Testing by Direct Inoculation

Method

In vitro Assay for the Presence of
Adventitious Viral Contaminants
Transmission Electron Microscopic

Examination of Cell Cultures (200 Cell
profiles)

+ Detection and Quantification of Reverse
Transcriptase activity by QFPERT Assay

« In vitro Assay, Detection of porcine Viral
Contaminants using PPK indicator Cells
According to 9CFR

+ Real Time PCR Detection of Bovine/Porcine

Circovirus (PCV)

2) AT A /L ARHEFROFHI DT

R T NEEBEREAT A VA L UCHERERR Y
ANAEREL, ETTA TN F UL L
ANZDNT ANV ARHROFHEZ1TY 2L & L
7o, BHERE LTI, IRIAW D A VAR A 23—
SNTWAZ b, Primerdesign # 8 o
Real-time PCR pathogen detection kit v iz,
THHSEERND w7 A /b A% AV T, Real—time PCR
TEDRED T A )VARE THRITE 20% it
L7

(BRI ~DEE)
BRI R TT S Tu S
FEMEFE LTRY . BRI L
7

C. HIFFER

1) 2R 7 OFHIZ U T

GMPHLHEL 2 YL L 7= J51 CA4E L 72MCB, WCB, EOPC
[ZOW TR L O e A T & 2
A, THETEGEL7ZH DWW T, affd L
THRHIRRE L 722 5 RUTRRD 12035 T2,

[MCB]



e Sterility Testing by Direct Inoculation
Method

THIO mediumss & OFTSB med iuml 243\ " CHElEE
DHEFEZ TR T2,

« Test for the presence of Agar—cultivable and

- HE

Non Agar—cultivable Mycoplasma
Agar Isolation assay & Indicator Cell assay%
FAWT~A 275 X< (Agar—cultivable & Non
Agar*cultlvable@ﬁ&’% ) DIFHEEHER LT &
A, BETH-T

» Test for Mycobacterium spp Culture Medium
Method
TRz R ORI TE6 H ﬁa’ﬁt*%%:ﬁo 7205,
B DB Z RO T8I > T, FtZ T2 Th o 72,
Identification & Characterisation of Cultured
Cells by Analysis of 4 Isoenzymes
AuthentikitZ FAV Y CIsoenzyme DEZIKENZ IS4 T
DREBERMT LT L 2 A, A XBRHIRE & ARk
DIRE— 2 FR LT, §E- 7T, MCBASHSRT 281
FEIIA X LHERTE T,

* DNA fingerprinting of cell lines
HIRREE AL L7 HIfEaDNA % FEXIABI L, 7 1 /L4
—EE LTI =T A TV FAE—as
LTco EOHRNY RN = R LTc & T A,
MCBIFARYE & 72 DMDCK & [FfRD/ 87 — 2 ZoR LTz,
- Karyology of non—human mammalian cell lines
(50 metaphases)
BRI ZAT o7 A, ZRETICHmE SN T
WDOMDCKD 8 — 2 & —E LTz, MOMIaRs R
AL TODFTRAA XS OFEORIHaAEA LT
WD IR BRI T,

[WCB]

- Sterility Testing by Direct Inoculation
Method

MCB & [}, THIO mediumds X TUNTSB mediumlZ330 Y
GHlIES - B OBGEA RO h o T,

+ Test for the presence of Agar—-cultivable and

Non Agar—cultivable Mycoplasma
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Agar Tsolation assay & Indicator Cell assay®
AT~ A 275 A< (Agar—cultivable & Non
Agar—cultivableDifj % A ) OIFHEEMHER LT= &
ZAH, MCBE[FRRIZIE T H -T2,
« Test for Mycobacterium spp Culture Medium
Method
MCB & [FlkR, FtZEI A2 TH -T2,
In vitro Assay for the Presence of

Adventitious Viral Contaminants
WCB>GFHEL L 7-cell lysateZ 3fEFEDindicator
cell line (MRC-5, Vero, MDCK) DEZEERITIZ.
28 HIEIRER AT o 720y, MRZEtERhR, ARifEkEE
SRIEME, FRIMBRUCETEIE IR Sed Tz,
- Identification & Characterisation of Cultured
Cells by Analysis of 4 Isoenzymes
Authentikit % BV Tisoenzyme DERIKENZ BT
ABENE LT LT- & 2 A, 4-DDisoenzyme® 9
BIDITOWTIEA XEEHIRD /S F — &R L
7eD3, NPIZDOWTIIZOFFN AL D
%%%tc_@T/t4+;kwf43m%&ﬂ
ETHHEEIFE LT L 2 A, 2001 X fskhila

DERKEGEE OIEMER STz, £
 THEABRICIS W TIRYE L 72 DMDCK DR BN &
WOBORSBNEE A Lk LTz & Z A, i 1R DOBE)
ExR LT, 1o T, WBIADCK &R TH D LT
WTEI
* DNA fingerprinting of cell lines
MCB & [k, WCB BAFHEL 72 DMDCK & [RIERD/ 85 —
AR LTS,
 Karyology of non—human mammalian cell lines
(50 metaphases)
BRHTZAT > Te & T A MOBE Bk, ZHETIC
Wl STV BMCKD/ Y — o b =B LT, fthod
MRS L TS ETRACA X LS OREDHIE
PIRA L TW AR RITERSD Hieh o7z,

[EOPC]
< Sterility Testing by Direct Inoculation
Method



THIO mediums X OVTSB medium{ 23\ Y CHE - ELR
DU RO T2 T,

In vitro Assay for the Presence of
Adventitious Viral Contaminants
FOPC 72> & FH 8 L 7= cell lysate Z 3fEFH O
indicator cell line (MRC-5, Vero, MDCK) DEZFE
SRITINA, 28 H IR 21T - 7203 S AL,
PRIEREESRIE M, IRMERBETEIE TR Shvieh»
27,
Microscopic

(200 Cell

Transmission Electron

Examination of Cell Cultures
profiles)

ETHMEECRIE LI L ZA, UAVA, AL
AR, <A 27T A=, HE, BERE MRS
R EnZeh o7,

+ Detection and Quantification of Reverse

Transcriptase activity by QFPERT Assay
EOPCHIRDIR A BT, Wl GRERTE M IR &

otz
» In vitro Assay, Detection of porcine Viral
Contaminants wusing PPK indicator Cells

According to 9CFR

EOPCHI SO ZPPK indicator cell DEFEAIC
IMAL 72L& b21 ARESE LIZ&IZ, CPEOAHE,
BRSO ST ROFEE, FRiuERPAETEE
OFEE BiPorcine parvovirusHuiIxt4 2 Uk
MOFHEAMER LT2E 2 A, 2TRIETH T,

« Real Time PCR Detection of Bovine/Porcine
Circovirus (PCV)

U 7 v # A NPRIE (B R 20
copies/reaction) “CPCVHIEZIRDA A FH~7-
LITA, BETHT,
UbZELDDHERTIDLDITRD,

2) AT A NV Z R OFHI DUV T
Primerdesignflt-®pathogen detection kit >
TEPTRTA TN YA LAV %
1TV, B OV T O Z 1T T, TOTDIZ
INGA T NT PG A VAV ELLC-MR2AIE
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THPH S, B OMZRE L, JHmREERD © A
AR N7 R LT, W AR L
Z A AFw M0, 1 TCID50/reaction® A LA
ERHET D ENHRE D Eann, H4E VEE
RO TND EFE X bz, [AERIZ L TRT 1
TN T A VAN ONTH A LA B
v 7P, RINBEAMER L 2 A, o
F v MRS EEWBREEE TH -7 (10
TCID50/reaction) , E/MET L= v ho#kiid
RV, F oy MK o TRHEEN R D Z &3
INETORERENOREINT, 5HBEbIZF Y
¥ - FHEAEO L, BRTEHED T LB
HDHEEZ D,

D. E®

AEESR T 7 F o ORFOEFTE BRI B | & 9
T=OIE, U7 Fri— RUA VA ZTBIIEER D
AT T EE TINS5 2 L BMEETH D, &
WEEL EOBLAN G b, MR ENTY
7 F = RUA VA% BEETE DU 2T L
TR T LFHEELE b g, € 2 TR T
U0 F = RUA NS AT LORIE T
A 7601, GMPERHEL Zil A L 7MDCKA a2 1
N DWEE L AT o T2, T F U i— Ry
A NV ADOVERUE T D HEIE, 22 A
AN =1 =1 N N S B G i | I IO D AT
WD, T, MDCKAHE (MCB, WCB, EOPC) I
DU TR ERER, et A GMPALE 2 1k
U7 HETIT o7,

MARF DA GET DT, MR, ~ A
a7 T AR, ~ A 237 7 ) o LR
B BRATA N AFRHHOT- 8D in vitroilli, B
FRAREELC L DB, R R R,
TEIANZHRREIT T 2 A, WTng
B ChoTe, LoT. ZIE CORBHER D
TR ARIFAIAAE Ly (RREIRALLLT) &5 %
bz,

BB & L ClidKaryology . Isoenzyme
analysis, DNA fingerprinting analysisZ{T-o7=



D, WTNOFER B L2307 ORI
TERDOMCKHIBRORHEE — B L TWAD Z EE R L
TWe, £oT, ZIVE CORMRBRORERICD
UNCIERTRED 72\ S L7,
FERTOFEBROET LIZERTIERV s, 2R E
LU THBE Lo WS 2 DWW THRRICRIE L 70D
RIS o Tz,

YL CHEEE UT-MDCK B R 27 1E,. T o#RER
TR 2V E WY FERME U, B
PHDY— YA NADLHEE, V/S—AV =T
4T AL DT — RUA VAR, ROV D
DY T 7 L ARROHE R ENET 5 Z LA
KB, AN HER SIT=OMP Y L— ROMCKE/L
NUUE, BIMERICL SR HlaER Y 7 T
T— RO A VABLED BRI~ K& < Bl %
HLOIZIRDEESTRNTHA D, HATA LA
BHEROEFELEDE CED DL Z LT, Lh&se
OB OSSR 7T — R A LV ADE
i - HEHEHSETREIZ 225 IR S LD,
ETHMEER D 7 F o — RO A VAR FIED
MLIZBA LTk, ER N—F A E—v 3 v
BETHD, TOID, ESUEGIEMTERTA 7
VBT A VARG L Z —FWHO, WHOR /1t
= IFPAZ X DEBRERICSIL, v — Ry
A IV ABIRIFEIZ OV T ORET & AFRATHR A T
Teo ZNETIZY— FUA VRSB B
E LT/ 7T ¢ ZAAEOMDCKHIERR A RA S = —
AEDMDCKHIRE S 8ol T DAV TN D3, & BIZERL
TBYRERFSERTOLRA 3 HOMPYERLEA: T CHEEE L
TMDCKAE S 2 % EFRSERI IV TR D
1 DL EN WD, MDCKHITE D B3E S HR{HE
INDYE. EFEEARREMSEINS Z il
DM, AEZEDITEHRHERCIEREAN R B K> TH
JEOHAES A b v 7 LT UE D fERMETE I I E
T5, #oT, fAEE EOBLEML L, ENT
HRaAEEE D 7 23— R A NV ABIRR O A4
FLTRL ZEIBEEFRICEETH D, ZOMKE
N7 iE, ERNOHlaEEEY 7 F o — oA
JVABRRE ORI L 72 BiE0N0 TIde< M OR
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B OO SNDAREMENH 0 . ERA7 2 iR
FBUIF L — R A L ABRIZBWTRE T
T BH0ER0ED,

E #55&
UL CREEE L7-MDCKE LS 2%, ZHETO
FEMEERER - FMEERRI W TR R & 7 B
HDIeh o T, SHOFFRRERER /2T
2BV, FERHERTE ARSI B
7ole, WATANVARHRIIOWNTIE, BEL
7o vy MIBWTEENERICEWES L5 T
RWNGEDRH Y | AHEFI A AT TR A D 5
VENH D, T7Fri—RIA LAD55EE - 1
FEIZAER T B6MP Y L— RDEBANV T B HEST
HTZERNT I Foo— RUA VAR T 5 H]
BEEDH HERAT A NV AOHER AT 2 &
WX, BEEOBNT I F U — RUA VA%
ENTRUET 272D DOEIEZ T 5 2 LA
D EWIRFE D,
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Cell Test Results

MCB Sterility Testing by Direct Inoculation Method (EP, USP and JP) | Negative

MCB Test for the presence of Agar-cultivable and Non Agar-cultivable Negative

MCB Test for Mycobacterium spp Culture Medium Method Negative

MCB Identification & Characterisation of Cultured Cells by Analysis of | canine

MCB DNA fingerprinting of cell lines Identical pattem to MDCK
MCB Karyology of non-human mammalian cell lines (50 metaphases) | Consistent with a cell line of
wCB Sterility Testing by Direct Inoculation Method (EP, USP and JP) | Negative

WCB Test for the presence of Agar-cultivable and Non Agar-cultivable Negative

wCB Test for Mycobacterium spp Culture Medium Method Negative

WCB In vitro Assay for the Presence of Adventitious Viral Negative

WCB Identification & Characterisation of Cultured Cells by Analysis of | Canine-equivalent to MDCK cell
wcCB DNA fingerprinting of cell lines Identical pattem to MDCK
wCB Karyology of non-human mammalian cell lines (50 metaphases) | Consistent with a cell line of
EOPC Sterility Testing by Direct Inoculation Method (EP, USP and JP) | Negative

EOPC In vitro Assay for the Presence of Adventitious Viral Negative

EOPC Transmission Electron Microscopic Examination of Cell Cultures | No virus, virus-like particles,
EOPC Detection and Quantification of Reverse Transcriptase activity by Negative

EOPC in vitro Assay, Detection of porcine Viral Contaminants using Negative

EOPC Real Time PCR Detection of Bovine/Porcine Circovirus (PCV) Negative (assay sensitivity: 20
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Fig. 1 Overview of the study design for the
establishment of modified MDCK cells for the
high yield production of PR8 influenza

virus.
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Belative amotnt of virsl BRNA

£ w71 WIF 3
siRMA
Fig.2 Knockdown of IRF7 increases the

Relative amount of viral RNA

IRFZ_§
siRMNA

production of PR8 virus in MDCK cells.
Fig. 3 Knockdown of IRF3 does not affect the
production of PR8 virus in MDCK cells.
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