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1. BEFERRVERICDELST —3F (2 TOEMIIHNT 5EM)

OFFELBEIDHRAFE, ZEMITDOT

Mirasol PRT #GNDEZLMHIVEETOT70ILICET Z5# (L. “MIRASOL Monograph

Padasd

" E=E ITMIRASOL MEBEDZLMTOTI7/ILIIZFOREMNEEHIN TS,

(1) FEEHORHCGEFOHFRZR) . REKSLIZGEOHM. 2. FRO
FHill. BERHLVIIHEZTEZDISEDERE. KB (BT T) IZET HFHH.

Mirasol PRT System (X, BEOAK I A7 7y (¥4I B2) #HLTC,
T HEE L T2 i/ MRN OJE RS AR ST 5, VAR T 7 B A2 RAE MRS
BRI 22 FIECTHER L, BARRGBEAZBRO T LT, VAT I8 ZDHDD%)
BRANEINTRIESND, B, VART7 T T AME~ORE#T L L I3EDS
HIEFR N EED -, K AT HMIBWTIURZ I NERLE LTERT S Z
A=A

VAT T OEYBIRERE CIX ML LDO VR T T B obrEIxEE L TURPbHE
HZ L > TIThR DR, LD U R 7T B o¥EEMIZs L% 9.9 B TH
LHEREINTWD, o, WERSCHEESFEDN S EIEICR e A REM OB
MFRECIX, VA7 7 e rof#aiKiceAd bEIR N T-, —F., )
SRV AR T T B OWRAEEINIR R X, <P ABROK 3.8 50 Mirasol ALE i fE

BH LTy POFERICEWNT, K55 M TH D &HIE ST,

df 2 P RRIL, AR & [ E D Mirasol ALEMAEAZE 6 H, 13 @F#EEG LY
— N REMNTIT DI, TORER, FERROWT IS L BRI EEENRBO b
Mo fo, FEEREEE KRB O ZN IR L -2 B TRIE LTI L 25,
BRAREDO IS 5RO D RIEDFED B, LI LSIMIRFE S & UM S 72272

27,



(2) FEEHOEADM. FICLVAEADERLGE ., TELLEMBREZEX
BlCEEAE DR EME,

URTZZ 8D LDsy (50%EEE) ZHET D7D DTN DOEfEHF A T,
ZhBiE “Reddy 57 IZEMEN TN D, LDsld, —HOMECTHETE 2, %
OMIZF VT, &K 10,000vmg/kg &, Y EO Y RT7 Z 285 L THHIE
DARAHETH > 7=, Mirasol L& M/ i #E (iR AL OIREE L~V A
0.077mglkg &~ 7 ZAD#R Y R 7 7 ¥ L D LDso i 5 50 — 100 mg/kg & L L7z
Bt < &b 649 (50/0,077) &V O BB BT LN D, BIRFRTIX, VAT
T B ORKEREEFEEIIH O N TIZRWA, e ->T, MIRASOL AL i
TRy DEMLIZ BT 5 ) R T 7 8B LT DS RAE R ~ DT L~V )3 5
WZIERT 5., LOTRITIZDRB B R0,

% MIRASOL AL MR il 50 Bk 5 A B RTHE L ~L Tt 0 IR LAT o 7228, T/ A PEe
REIC 70 A DRI 72 < ETAEMRSG OB b S g o7z,

Navigant |Z & 2 #fif& M st AR EBR Cix, B — 7 /VRIC Mirasol L& 4% 6 H
13 B ER L CRE LD 7EZ0, BiIRT 2 MIBWTHA SR ILEED b emn
-7,

(3) FFIEFERELELR, —EREUTTHNEREEVSR MR,

VR7 7 BXOZFONRSBARMDIZ. VT AENTHEREETSLDOTH
D N %f#é%‘gtiiﬁb\o

(4) HOEHEORIEE, TDOEER,

TRIHA YU ERYARTY L ZVT 7 A MY —LVEAER BTAEDE)
VR T T EATIN S ORI R EET S0, RRHER L TR b0,

soaX Bl AT7aFxr  URTZIEUIL, 2o~ T ) 7 ESREBER O
BRI D ATREME N B 5

(4 A 8 HARIZESIZRIT 2EMIT) T 5 BI0ELH)
Updated response to Question (4) from initial Q&A document:




(5)

(6)

(A)tDFEFEDEEERELTDEREICDINT
Mirasol PRT ALEDFERICEEL T, BEEEET AL OLEYHEERAN—
PN EFER D5 in-vivo DERBRBEIIHYEE A,
LY. BEEFBEITIREIE TV EULV: Tetracycline (TR A42UV) BRU
FUART YL -R LT 7ANEFH Y — )LE & #F ( Trimethoprim -
sulfamethoxazole) &!)7R 7S E > (Riboflavin) DB EE A D AT REE IR 5 1F
]IL. EIZ in-vitro AIELEIREICHEDKEDTLIz, TENEDHETIXUAR
IJIEVBBRINETOEBEMNEEERET 5D TL .

EYbHIT Mirasol 7T r—2av (2 BHRIOEICEAT 5EMERE (L. ¥t
ET—UIBEFZROLGEVEEMENEMARICIYIRELEHRBINTEY., ZEKIZKY
WDOTHAFAREELGVYET,

(RAELTO)FELHORE. AE. FRALOIEGE (RYKWLEREAS)

URT7Z7Ey (EXIVBL IBFEOMALZ I DUEDT, REMBAEMLE L
THEA Vb, ZORBAEAANITERY & XA shin, UARZ I e rid, [BR
MEESHPTEZR ITERHONTEN, FEFAIOERERLBITR., “—fRICRE
ERHONZIBR” (CHESNTWS, VA7 T B o FERET, MR
T CHRRK 1,3 mg, RZMETHRAK L.Img, HFALFOLMETHR K 1.mg Th D, £/,
URT7 TV RZIEDT- D OHIHRFEREIL, (KA TIH<S30 mg TH5, i, VU
RT7 T ErOREMIE, B0 - BT - B - FIREO R CHIEFATH D,

YNFEXIVEGO—RTHD VAT T EUMaIL, FEROREIREEBIIE
XL END, ZOBREEMOYV R 7T OELG L-VIKRO EBY T, —
fXE9IC B HESEEEE (0.15 ~ 0.2mglkg) ZHE L TWAR, UARTZ Ik
B EIWEA TS STV 720 1 0.62 mg/kg., 0.66 mg/kg, 0.43~0.72 mg/kg

Reduction ratio N E T, M HEBRDIFEHRA LY,

UIFX, TR o6 okfTth s
“Toxicity Testing of a Novel Riboflavin-Based Technology for Pathogen Reduction and

White Blood Cell Inactivation; Reddy, H. et al. (2008) Transfusion Medicine Reviews,
22(2): 133-153



ANEIZB T2V RT T vk X OE DN RAR) ~D W ek EE L ~/1130. 077 mg/kg
(7272 LB EAL) TH D, BRSME Tz 0T ME~D U R T T v B XU iE
AR ~O A REMR AL, IR ETOkg, AU AR 7 T B U RIKIEES00 pmol/L, ¥
VRT7 ZEUHEBREISGTHY . AMIV AT T U RIERESSNLE e & L CRHE Lz,
T OBER L UE, EWEFIOS0% N AT LB ERE R L i 5 1o L, 2R
WZIFRDO ERBY THD : v T RIZUARTZ7ZE L (50-100 mg/kg) % iz 5. wIKEE
f%%50/0. 077 = 649

L, ZOREBEHEIT. AMBATOU R T erohHREICONWT, BREES
LD REEEROHENIRT — Z NFE LR T2, B RNEREEERN O E RN
THH, W EBSALBRLMTH D,

B & @D LoV OB EE D I /IMRCE 72 12 il i iz K vk = 572V BR Y | Mirasol PRT 4L
BERAHO Y RT T B RORAERY OIERNREIC LD ANE~OFEMEEZ TR R
PLIXAT & 720,

RIEROBEHEIZ XL Y | f/MRICMirasol PRTALERZ i L 72 % OIREME E VAR 7 Z7 8> O —H
OERFFAE (ADI) 0 ~0.54 mg X kg1 X d-1Z kB LI-SEE F-BMA2H XA
720N 5 ADTIZAETER 2 B E R BT E~DOREEAZ R TH DO TH Y | RIZADIHEE
ZECHE], #or ARIfET 728 LTh, EHIAYHRE 1R ER O (B 72 LR ITIE e B e,

APRRILEWEIZE > TUTIEF LW RWIRI T, VAT F v & 20N MAERRY D
AEERNIZE T D EHERBREITR, EWI) EMFEEORIET N4 ARH 5,

Mirasol PRT A7 A%, JRFPAIZ K SERIRATHR 7 2 7 JZ X - TRl T Tk
V. NMEICBITDLET 0T 7 A VAR Po AR OK RIZMA, VAT I
& E DN RAR O IEIEE R bR T E 2 RPUCH D, ANFANHER THUSG - #iE S
N7 =421, BEtHROT—4% LEAERENTEYD ., o, BWIMFEORKS 2T LD
HICEDFHEY A7 1RV E STV D,

OFFEIZEIZONT

(7) FTFEIEDHR (og ZEDFRIZLTROF=DA:FEALI-ETILVAIILR - 1EEHR
7&E)

“MIRASOL Monograph” U= Z SO Z L,

(8) (BA)AFELREDLI,

“MIRASOL Monograph” HIUEZZEDOZ L,



(9) FTEEHROFMEDZEME(ETILIAILADT—EDHTELM),

“MIRASOL Monograph” U= ZHMD = &

(10) FFIEOWEHEEAEK, 91ILR(HBV, HCV., HIV, FDMEKED M ILRE
EU?HME?ER?)

“MIRASOL Monograph” HBIWERB I OELELZSROZ L,

(11) FELZEOEAT. RECHMAMBRAMFDRELIRIDERENNEN
EITBLTEDEZZAONDN ? (ENENDREKICH T HHEEEESZTDIRH)
FEAEDOBAFIZENT, EQISGHIMBRREIRINENE TR LI=D
ZHBIREE (HAHWNITHER) TEST — A HBNIEEDIRTHLERELL=LY,

AT DN T, Mirasol BMEIHET —Z 1XTWE 7ZEE STy, Bl S THES
LTWAIREBE#REZ S EICETIEEITY Z 21X TEX 20,

OFRFEILFIFREIZDLT
(12) (BERZD)FFEFOHFNFOEREFRIL, FFEFIZRZMLI-EZDOREINE
EDIIFHELTLNSD D,

MIRASOL ¥ 27 A TliE, VAR 7 7 BB L OE DN IRAERY ORE L RET D08 137
W, R AT LA THHAT 2 0B EFWEIL. 2o ARy &3 A TRk ST
BO., BRETFEELEL LV, EBICU 27 2T LIZER, KU AT A TLAEDBRE
ERZATH EXBEY ZATEREMTLTHAI L NI ZEBbhotz, (MROZ LR
D, ABREEEIT, Kb L 3lEHEE T 7 7 A v 2 b OB ILEWXE Y AT Al
BWCIH#EY 2 Y 27 OB TFETH D, )

(13) (BFREIZHEHRFBEDFIESE

UART 7 OWICERRRIE 1.1 BT, ZAudiigss & ffk £ 72132 oo ik ~o
WIIZ K 2 -iRs ] 2 S 97, 2 ODftth, ALGE 3 2 e i/ 1. — IRE 1A% (S BRI L 72 iR o
Mg 7N %Al HPLC 7 A FTlX, DU R 7 7 v LU 3R EEISRSEIZ R D
ZEWTRENT, RO LB, VAR T T EOMEENS DOBREIZEICREPHHIC L - T
TN, ZHICED VR T7 I B ORI 9.9 B Th 5 & FIESH T WD,

MR OBFERITFI 2%  (PLT Loss) .
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MR D SIS A EERIC DV TIE “MIRASOL Monograph” HAEAZZBMO Z L,

(14) BREIZE)HEFOEMEEDIETER
Mirasol AL /MR, 7 Z o A2 31T 5 /MR 75 BB ORGIREER T % O A M GE
BHENTW5b, IBER o m/ MO AEFEBIRNL S B, i/ MES ISR S o fi /MR o £ i
THTHD EEIES T,

SEMICHOWTIE “MIRASOL Monograph” BB AEAZSMRD Z &,

Ox it (BAE. B DIKIRF)
(15) EA.EMIBITLHEERMEDIRIKIL,

Navigant Biotechnologies, LLC TiZ, HARIZI W TITEFKAER 2 I L TR0 28,
7T U ATIERKRBMR R A BV ITV, ZOT —F Zffih T D, AA
A2V 7, U R7=7Cl&, MIRASOL L& f/Mias i A & U TR S
TW5b, F£72 FDA 7»5i%, MIRASOL MLEFAMIZOWVWT, Z O2Mm) b OFRIER
SR X OR WIRAFALE O FEREFT Rl 2 5255 L 72,

(16) BATEERGSA7IL)TEHEGL, EXICEALTOWSERFENIFED,
/A & LCLCE = —F > 7383k MIRASOL + A7 ADRFEN4[E TRAth S 41T
W5, BHETIE, KU RAT AOIRFEFF A & 2007 4 10 AZ EICHEIG Lz, A3A 2
4207, VEeT, VN =T HEOZEOMIE L Z—Tld, KT AT LEfkiginy
WA LD TS, B, BELPOVREY=a T VEIRT L TETH D,

(17) REHEEAFEARO-IRELTOERMARE CRERIIR) F—LREDATHE
P,

Gambro BCT 3 L U Navigant [f] Tid. WETERVZEEBIEHESICE T 216 WM A< - AT D
HIE NN L TS, ZOFBEBIEICIL, ER, EEEES. B9, HaMoH s
WETd 5, Gambro BCT X, fFRICEIFRHEZ V—T %L, PRT M &35 0E
HMHZEbT 2 PETHY . BARENORFELHARFFERZEL, &5 5 KRR
WFFEN AT REIC 2 13 TH 5,

(18) FFERMCIYREDBRPEREDIL., AIZEETESLDMN, TELHLE

LEEbBEDOAEDIIBRRERENTONTLWSETEIELEZREY L
ERBIRLD, Ffz, B TEHBTETLWSEBIEH LD,

11



Lo B, FEAR X OERA A MERE RIFE LT 2 FEARIL L, RkbLeRm
KA OMARE TR — T2 L1Ch D, ZORKBMNEERT H720, Bk,
g B ERER D PEFR & 5 E OB ALK T TICRE LA WH#t a2 Lo T
%, Mirasol ¥ A7 LB ARHZHERR T RERBA HIVL, ENZHEBRT X 02 R
TLHIODIET — 2 A RIS 5, Fio, PR (ERYER, HrH R
BOMEREE) 20 AN LIk, RO BREHERT 2720 O EN>%
BN LIZIREN R SND Z LT D,

(19) ARMRXI4YFDRBEIREREITTELS, BATIIMREGHERASZLTLDIN., FiE
IEEDIHERTHEHEFIAFELIZESEND TIEEND? FOBREREITADDH, HL
ADEWBARATHMEGVHD D -OIZEBEZOHLNZH,

Navigant (X, ZivE TR K SAERNERSCEIY ERZ Fi L, [ imEkimE s
AEE LTy BEH L~V ERIFRE, & L IXENLL EICT 2720 0% 5EAE L T
X, 7T UATE VITONEZERRBRCIZ, AL~ L&z L+, b LL<
Xy B LSV T — T 5 5 B OREERIERMICW R bz, —F 90%
UL EDJEFNCIBUVNT, Mirasol ¥ AT ALERBLKI DA v BEBE 21T 7R\ & 5 ik
W7 STV D, 7272 L, BRRRBR CTRIBIR S & SN TV D56, REBOEFIC
y BB RIAIRER SN TS,

(20) EMHRMLUNDFEICEEITFILEDRE L, vy REHICLIMERED
BARIE,

Navigant TBHZEH1 > MIRASOL o 25 A, BIERMS CITEEHAI 2 LB L4,
BB LEME L LTHRBAEC X IV THAHAVR T IV AL TN D,
Bz, Mirasol ILIEETY R 7 Z U REHINTWAZ Enb bbb L 91T,
URTZ I 3R E BT HEIFIENFE LW ITEAD LB Th
Do

URT7 7 e 2t UM E & L TR 2 & IR DRIRICIEIE RRE/R & A —
UHNEL D, —, VAT T EERETHRAROABEMTRE LSS, 2hb
DI S A — T NEHERTRE L 72 D &) RIEEDSE U 5720 FAMRD I HEAFT D
ATRH RS (R I T TRIE, € ORRDPT O LR 5,

vy BRI X 0 R 7 M BRI N O & R IEL T D et DT > L ki
FER R Nk A F B A,
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2. BEMBEERVERICDELGT —2F (FEMICHT HERM)

1. MB
1)

2)

3)

4)

5)

ALIBT% CSa HY 3 fEITEEMLTULVD, CNISMBIZK>THEHIEEELI-EERT
HY  MEBBEDITELRETLUILX—REHIEMTEAEEELH D, £, K
EICBETIIENHDDT, IREARELGIFEDRF TSN TLEIDN ?

MB &#EATHMIEALAYIFHELON? L, MBFLNNIDEINTHRET HEH
FhHo=5E . ANTOLELLIEHERSINTLDIDTLISIN ?HIZIE, BE
BEITMB EFEB LIz NNINFELIZBE. BAICE - THE. | EEBRNE
EIn, HESEIESNSARER TRV DN ?

MB &S L=MEEA R INIBICE>THRATZ1 EERED-OIZHEESN
ZEIELTRATUFF U ELGST, MFA VIR T HEE MRS ELESINLZL
DO ? I, BCRERECTFE—DEFICERET 58 FB S RAENEDS
NAOFLRDATRES T ELDH ?
BALMIS-ETEARBREENFEDOLIZEDOT—E2RHNILIRRL TV S
2y, iz, BEARICREEARELIESNONIK., TOEHE (BIZ (X, LIEEE
AL EIZOAIREN S HH1=F) LRL TS0,
SECOREEBLRESN-EELGRERABNHNILRLTULZE LY,

27EMFLY

6)

7)

8)

9)

EREMHRBROEFRNLGEHEN G HIZEL, BEREESTOHEMLL, ELoT
HEEFEAL T, EQVVOFMHZREAL-ONEFHA, HDEHHERLEHRTH
%, BEAMGREHE EHEOEMRODERZEE L.
REELEBRZOTEMLUREICESTE 2mg OFEMLUAMBLHES
THRHET D MBFIVNIEBELETENLUEEDISIICRBIESN DD N ?
T HRICHEELEFFERE T ORREEREALEIENHEIN ?HIAIL, K
BIREIZMB ERBB L2V N\IATFEELI-EE. BAICL>THREBIAHIEEND
ATREME X E L DM ?
TEMFLVEMBRRV NI ELTBEFNEELTRAT U F T ERLR
W2 ZD1=8 . MEEF /NI HEERAENEESNGZODON ? I, B
CRERELCTIME—DEBRICRSETHERIFECHRANMEO NPT <ALLHE
BREFTELON? REESERDOEIEFRELTECHREELDERIXELD
me

BALE S ETEARBRRENBDLIZEDT BB NIERRL T
T T BARICRRENRELIESNN ONIE. TOEB (FIZE., L
BEEALULEICTAILAEN S M o1=F) LRLTULVIZEEL,
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100 SETOREERBERESN-EELGRMERBFINONIELRL TV ZE 0N,

1) M/MRIZENT 2mg D7 ERLUAMEELFES L THRET S0, HEEHSmEE
TIEESHIZELDTEMLUAMBICHEL TERET HRIEMENH D, MBED
T—AMNEVNDTHELTWEE LY,

3URISEY
1) #EETHIMBANYFEVON? L, MFFINNIDENTHRET I2ERFL
HoBE. AN TORBEISLLIEFERINTLDIDN, HIZ L., BE-REKGE
[CHEBLIEAV N\ IDBFEELIIGE . BRICK > THE. B S As A ik
SNDAREM TR DM ?

LN HVITHAETIE, VAT I U NMmsEX o778, JRIERFRm & o X7
B, L L FZEOMOER X VRV EONTIICHLEEA LW Eauraniz, U
R7 7L, BIEBEPICBETFZ2EE L CERT N, 2y IV a2 A
THERBEEEMTIX, EBO L ZAX AT EO ZEEASOBERICHEST 5,

VRZZ 0T Mirasol JLiE#R DX 7B L I3ARE Lan=n, VA7
YOBBEFRS L IXBRY 2 7 BRI L OREENEE ~O RN EE
ERIEFTHLOLIEIEZEZ LN, BIRO LB, VAT T EAIIEFKEERD |
MBS BIGEICHEH S b,

RIMERIX, YRHDLFEDO X LRI EEREE L TWDED, KESCIRER~O RFERILH
D 27, WO E SR I\ . Rao P, et al. Elevation of serum riboflavin
carrier protein in breast cancer.Cancer Epidemiol Biomarkers Prev. 1999
Nov;8(11):985-90, Watson CD, Ford HC) . High-affinity binding of riboflavin and FAD
by immunoglobulins from normal human serum. Biochem Int. 1988 Jun;16(6):1067-74.
High-affinity binding of riboflavin and FAD by immunoglobulins from normal human

serum.

13) BAL - E TEARBRRENBDLIZEDT BB NIER LTI
T T BARICRRENRELIESNN OGN, TOER (FIZE., L
BEEALULEICTVAILAEN S N o1=F) LRLTULVIZEELY,

AR ONTIET —F TR0,

14) SETORESRBERESN-EELGRMERBIAHNILRL T =ZEL,
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B RE CTORKT — 21213, REEOAEFEHERII UG Eh TRy, LVb
T MEOAREISTECARMER O FFE N2 F L <R D L0 hFERIEMER S h
TWZRWY,

3. ELER

(1) BROBRELIERFMINICEDIEFIFFELLLL BREZT2ERLTITOIN
&

(2) EMFOEMAROERZESLV. TILEF . RBOREEZITOTLIAE
. WERERERFORFLITONT(r RBHGE) CLAEZFERELYBEELL,
WIFNREIEDEEDREANDBLE,

(3) BARLHELTIE, BFRGETRFELEZELA LTI T HAGHNBE,

(4) REHEEEAFNELTTRELERMZEFRATIEVSONREDRKLASGF A
K TIEELD,
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INAF I HA R EE

Fr20F4A8HMFE MAEFEXNEEZER - RERMAERERAEER
FEEEMZEREIIEEEICHILEMEEFTLD (BEEMA)

1. BEMEERVERICDELGT —3F(ETORMISHTHER)

IBS : InterCept Blood System D&, S-59 IZKARFILHMEST,
IBS AL :S-59 [ZKAFELLEFST,

OFFILHKDARNENEE, REMEITDLT
(1) FFIEFORE (FEFNOHF/ER . REBZEL-IGEOHENM. 2fE. FED
i, BiEbAVIHFETEEDGZEDEE, K# (HHET)IZET S8/,

*S-59 DIRNEBNRE - K& - BFEM.
S-59 MEMMIFBITEHERNENREIL Phase IB IZELVT, BEM/MRERERZ IBS DELBEREICRTR
AT EbhN, B S-59 DFEWEEIL 031 uM (25.1 4 g/body), B M FEEDTEHIEIX
1113pg/mL. FFEAD FHEIL 428.1min, AUC DFEHEIL 15.1ng/L-min TH>T=,
FEEERARICEVWTRPS LV E D #YE HPLC TREILERR, EPhTREELDR(FT—E—Y
NRHINIEBICEERBHINTNBIIENSIMD Rz, EFRI T ILIZHELT S-59 ORBEER
FHLTLAA., TR rBiaes JUREBIAEEFEEL TR, (8-MOP [V L VOVEAEH &
UBERIE A DBEEDHY), FFERKRRER (SYRRUAR) ZHTHREITIE. 75% 28 BEETIZH 65
%MEd, £ 10%MNRPICHMSIT=,
FEBERRRERICH T DRI TIISVRRUAXIZENT, #%t51% 48 BB ETICHRESNE=EE S-59
(CAD ALEEF) D 57%. 35% A\ HEilt S, £1-. k5% 28 HEETIC. ThTh 86-87%. 70-84
%M ENT . — A TYMIBE VT ARRIZIZB L - S-59 (T 5% 28 HE T 6% TH o=,
* R REIEE R S BERAEEEICNTHBE DK,
MM 1BS OERKHARICEVNT, FEEFEREEZR]RICLEIVY LEEBEHBRAEBESINA TS
N EEERORBICHEEZRIROONGA o=, MR IBS OBRKRRICEVWT, FEZTEEZL
HRICLESVUA LAMEEBRBBAEREIATOSA, BEEZRORBICEEZELROONEN D
1=
BARENEETIRM/MMrEMIFETHRKRRBRZL-AEEMLERB LGN o1z, M/MRD 1=V
DEMTIEMPDE—ILAN)L(E1ng/ml FBETTCITESLLT-, M3 1Litter ME THE—ILA
JLIE10ng/ml TFSITIEKLT =,

(2) FEEROERDT.FILOXFADEEGE, FELLEMBRRFZK
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ElCFE-HEEDREMEIL,
S-59 BATORBZES YL, YORZRAWTHERLIZESA, FFHIL 08 BREITHY., — A/
—HIZIREL-15E EFT65 M. A1XT72RMERBIZRL, £1-28 BREIDEHRIK G TLEHE
HEFEONT | BEEBEMEFILHEBOAEETHERHONTULVEL,
C14-S-59 [CKUSYMIBITHRARMEHRELIZESH, RO KLIITHK. RDREILIEEITIEL,
in vivo SRERTIIEGERFERE®D x40000 XV X ELTEEREIEOONT . REBIIEEICE
LYo

SRIIZIF MR E DBERICEVTIEFFEFIC 100 LESMEBEL EOMBFLHMLTLND
M. BMERIEIMESN TULVAL (17 BT 3185 MIFFEH M : SF1y 187 M/ ER)

(3) FFILBRZBRELEZZ. —EEREUTTHNIEZEEVSEFBERLIZ,
FXM[ZEULNT 2 A D PhasellB RATAMNEMEIN TS, CNOLDRERIZHNT, 55 S-59 EMEIE
SNTWS, BESN-BIEMEIL 05u4M(50 1 g/300mI) THY  FERELTEMBEIZFNEFN 0d4uM
RU 046 uM THoT1=0
— B AXIZENT 25mg/ke. 28 BELEFRIZRELTLEEFMRIFHRESNTOEL, COZE(X. BEKT
M/NRAERZEMEINT-IHEED S-59 AREAEZ (0.4 1 eg/ke) ELEEBLT-15A . 60000 fZEIEEICE
{.BEEMNKENIEERLTILVS,

T AREICEIT2REMHIE. ACKEM R UXREICENVTERSIMN Tz Phasell Study [ZFHLY
T.1BS WEFAHM/PMRUREREBEDOM/NMUREROEICAEEZZRL-ATRREIBRING
Mot=, E£f=. PhasellB, 10000 #in L, EZ&EFEL 1= Hemovigilance Study., /NRZFXt& &L 7= Study.

9 120000 @MU EDEBEICEVWTHEENLGZEESZRIIBRIATLWVENIEMG, LEEOEE

S-59 ENHRENEYIHAWIHFERTETELEEZLND,

(4) HOREFEOREE. TDMER
EFRMEERITOVTORR. BITEFERFESNTLEL, LHL, BRREHBRT-ERMICERSN T
BDEFIEHASNTLDD. FBIGRREEELCTLVAELY,

(5) (FEFELTO)RFLFIORE. HE. FRLOEELGE (BRYKRLERAE)
S=59 X AR 2 EHEEN R IG R Z2 B L LILFEWE T3 Vo CEHER & LTHRY #
oY Nl = WA TN
ﬁcfﬁ% TIE SH9 IR (1.01g /L) 28 16ml XiE 17.5nL S ENTE Y, Tz /i &R

;ﬁﬁ*ﬁA (320—400nm TR /L F—AME < F b AIHFIEICIEWESNR) 2T 52 LIk
DIRIEIRE RIELT 5 Z E R AREL 72 D,
T— SB9 WIRZ I ESH I B ST T LE -84 1%. MSDS (Material Safety Data Sheet) ™
FREHIAEVIEL T KR EDO K TSI 5,

(6) reduction ratio NE T, TE2MHEBRDFEHRMLL,

AIERRERICEVWTEZLDEERBRAICHDEERDAARFAVITHLOTEBENTIVD ., ZDHE
R ERKREHAED 40000 ETEEGEEEFZOHONTELT . TEMHEFIEL, T, REMOT 4
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KEFDATIEEEMNRTL, EUDCEY—Y, 75X AFFSAP, R YPEITHRREIN T S,

—A KBREITE TR 2HEE. ACKEMBEPREIZE WV TEMEENT- Phasell Study [ZHLY
T.IBS UEEAM/MUREREBEOM/NMURREROBICEREZLZ RL-EETBRIIHRING
Mot=, E£f=. PhasellB, 10000 &M LL % &EFEL 1= Hemovigilance Study, /NREZFXtE &L 1= Study.
#7 120000 WML EDEFICEVWTHENGEEEREFEESATOGNIEN L, LEEDEE
S-59 ENRENFEH DN IHFERTEIEEZLND,

EHRBOMERIZDOLNTIX 080401 IED7. FEAER SE,

OFFEIEHEIZDONT

(7) FEIEZHIER (og ZEDRRIZLTRO=DH FRALI-ETILOAIILR - B
HE)

(8) (3FAFELLBREDLLE,

(9) TEIEHERDOFTMEDZYE(ETILIAILADT—EDHTELIA),

(10) FFIEOXREHERAE, 914ILA(HBV, HCV, HIV, ZDMEEMD M ILRE

EU?HE?RERR?)
(7)(9)(10)IZEELT
TIEEFHRIZDULNTIE 080401 HEEM3I. S-59 [CKBAHWERFOFFILEESD BT FELELDRS
EX(D Assay Method S8,
A B—t T (S-59) [EI/LA, MFE. REDAHHE5T AMEK (T M) ZLFELATRETH S,
TEEMBREEZELEZDAIWNRADELIIETILIAILATHSH . HIVIZDWTIXET L4 IL A LIS
[CIAXBENODBLIz I IV RAERAWTREZTo>THEY . FEENREEFEDH TS, B BFL.C
BIFF X 94)LRI(L in vivo TEEEEHERZIToTLVS,
ERICBVWTROBFFCLNVERFZEET I TELGL, TORBRFETRTRFILTERD
T.HURBRARZE EEIBIBAIENTEETHNIE, L0 EHMENKRELLGDINELALNENS AT
HEEHT >"TRLTWSD,

(8)ICBELT
SHIZEHELLERL-HBRERIZ2005F KR L-AARF+FHOHABRUNMFI TG,

(11) FEELZEOEAT.REOHMMAMKHFDBEEIRIODETNEANEN
IR LTELEZEZONSD 2 (ENENDRREKRITH T HEEES T DIRM)
F HAEOEAHFICENT, EQXIGHMMBREIRINENLEZITRD LD
ZHERREE (HAHWITHERD TEST 2D HNIEZTDIRFBLEFELLIZLY,

ERREREBROBER. MICEALTVWSETOFERAEETIHINETISHAICLSKRIME . GVHD, HiY
(I DRRICKDREAE DFETIRESNTLVEL,

I TIC12AEEZBZHEMMEFENAHLH . MEREEZEHELTH11, 000E (K YFHF+F) Mhi59,
OO0l CREF+=F) DEHMICT1BIDEETRENHLHIEHRESNTLSRMIEHNIBSOMEAHITIE
HERBEZEBRLTOEVNIENMDOLTIHRESN TLVAL,

752 AMLa UnionBTlXChikungunyaDRITICKY ERNTORME I X 5% FE<HELTH
mek, MIFFTIVRAKRENSDZERMICKYHIELTLED, M/MMRIFFEFHABNENZOHTIVRAK
IALDBIMETEBIZEDLELLESTINVD, TTIZEALTV AR AT —ILNSSOPELLIZIBSE
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BAL2006FEEHNKYM/MROAEMRIIZIVIRIERIELIBSTUELTHBLTLNS, IBSAL
BIZXYFT-GREREDORITNH>THMBRRFN D RGN ERTEHIEANMASA TS, TDHEILA
21)7 THChikungunyamMMRAL=HIBSHEA SN TN O M/MROD HIG T X EMNEA ST,
HmMOBEERICDOVWTRKEDPhase HIZHWTIBSHIEE CRIEAN DKL ERARESL
1=

ESITNILF— TSV RTILYGRAHMA . La Union&TEHHemovigilanceDIAEHEEMNSIBS TAULIE
Lfzfl/pMrEgm TEaE o m/MrEm &L CRIMER O R EEA1000E# M =Y 1/3I1TFD
FTHIEMNHESINTLVD,

BERIFM/MRICEENDMEBR S DFHL (100%—35%) 1=+ THHRESN IBS IZKYFEILT S
CETELITHETHIENTEIN TN,

12 EZFBZAH0/MREDTTH TRALIDFEENRESN TSI OFIIEIEHEFZERL-ZMHEH
SR RMU-/MrOEMIC&YFEELT-,

BHADOANEEDTURBRMITRATAF SEEH288,

OFREILFIFREICDLT
(12) (BRERD)FEFLAOEERPOEREREL, FFLEFZRML-ZBDRIYRE
EDXSIEHELTWAD D,

ERIMIZHLT 2 KD PhasellB REATAMEHBINTLND, CNHDRERIZHE VT, 5% S-59 A
HPLC THRIESN TS, RESNT-B1EEIL 05uM(50 1 g/300mI) THY . #ERELTEHEITFN
FhnoduM RV 046 uM THo1=,
— B AXIZHET 25mg/ke. 28 BELEFRIRELTLEEFRIFHRESINTOVEL, COZE(X. BEKT
M/NRAERZEMEIN-HBED S-59 AREAEZ (04 1eg/ke) ELEBLT-15A . 60000 ZEIEEICE
{,BeEMNKENZEEFRLTLNS,

Fl. — A ARREICETE2REEF. BLEMREVXEIZSEWVNTERMSMNT- Phasell Study (<
BT, IBS NEFAM/MREREREBEOM/NMREREROBICAEEEZ RLE-AEERIIBES
NniEmofz, £f=. PhasellB, 10000 #inLl EZ#5EFE L= Hemovigilance Study., /NRZEXRELT-
Study. 9 120000 &ML LDEBICEOVTEENLGEETZERIIERIN TGN EMD, LEED
R S-59 ENHRENBEUHINIIHFETEDLEEZOND,

(13) (BREIZHES)HABEDOREESE
NF— TV RADEEIZENT, FELREBIZLSHBIBEIIHT —8%THS,

(14) (BRERICHE)HAOEYEEDETE
In vitro DFRERTILIBS IR LA RBE TEN AN TLEINELELELAABBDEEDEHFHRNTHY .
MDin vivo DVHFTOEHMBEHMET I CRELEHFTENROONT | M/MRIEMBREICHEE
HEEEEZLRWIEAHBALTNS,
F1-KE D Phase Nl [C&HHEMDBHIEZ End Point ELT-FERERERT IBS B EGRBETENL
WIEEEELTLNVS,
MERZ DBHFAETE IBS VEIZL->TI/MROEAEHLEZ TULSIERIEEL,
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REELECEYM/NMRODOEURFEILX7T-8%E T I HAFEE CTORTIIMREDOHAEER TIELM
BIZHESTULVEL,
ZOREO—EIFM/PREBMIZHI-> TEBRDORIG TIEEE ICITM/MrREEZEELTLVENIED
HdLEBRHND,

FE4A(X 080401 BEIEM6. M/MROMRE SHE

O (AR, BN DIKRE)

(15) EA.BENETHEBAEDIRIKIEL,

(16) BHNTREBR(IFSA7IL)TIFGL ERICEALTVSEBIEIENITED,
BAEBILRTDOER SR 080401 BEAELE
EMmIZEHnf-f/MRIE 12 BNy L,
* HRPDDA L A—TREAEUL—F A —R—12 HE)
RNIVF— TSVAR BRI ABYT /D1 — ARAY A I—T2 O 7, Fxa, AARZT,
HI—k . IL—17F
* THEAPECORREAH
TS5 R Afssaps:2005 £ 7 A 19 H
K4v:2007 %1 829 H
A4R1)F7:2002 %3 A 31 H
ARA2:2002 £ 3 B 31 B
* FA)HDIFIK :FDA EBEE
K ETIEH MG LEZ End Point IZL7=#9600 A #1#£ 0 Double Blind Phase IIE TR T, HEZENIH
AR DE R (XERICBENR O YR ESNTULVET , Phase 1, Phase 11 IZE W THEREITEL
Phase Il MFRERFER T IBS WEL-M/MREBMLUI-EHICHRBLBRLTCHERICHETORESE
NEWLWIErHLMELIZ, CORRIZOVWTEMRAENTHONEMFAEDFHER S-59 WE(ZKLHE
EORETEHBEWNEHEEINT-, RRELTEZONSDIEM/MrREMAREYRLHEIZLESHIEA
MFEDEEEZZT-EE. VI BHBEZZ T -EEN S CARICITBEHEABRBNAOTNDIE
MELLGYFET, MEHRARISMEENRERAELTRETHIIENMONTVET , MEHRDEHE
ERR=ETH S-59 WMBEDAMNRLABETEIY ZLOMIHREBE 2T TLVELTz, LML FDA [XE
L7z Phase Il (ZFEEZTDHELXRETHIEFHMNELHBRTIIEVL O TRBELHBREEREL
TREDHEEELB T ARELNSIETIAARELULOHEBOREEZLEL Iz, NI S-59 FAFKY
X EHREOIAEICHRGFRAENZE{FELNATOWTEMERELLTOMEZEOHAL10% U LEH
YELEAREIXABBRAEZSREINTHEZTOREBEILSWUTICHEOTWET , F-ALEAED
BEHRE S FHUAREICEDL > TS =OROTRILESIHREEL THERILHERTELL\D T FDA
DEBELHEERITTEEL, —ARICEKRARBROMEEEFELI- EU, AFSAP(DZR), PEI(F
AY)DEEBERETARTEED LMBRBEIXBNENSIETERRALTWS, COMEICOLTIErACE
NEE. BEU Ministry of Health and Human Service D AN E L TERY LIFSN FDADIELED
SRR THHIED PELD Dr. Heiden M SIEHESN MOV REETEH HSS DRFETHEIELLYEL=. &
STHRBERFERIEIRETHAZLETT HRHBERNHD. —ATIXEEILBEIZKY FTHLTLVEL
REOBANHYZENRBETHLTIEACERYLTRIET RELWNSZETHEICHE>TOET . K
E TIXER M D Hemovigilance DIERHLEHE TEELTREITZ AR THESHLTLET,

(17) REHEEAFEARO-RELTOERMARE CRERIR) F—LEREDATHE
I,

M/MRERE S DERICH AL THARF—LERRT S EITHATEET . LALZOHBRDOENE

FHRIM/MRZERET HAIHEDTHRARARD-ODARPF LR EE (BARF+FH)ITHYE
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¥, ABRBECREAERC OV TIREIC BTV SEE R TLVET,

(18) AFIEEMCKYREDREEREDSL., MIZEKTELOHN, TELELE
LEBREOOLINED L SGREFERENTHONTVWSETIIELEREZEI L
EIEBIELD, Tz, BN TEHBTETLWSIEREXHIDH,

R S CIXEEOIRMNMEERIEITHN TGN, 72120, IBS DEAIZK>T, Fif-HERAKRED
BMAFRBIZELATEEMELHDH, BMEREREICEALTIE. IBS REETA . BRMICIEGELTED
FOHELA, FEMKBEI—DFHIERICHS, X FELLEEZTL-OUNBERITTIRELGDH.
ROEHGEREIRNRENIFVR  ANLF—THRESIN TS, LOALFHETERORRIZEST
BRDZTHAD, IT5VAIEBADEER Single NAT DB A[ERELHIMFL TS,
ERELBSE OV RN )LF—)

HMERR, FovRBHATELL S, BMOBROKABRAREIZLS (CMV) IE,
GREHEZ 7T BETERABEICKYREERNBL TS
MFEXFHD TETHOTEHHYL-MBFLXMBRJGE(CHMMATES,

(19) IARMRI4YrDOREEREITTHE BATEBSHRBHELTLSH ., FiF
ILEDEFRTHRAIMNMEVNIZLGSLRVDTIFEND ? ZDBERETZAEHDH, HL

ADFEWLVBARATEHM#EGVHDFHD OB ZOHLNDH,
* GVHD D FRAICREL T,
Y IRBHRERZEHAINNIFNIVENEVNST—RIZEALT. BRRBRTO y EBHEOLRT—4

DHY. YA HAVEERE(L-8.IL-18) Z v RBHTNIEL IBS NIBTHEL-HERTIL v #REBS
I/MREYBEEICHFIT SHERNFOoNT=,

Fr-5-59 (L 83 BEMEITHETADITHL v #REHIE 3 TH 7 FIEEXNEBTHSH LKLY IBS ALHE
Ty RBHERFEHDHMIZTNLLEIZ GVHD OREZINFTHEEZONDS, LIzH>TIBS LHEL
HOR—RNBZEH AT HEIEEZTLVEL, (IBS A :S-59 [TKDARELNLE)

—7 ERREERT S-59 ICKDRBELNEBLIII/NMRES D TRBH LGN H D HY. $ 57 ERE
ELTLMRLY,

(20) FEMHRMUNDFERIZEDSRFILEDKRET T, vy REHICLLIHMERED
TR,
SE: 74K (080401UVC) HY, BMEKFFILEEDH L T—REBS E T Virus DFREIL
MTEALY,

UVC IZDWTIERad7IL et DA RZAERBENHY HIV OFRFIEA1. 3605 THbDESNT
WET, £ UVC [2DOWTIXIM/MRDFEHETARESNATLNET,

2. EMBEERVERICDELGT —2F (BEMICH T HERM)

1. MB
1) SLIEfR C5a A 3 BITEML TS, SHIFMEBIZL > THAMNFEMHIELIIERT
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HY MEBBEDRELGETULF—RIGHABEMT SRIREMEN DS, FTf-. K
BITRETHEAHAHID T, HEAIRLGMBEEDRF IS TNDSDH ?

2) MB ERERTHMELZ NIV ON?HL, MBF /NI DENTHET HE
FHHo-EHE AN TOIRBEILIFFHERSNTOSDTLEIOIMN ?HIZIE, K&
BREIZMBEREB LAV NIDNEFELGE. BRICEI - THE. 1 EEHERRENE
A, MBS BIRSNDAIREEE VDA, 2

3) MBELFEELI-MBAVNINLBIZE>THRAT S 1 EEHERDO-OITBEEN
AL TRATUF 7o EE->T MBI T HEEMAEDNELESNEL
OM?HIC, BERERECTME—DBEICRETHES B CSHRAENEDS
NPILGLHAREEEVD DN ?

4) BALEHISETEARBRRENRMDLEZED T —IBHNITRTL TN ZE
=0 F EARICRPENFEELLESNNONIE. TOER BIZE, LIEEE
AU EIZOAINREN SN O1-F) LRLTUL=1ZELY,

5 SETORERBELBESN-EELEMERBAHBNILRLTLZERLY,

27EMFLY
6) HFESURBROEFMLGEHEIL HIAE, ERKZESTOEMELL, LD T
LREBEEALT, ESLVSEMRZREFH LM ETH, thDFHEHABRELRFRTH
5. BERNGEHE EHEDEMARDERZERELY,

080401 IEZD7. EMHBRERESHE,

) FELCEDBEOTEMLUREIZES>TE 2mg OF7EMLUNMEELEEL
THEET D MBAVNIERELETENLUEEDISITKBEESN LD M ?
T HRRICHEELEFFRE T ORREEREALEIENHEIN ?HIAEEL, K
[BIEEICMB ERBR LAV NIAFEELES . BRICE - THEBAKIESNDS
AIRETEIE LD ?

P EAEY IHRESA T IRTES FITHE- TS, FREH. S-59 ORBEV
PO RELTHAKEMICEETIRMIIFERICENEE LD, S-59 TUREL-M
IMRD 28 BREERFKIRSDEMHBRTEENROONTELT BRI BNEEZD,

8) FEMFILUVEMBAVNINMEEL THBESENERLTRATUOFT UGB
W2 2D, MIFA /7T H5EBEMANEESINGOON ?4FIZ. B
CREAEBELTIE—DEFICRETIESIIECHRENMEON LT LEST
BEEEEVON? REBREZOEIERELTEBEMEELEDENLELD
nh?

RELEBLI-=Z2—D—FVFADYXOREZERWLTin vitro TRATZUF T UNEESNDH
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EIDDRHBERELIM, AT F7UIIHERBEIN TR, SHI2, BRRHER. TR&D
BEZBELTORRELEDHREIIEL,

%

9) BALMMIE-ETEAZRBREENRDLIZEDT—20HBNITRRLTULNE
ElW T EARICREENREL-EFNLHNIX. ZOER (FIZIX, A0
BEENLUEICOAMIIRENE M O-F) LRLTUL=EE,

BEAICEALTWSETOFEAEBECIEINETICHBAICKSKRILAE . GVHD, WMIMDRERIZELS
RBREDFEEFHRESNTULEEL,

Y TIC12AEZHZMMEELH L. HEREZEMLTHL11., 000E (KM YFHK+F) AN 59,
000[E CKEFH+F) DHMIMMIZ1 B OEE TRENHIEMESN TLSHRMEHNBSDEAHITIE
HMEREZERELTORVICEMADN DL TIRESN TLVELY,

RNIF— ITSVATILGAMA . La UnionB THHemovigilanceDEEFEREMNSIBS TAIEL -1
IMREMTIELEFE O M/MREMICEEELTRIERDOREREEN1000EE M H1=Y1/3ITHADTEHE
EDFEIN TS,

BERIFM/MRICEENDMEBR S DFHL (100%—35%) 1=+ THEHRESN IBS IZKYFEILT S
CETEBICHETHIENREBINTILNS,

127 EZEBADMI/MRE D T4 TRALIOFEENRESN TS OHIELIE EEERERLI-ZHEL
SR RMU-/MrOEMIC&YFEELT-,

BHDOANEBEDSURBRMITRATAF SEEH288,

10) SETCHEREEBELERESNE-EELIMERBLAHNILTRL T2,
1200006 LL L DEELH LN, EELRMERRS XL,

1) M/MRIZEWNT 2mg D7 ERLUAMEELFES L THRET S0, HEEHSmEE
TIEESHIZELDTEMLUAMBICHEEL TERET HRIEMENH D, MBFD
T—ANEVNDTHELTWEE LY,

®BEMm,

3URISEY

1) #EETHIMBANYFEVON? L, MFLNNIDENTHRET IERFH
HoBE. AN TORBEISLLIEFERINTLDIDN, HIZ L., BE-REKGE
[CHEBLIAV N\ IDBFEELIGE . BRICK > THE. B S As A iR
SNDAREM TR D M ?

1) BAL M E TEAZRBREENBOLIZED T2 HAIFR AL TS
=\, Tl BARICREEARELEESNNONIE. ZOER (FHIZIE., 0
BEENLUEICOAMINRENS M O-F) LRLTUL =&Y,
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14) SETORESRBERESNEELGRMERBGIAHNILRL T =ZEL,

3. IHE

(1) BROBRLIERFEINICGEDIEFIFFELLLL BREZ T2 ERLTITOIN
&

(2) EMFOEMAROERZEASLV. TILEF. RBOREEZITOTLIAE
. WRERERFORFLITONT(r RBHGE) CLAEZFERELYBEELL,
WIFNREIEDBEEDREANDBLE,

(3) BARLHELTIE, BFRGETRFELEZELA LTI T HAGHNBE,

(4) REHEEEAFNELTTRELERMEZFATIEOSONREDRLAMGF A
K TIEELD,

A F U BIE R

1) BR(2)--B8&Z0FE (ERZT, RofeEHT N EN-> )
#* T v MoBIT 5 ¥C-S-50 Wik MC-S-59 IR A WP -4 Rk S A
TS RETE M D i & D WK TH o 7= ik

S-59 IRAK
S-59 CAD FEALEE CAD AL
15 Il mIEr, PR R, JRE
BE JPleR, EfMER, A, | AP, N, A, | IFRE,  ENE, ML
THLE, FJE ek, NEEE
AR Mo, BR, REWOREAR | 6, REAGREAE | WM, AR, HERGHERE
(HE) i, Mg

2) (1 3) BEIZDETIE (BHEFEOSEOEMRDOINY EX DD DFTIE)
BFN DRI RITH 7-8% AL T 22, R (h/IMiEdE TR CoM/IML Ny 7 DFE
FER) IRBINTORWEDLILRUN,

3)  (BHAfCHTHER) ------ TE M LUICETERME S 1) RKEIZEE-
)i 2 EI-SEYI]
MAE% IBS TARIEL L CTEs A, BLOEETIILH O S-59 O L)L ZHiEt L T b,

24



1. flEH AN ToRER
IBS CTAIGALAEE L7 1 U » b EEG LI L S EGEZIZE—27 LoULIZELZOR
FEIX 1 Ong/ml Tod o 7=, S-59 IFIERLITII 2 HIER L 1 6 -2 4 FEZICIXIZF R 5RO
LAULIZR S T D,

2. BFETORE
B CIT M AEASHA D WL B 7 AR PR i RIS PESEBET (TTP) DBE THMFIL T,
S-59 B T T1/2 13 41 43 T v s\ T MU & - REETIL 6.5 BRI Tdh - 72,
IMAERE 173 S-59 DIRINTO 5 RIER 7 HAREMICE TV D & b b,
LOLIRMF LEEE 2 icn T hoRBRicB W CHg 0 Ligm L THERERIZALN T
720N,
4 BRI 0 S-59 1% 1.7-8.5 ng/ml T 24 B[ #£121% 0.1-2.0 ng/ml T&H - 7=,

BEGE}
Plasma Amotosalen Levels In Healthy Subjects After 1 L FFP

15
-
£ —— Subject 10
~~
2 . —— Subject 11
5 —— Suhject 12
IS — 4 Suhject 13
o ¥ @ Subject 14
2 5- I .
o I Subject 15
@)
o2 1
Lo d
@ |

Hours from end of full rate of transfusion
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Amotosalen Levels (ng/mL) In Patients

) 1- 4 Hr Post 24 Hr Post
Patient Group N . .

Transfusion Transfusion

Congenital 28 84 = 27 09 = 0.6

Acquired 57 54 = 34 20 = 2.0

Plasma Exchange 16 1.7 = 0.6 0.1 = 0.1
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Fr20F4A8BRHE MAFXRMBZEEZRER - RERIMH
ERARZERR EMEMFETUNF I 1E0H)

1:BMEHELTELNTET= transfusionDE/HX TIX. M/PRIZFHRIMLF-S-59D 15%
MIM/NHRIZ, MEEITHRAMLT=S-59MD15~22% L MIFH D IFHEETHEERHINTLE
T o TDZLILAERAIZ associateLTLVDEHYET , M/MRDEBEIZEEEZEL D,
JEIZS-590ER L. S-59MNTTUITH-TS-59MES L= M/MRICO & RIET B
ADNELESNBBEBREELZL DL ? RHRIZ, S9N S LML TEHE
MNTEBAREENH DD TIL?

S-59MELf-Eri/MR, XIFERDRZEDHFFICHELLHBRTEIBASHE D
EEFIEDHON TG, ERESNTLEN., REBREEZICRSE, EFMIRTEHEE
RIRT B E DRILIBEH E>THY . AL, EELTRVLOMERLED, @EH4
RERREONMBEIEHEVLA., FIZIE, DY X0 Mm/NMROMmEEES-59TREL, DHFIC
REBRELIZIGEICS-HINEBLIZM/NMREADIRIADEENALNZLESHD TIELELY
YA NN

2:S-BZKAHFEHRIEMBONIEDIFE . S-59Z R MT 52T TERBREFDLDOH
(EEEIMET I HH. UV BERICS-59ZWBEIE SO IT5HFMELLLE (?) IR FFRE

NILELLGHH . BRERFOEE TS EFEDREL THEATELIREEICTRDILET
BEEDM?
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INMMATBASHEE

FTR20F4A8HMME MAEFMREEZER - TE2RMARRERZARRK
EBMEMEET (AT 2D H)

1 EMERELTESNTE: transfusionD iR T, M/NRIZFHIMLI=S-59D15%
AYM/IARIZ, MR T=S-59MD 15~22% IS MR HEE T HERBINTULVE
9o TDZLILBERRIZ associateL TWNDEHYFET , M/MrRDIEIZEEZESL LD b,
FRIZS-59DMEE L. S-59M/NTTUITHE>TS-59MEE LIz I/MRICO A RIET 1
KOEESNBBEREIZLGODH ? BHEIC, S-59MEA LI-MEER S S LTHIRE
MTELHREENHAHDTIL?

S-594LFELF-ErM/IMR, RIFEFMIEZ DY FICHRELIZHBRTEBALIEG RAD
EEIIBHONTVEL, ERESNTOEN, REBREE LR DL ENMIHT %
RUNG 575 E DRILEEETE->THEY. RHIC. BEELTRVLOMNRENTZED, BTG
ERERREONMBEIEGVLD, FIZIE, DY FOMm/NMrOmiEES-59TRIEL, DY FI(C
REHESLIGEICS-S5MLEBL-M/MREFADTADFEENALHNIZGLHD TEGEL
ne
1) 1=K B Neo antigenecity DFREFHZDULNT

S-59 MDAIERKEAFEIZZ =Y Baxter, Cerus (& FDA Li3ED LEMWIERZERELEL -,
CHEBO LIV FERAVARICIIAL/NME, BEVMEERAOTNET, S-59 TLEL =M/
. BWNEMFEZRAVTRELIZDYFIERAEEYELZ, CORKEIEWLT NE Polyclonal TLT=,
ZITHLNZYYFOmEr/MEIAZE S-59 TRELTLVEWM/MRERIGSE =& S-59 NI
Lizf/MrERIGSEFELEZNARIGLERATL . HET LV FITEL AR IM/MMRIS3 T
HPUAT S-59 HWMIZE DR REMICH T HMATEIHYELEATL=,
FRICO Y FOREFNRRATMBEZRHTH5ELDTSHIHNNIZTDORBEYERHETLHLDT
EHYFEEATLL,
—AREIZELLTMA TN DT ILITIVICDOVWTIEV S FOHAE D/ R, S IHE TR
HL-HETHLRHMLEL,
COERBTIXADOMI/ME, SKUMEMIEE S-59 TRELEEVYXICTRELELENZITELE:
Poly Clonal HuiKIZWVF it S-59 MEZELTLVEWLADI/NMR., BRI MIFEERHEL THYERIIC
S-59 TALELf-M/MR. BLMIMMERERH T SO TEHYFLEATL,
COfERMND S-59 TRELI-M/IMR. BLMIIERICIEFH-ICMREG IR ITRETVVGNEHER
SNFELF=, £ S-59 HNE S-59 DNRENICH T HIMHEDERLEBDONFFATL

VY XO /MR, MFZRAVNVENOEREREZREVIRT OICHAGEDMEE, S EM/MMrZE
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RICEADS [FIRETEENIETT,
S-59 12 AMAEDERDAIREHZETERICEE T A LI TEEREANCNETORIERKRGER. fR
RELER. TR ZAEDHERI DI S-59 [T T DRMEERDME THYFEE A,
SEFETITEPO, G-CSF D &I EGRFIFETHEL-EMLZRRILEL DRIERKHER., BRIRHART
HRAEROAREEIC OV TERRMRHLTOET AR DL T ETIZ600HIFREDEHIZE
BRE LA ERDROONGEIN Iz TREZICIEINMADREFIToTLEE A,
S-59 [ZDWVTHEERRRER TH 7006 DEFIZ DV TIHALE R OB ELREALTOET KDL
RlEHYFEEATLE=,
CNFETODECAHI12AEEBASBMICELONTOET AMADERKTHESNTOER A,
2) S-59 [CRT BHARDERDATREMEIZ DT

CHBEOLIIZS-59 FMBOREICZHEELET . COBELIZIKETO S-59 DFFHHAIEH
6. 5IFREITY . (M/MrPHMmIFHEFEIL)S-59 BMICHRNLERWVWTTIAEBEBEEIN LGOI EIEHEL
HBNTWET , M, FIIM/MRIZHEELKETLRHEIIRNTY,
MAEROUEEEERICEETSILIERETTAINETOEIAMEERE T IEHRILATES
PREAER. ERPREER. MIRRATLTBEL THYEE A,
8 —MOP 7 EREICEEODNTLEYILALEMIT OV TERAELEDREFEBERATHYFEE
Ao

2:S-BZKAHFEHRIEMBTONIEDIFE . S-59Z R MT 52T TERBRREFDLDOH
(LEEIET I HH. UV BERICS-59ZF B I SHT-DIT5RFRILLE (7)) J0EERFRE
NILELLGHH . BRERTFOEE TS REFEDREL THEATESIREEICTRDILET
BEIED M ?

m/pMrRARFELEX Y MTERARFLLERYSTIES5OIELRE (CAD) DRIKNELY. C
ADLIEEFIMNRLGTYE T, ML NET HIHE . REHIRZT IV ERFLG hELEHNABDC
ADAZBRETI LM (15~307) DABELEGYFET, (TRI1SH)

AR AR BR TARECNEFIROMBORERFEEHEZLELTVET , BAEELT 25ERFRE
RET4TV/ =T RUT7IE—LIE65%LL L, D793—V VI, KEUXIE70%LL L D EF
[CDOVWTIFEEZRELTVWEL A CORBRTIERFLLEICLY L OHDDEBERFIZHT M
FEHEETHROONFETH, IRTHFEELLAEEICEHMLTEY ., FE LN M F (L H RS L
BLRKICHEATRTHYET (TR28HE),

Fr. T TITL—FOTHEALTWSRMN D A—THERAENELLTLVENWEDRENHYET,
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1 M/MRARVMEATREELES Y
M/MRAFREELES Y MmIEARFLLES Y

INTERCEPT.. for Platelets

Platelet with
INTERSOL
solution

Prepared by
INTERCEPT
Preparation
Kit

£2 invitro AV A—tTrOMIBHIZ D RERFOREE

FECMBRIOER. | FECRBEHOEM N
BERT e ’ ! ) ! Rigm
(IU/mL)? (IU/mL)
I795—1
. . 91 290+48 209+36 72x5
(T4TYJ—H L)
TJ7945—1 59 96+11 85+11 88+4
T7953—V 91 130+21 119+19 92+7
T74945—VI 91 123+26 95+20 78+6
T7945—VI 91 157+36 115+28 73+7
T7953—IKX 91 108=+=19 88+16 82+4
T7943—X 59 10013 8611 86+3
T7953—XI 91 103*22 87x18 85+4
. TEAL MEBHT RELMIBIE I R
ROY—=U R | # ’ '
(#) (#) (#)
PT © 14 11.2+0.3 11.6x03 0.5+0.1
aPTT ¢ 13 269+14 31.6+21 47+0.8

ad4)/—F2lEmg/mL
b:600mLIMEZE(Z150 4 M S-59% R ML 3.0J/cm? UVARR ST % CADALIE
c:Prothrombin time

d:Activated partial thromboplastin time
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Fr20F4A8BRHE MAFXRMBZEEZRER - RERIMH
EEEARIEZERE EMNEMFE2(FHE)

EUZEEH. EHOFFLEBTEBALTOSZENZTNDOEICHEITHHEDERE,

i AmMARFOE MG (REEEHEEALTODRFIEERL TWRLEHA

B EOSLFFERKMZEZBERALTLSRAIDEIS (T E%H, F-. #iGFE
DEIATONTLS D (HEE. EEROF LIV IGTEDIDONF),

C BHOFRFLEMEERT SAORFICHMEKREEZITo-HGE L. FELEMZE
BERALEEAICHMKBREZTHENGEZHEL T, GVHDEFDRIERADH#
BIIEDLIITHELTNSD,

. EUEEEICH TR FLEMEARSEITGHIM (AR, NATSH)

. EUXZEEICETHRFEEMZEZEALTOWSRAOHRRAEDERE GRER
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377 )L EE

FTR20F4A8HMME MAEFMREEZER - TE2RMARRERZARRK

EBMEREE2 (&4ttdE)

1. EUEEEH. FHOTFLEBTEZBALTOSENENDOEICHEITHHEBDRERRE,

g FR I R R H D £ AR (R FERTZERAL TV SHASBERAL TOROEH

A EOSLFRFEEMZERALTLSHEAIDENE (A% H, Ff=. #iGIXE
DEIATONTVSD (HHEE. ERIOFLIZIYHIETELIDONF),

EE
MEFRFNR | vaT77IILIERKIC | vaT7ILE G .
B | EEORS | SUEShmE | CEymEShr | TN
& S (A% I #E & (%) -
ThELTF x 2,000 — -
7
N)LF— O 70,000 100 100
V1L X 2,000 — —
5502 O(fFsk# | 150,000(2008 &£ | 60(2008 £F | 100(2008 &£ F
12) T A pil)) pil))
Xy x 8,000 5 —
15307 X 34,000 5 25
IL—7 x 300 — —
o7 x 17,000 1 1
U R—
9 x 1,000 — —
ARAY x 105,000 44 69
PEIP X 9,000 2 2

NILF—=RUVISVRIZEWTIZE L&Y —E X (National Transfusion Service) A
MIFDOH DA FLHFIZIRBL TS (RNILF—TIX 2004 EM D, 75X TIE 2009
FEEXTOBITNFTEINTINS) , ZRMOETHOEIZH T, EBMIUIZHEBREAE
A9 5MRHF(RELEFRVRELF)ZEHITERT HIENTETH S, LHL
EMSEMICHENTIE, MEERFECIZm/MrEFOF FLERNEETHD,

2. FHOFFLRMEZERT HRIORACEMIKREZTo-GE L. REERITE
BEALERFICBMIKREZTHOEN>-HEEZLHEL T, GVHDFDEMERDH#
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BIZEDLIITIE->TLNS D,

EES

el £ TOEIZH W THRMBREF M N/ NMrEE| DB mEkRE X, REICEVET
S TS, BMEKREDEAR. BIMABAKICKIBRAMIIELIFEDLIZ(M. M.
Mueller et al., “Clinical impact of leucocyte depletion — what is the evidence?”SHg),
GVHD D FRAICAL T, mEHF FIKALLTHUTRBH I TS, LHLELASLT
a77)L<# 8 THERAFLEX UVC 28 /MR BFI R FL 3R &, AU < iRBE DR
BIZLGYRDIEERFIN TS,

3. EUFEREICEFAREEBMEARFTEICLH=FiT (B, NATE)

EES

REERAREASAFOOMDEICHEWNTIE. BEREHRBNEKINT-, TODH
R. JYBHERE. REAR—ADEHECIER A MIE MR HIBIC DN o1z, AFL
VIIIL—NEBOZEACHEVCANLKBRELVICEFEOREZEKLE-EIXE N, —AT
AFLVITIN—NEBOBAIZKYF-EHREDENMRUVBEFEOREREFR LS5
B (27 )L NAT ) [E1THh N TULVERLY,

migsE| -

BRMIZHEWNT, FYMIIFERAIN TS 0.65um D T4)LA—IL M IEEFI A B mEkERE D
LI A—KYBMBEMN B V=6, THERAFLEX MB-Plasma ALEE (i #F S4%| o) B M Bk R =
DRELLD,

M/ A -
THERAFLEX UVC-Platelet SLEB[Z kY, fFRMICH U RBHHEUICHER ) —=
TREBEOEBIEGFINS, REDERETIEX. 9M/ILANATREDEREILHELLL,

4. EUEERIIHETHFFEEMZERL TOLSRFIOTREFAEDRE GAER)

EES

MRZRFAEIL. RNEEIZEASNTULBAEE DSV AR UEHIM Y —E R#£R8 (Blood
Transfusion Services) IC&KYEBINTHY . A FIRALUICTFTV AN ELDREEREH
LTW%, ETORINEENAFLU T IL—NEBIN-MFEFZ S 2 TO MK A
[T DANEEDSURTOTSLERBLTIND, B, BEROEYEMHEDER (2
SURIZHITBAFLUTIL—NEBMTFEFI O MEIEERRAER. %) H DU (L Politis F(Z &
A Ea PR 8 A #2ER% (Vox Sanguinis, [2007];Volume 92, Issue 4, Pages: 319-326) M\ H &k
IhTuL3,
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@MocoPh@rm@l

Robert-Bosch-Straiie 11
D-6322% Langen
Bestellannahme Infusion

Telefon: +49-(0) 6103-9008-88
Telefax: +49-{0) 6103-9008-20

#Maco Pharma International GmbH - Fobert Bosen-Stralle 11 - D-63225 Laagen Zentrale \/erwa\tung
Telefon: +49-(0) 6103-9008-0
Mr. Takahiro GOTOU Telefax: +49-(0) 6103-9008-90
¢/o Blood & Blood Products Division www.macopharma.de

Pharmaceutical & Food Safety Bureau (PFS)
Ministry of Health, Labour and Welfare (MHLW)

1-2-2, Kasumigaseki, Chiyoda-ku

Tokyo, JAPAN, 100-8916

Your Reference: Your Message of; Our Reference: Dr.W./AH Date: April 30", 2008

Committee questions from April 24™, 2008

Dear Sirs,

following you will find answers to the questions raised by you on the Theraflex MB Plasma
on April 24™, 2008.

1. Actual conditions of blood products supply in each country, where the inactivation

has been implemented
{Please specify the total number of blood products supply with breakdown of inactivation
" processed and non-processed blood products in %. Also, describe, whether alf supplied
blood products must be processed mandatory or user (physician or hospital) can chose

one).

ANSWER:

Supply of pathogen reduced blood products by countries:

In our letter of 31.3.2008 to you, we indicated in Table 1) the list of countries, where the
Theraflex MB Plasma has been registered and used in clinical routine. Below you will find
a table of the countries with the actual quantities of plasmas treated in 2007 and the
percentage of the total therapeutical plasma units treated by Theraflex and/or by other

methods.
Geschaftstihrer: Deutsche Bank AG {restrar Bank
Peter Keermmers 8:.7; 505 7004k - k7 781777 800 BL7: 500 80000 - KTO. 926 (30 00
Amesgericht Offenbach HRB 33620 BC DEUTDEFFS05 B DRFSTIERF

USTOMNE DE 119300 4700 BAN: DE4BS0ET00180781777R00 {BAN: DE/EOUEO000NCAZEEN000


GTYHN
テキストボックス
（参考）マコファルマ社回答（英語）



Country Inactivation Quantity of % of % of inactivated
for plasma plasmas treated | Theraflex to plasma to
mandatory with Theraflex therapeutical | therapeutical

MB plasma plasma plasma

Argentina | No 2000 . -

Belgium Yes 70000 100 100

Brazil No 2000 - -

France Yes (in future) | 150000 (in 2008) | 60 (in 2008) 100 (in 2008)

Greece No 8000 5 -

Italy No 34000 5 25

" Malaysia No 300 - -

Russia No 17000 1 1°

Singapore | No 1000 - -

Spain No 105000 44 69

UK No 9000 2 2

in Belgium and France the National Transfusion Services offer only pathogen re-
duced plasma products (in Belgium since 2004, in France conversion is planned

by 2009).

in all other countries the physicians and hospitals are still free to use their plasma
(pathogen treated or quarantine plasmay) by themselves. However, the trend in

Europe goes clearly to pathogen reduced plasma products and pathogen reduced
platelet products.

Leukocyte reduction:

+ The trend of blood transfusion related side effect occurrence rate, such as GVHD, with

inactivation processed with leukocyte reduction and without leukocyte reduction.

ANSWER:

Please note, that leucodepletion of all red cells and platelets is mandatory in
Europe for ali countries since many years.
The number of febrile transfusion reactions has decreased since significantly after
Introduction of universal leucodepletion (see f.ex. M. M. Mueller et al.,

“Clinical impact of leucocyte depletion — what is the evidence?”; Science series
(2008), 3: 85-90).

To avoid GvHD, blood products aré still gamma-irradiated. However, it is expected,

that platelet pathogen reduction technologies, including the THERAFLEX UVC-treat-
ment by MacoPharma, will substitute gamma-irradiation of platelet concentrates.

3. Test:

The existing tests and/or processes, such as leukocyte filtration and NAT, which can be

omitted after inactivation implementation.

ANSWER:
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In the different countries where the process is implemented the quarantine storage is
omitted. This leads to be,iter logistics, reduced storage space, and immediate provision
of the plasma.

Neither leukocyte filtration nor any at the time of implementation of the MB procedure
used test for infection markers was stopped in any country. Nevertheless, the
implementation of new tests or tests with enhanced sensitivity, like single NAT was also
not done after introduction of the MB procedure.

Plasma:
In Europe the THERAFLEX MB-Plasma Procedure substitutes leucodepletion of

*  plasma, since the membrane 0.65 um filter is more efficient than a'plasma leucode-
pletion filter. :

Platelets:

We expect, that the THERAFLEX UVC-Platelet Procedure will substitute in the future
both gamma-irradiation as well as bacterial screening.

We do not recommend any substitution of viral NAT-Testing for the moment

4. Post marketing surveillance:
(Specify the actual condition of the PMS including fotal number in each country):

ANSWER:

Post market surveillance is done by Blood Transfusion Services and by Hemovigilance

procedures installed in all European Countries with most experience available in the

U.K. and in France.

All European countries have ongoing Hemovigilance programmes for all components,
. which includes MB-treated plasma.

Additional, we have follow-up studies (like Phase IV Clinical Study on MB-Plasma

In France) or Publications on clinical use of Politis et al. [Vox Sanguinis, (2007);

Volume 92 Issue 4, Pages: 319-326], as already mentioned in our last letter to you

dated 31.3.08, under point 4.b).

We do hope to have answered clearly to all your questions arising on April 24" 2008.
if something is still unclear, please do not hesitate to approach us.

Sincerely yours,

o

MacoPharma |nternational GmbH

Dr.‘Wolfram %@,@\S g( / ’ /(rc/ é/

Dr. Stegan%eichenberg

- Scientific Director - - Project Manager Pathogen Inaetivation -
Copy: - Mr. Gus Ribeiro, General Manager, MacoPharma Asian / Pacific Region;

- Mr. Hirotaka Nagase, AMCO Inc., Tokyo / Japan;
- Mr. Kenzo Watanabe, AMCO Inc., Tokyo / Japan
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BCT Japan %X &£#t[EZE

ARSHEEZRAR - RERMAERGRZERR
ENEMSEIE2 (S HE)

1. EUFEEF. B OFFLRTEZALTVSDENELDEIZEITHHIEDERE,
g1 AR 1 % BH O £ G (RBEEBZERAL TOSRASERL TLELRA O
B EOLFRFEEMZERAL TOSEA DI S X%, Ff=. HBEIEDLS
[SfThh TOS (HHRE. ERRDFRLEICKYRIGTEZLDHFH).,

SEIFLIFERATFILH M Pathogen Reduction Technologies (PRT) ARFE SN TH
Y, I3—Ay/N\TIIEFATEEFRAINY ., SEIEFLFEMEBRBETHo-YLTULET,

— 3O MBAIBEOTES PRT LB A EAEATRECREINTLNET,

Solvent Detergent SLIE (1990 X #NEAMNSLNA WAL E TEEIZERAH)

Methylene Blue (2001 FELUEHIFGICH T, IR ARA A R2)7 . EETERESFE
A)

Intercept Blood System(2006 FELI[§ CE v—VEEH @RHERAIZOLTIXIIFRIER)
Milasol PRT System [&. 2008 FIZM#FNET CE v—VZWMBFETT S

—2 O M/NMRLIED TES PRT EMNBAERFTINTLET,

Intercept Blood System(2002 &£ CE ¥—VHWBLE. EIZTFVR ARSLY N)L¥
— =R —ToNME L A—TREMIZFERS)

Mirasol PRT System (2007 f£# 12 CE Y— VG EH METAILIUR ARA2 A
A) T ERREFEEDOLOMDMF L F—CTREFERICMAIF -5 ERZEEH)

2FELT. A—ayNTEBEMIZERASNSGT R TOM/NMREFID 5% PRT LEAH

BENTEY . CNoDEFIAND PRT OFEAIFBAONIEMBERLNHLHIEE L ITEAF

T, EUDITIM/MREFIZODVTEWLELEIVEREZFELTLWSERIZIE. 7TUX,
RILF— TAILTUR, ARV B VR ERFEELHYET

PRT JLEFEHDREEKDHIEE ZVEECELTIE, PRT EBAEDEWNZEYYRA

FEEHELGYET , Mirasol PRT TOIMM/NMREMIEDINIE (55 R (LR IX 15 2L
A) T LML ECUEBATESLZ LMD, MBI A—DBE D MRS E DS E
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TREO—EHELTHAAD ZENTEET, M/MROEFERTEH PRT LEMNTEET
HY. MEtL2—IE PRT NIBEADHEFZEEEENCDFZICEHLETHIETS
—EMFREIZHEYET,

RIEARREL M (PRT) DIREWMBZEZZET & TRTOEERKRT PRT LEFH
DIBHFNNCHBEZRTDLDEEZEZAFT LEEDN>T REMICEIATOMER
REDREFLCLESNSIETLEI LAL. EMRDEEAICENIL, FRREICIEE
ERRDT=OIZ PRT REN-HFNZROIBRAE. LLLIKRDDENIEVLH S5
ENHELITYT . ZD-HEMREUA—IE HAEERED=—XIZEHE T/MER
DEED—EDEDIZDH PRT MEBEITIBLENHDHTLEL,

2. B OFEFLEMEEATHAORAICAMEKREZITo-EE L. FiELR%E
BALEHF A MBRREZTHENIEEZEERL T, GVHDFORIER DR
[FEDKSTEHTLDD,

FEDOMARBY TIE, #HMm#EGVHDFFHIZEEEL T A MEBRERE X IE B MEKER = EE| D
FEIEEMOEMEIZDONT, Bk LI-Ea—<>T—2EHYEE A, MirasolT
REECLELIZEF DO BMEK (B#%EK) Z. ECHICLELIZRELRE VX (EE
GVHDDOETILEL O ITEAL-EIMERBROFER L. BMEKREAESN TG
RAFBERIN-IHE . @IMEGVHDD FHIZH L TMirasol R EIELEBAEHTH
BHTEEMEMISTRLTVET,

SB(2, PRTOTHEICE T ARIEDHMRYD BT, Dr. H. Alter CRE EMLBEERRE
AT &, PRTZEIET 5156 . BMEKREZTHREVEWIZRITOX MR O B D —
DERYRFD, ERBLTVEYT , BMBKREA SN TULVEWEF (2 A S dMirasol
REEEMOSSLEHHEILICAIT T RAGHARINBREFTESINTLET,

BECEMEKERENESN-EEF CPRTREAREEEMNERINDISHE O@MME
GVHDD FFHELVSER R TlE., EREDERRKRZER (LR CInterceptD AR TREINTEHY.
Mirasol PRTIZEWTHREMRICAF AIgeLEY DD HYFET . MIRACLE (Mirasol g R &F
ffi) . ChIESF LLLLEREGREAER TI A TD—IR T, MirasolLEEh F-HF DK%
$1(160/168%) (X EMBTICH Y B IHIN TE LT BMEVIDDBIREAH S E
RESh-8EFSIL—TTIE JI7Lo A0 HMEHF] (MirasoldLE &, TUVELVELH)
D KEZH(122/166)[CH U IRBHEAEINTWNET . EBLNEES IL—ThbEE M
FBOVIDIEIMESINTEYEE A MIRACLEFSA 7 IILDRIZFERIE. SEDREICIRTR
SNEHFETT,
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3. EUXEHIZHITHAFFILEMBARTE(ZLE--H T (BR. NATSH)

Z0 20 ERBILEFNULDERADREIC, MEREMZTETIRMIMBCEAS
NTEELz, TOHEMEIE, HO <RIBS AmMERERE. HILLVY—H—IIx T 50F
FRE. BEOV—H—ICH T A3BRBRINFMBEZRE. NAT. NITYT - RY)—=
DT, —ERENEASNGE, BRI TOREBEHET S LEFTEEEA, —D
DHFISE P24 RS DEET. HIV ZRER O NAT EBAIZHL FDA IZKYEFAIESH
FL o NI KRB ZHEREBRBBTOAZLEATICKYERSINEL,

D20 FERYDBIZEBASNIZCNSHMD 2L HAHWNIEOMDEMIL. RWER
ENTNIEPRTICKYBESFMA DI LEAIGEEEZEZONF T, MADREM S LUR
EHBICATET7RNAF)—a3yT4—CRE REHLISEUE) X AU TRESE
NITITREFEDIERMEICGYFASIIEETELTLET , SoI2, BE 10 FLLE DR
[Z.NATREDT—IL A XFELGHEDL, 10 UTERYELz, 2 TOMBRREFIZH
LT PRT A —fRMIICEA SIS L, REBAFIEIXMEIRIZEEL T, NATRED T —
WHARXZLURIDEIGRESICET ILEEZBLIROSINELNEH AL

BT OEBEPEBEEZT>TIKIZHZY., mMIREZEAECERABOERIIVLELLYE
L&,

4. EUEEEICE AR F LR EZEALTOSRAOTIRERREDRRE GAER

Navigant Biotechnologies LLC ¥t & Gambro BCT #t(&. Mirasol PRT LIEZ#{To =& G D
MODREMEBRFEMICE=FI—F5LELVOTREZRFAEDEREHNRLTLVET (CE 7
—JDEBED—ERELT), 2007 F 11 AI23—0Ow/ . hEEZLEETIUHT Mirasol
PRT System AR ICEASN TLIRE, &5 T Mirasol PRT L#E%1T-57= 100 LLED
M/MREFIOEMICEL TOREET —2BNRESNTHEY., SERELIOFETHBRHKES
NET, S5, BIMEFKIZH TS Mirasol PRT MIBEKIDOEEKRERICET2EELT
—AERRTIHILTBEMIC. BFT ANESATLMHERBINFEL . RRIZBEYEL
f=H. FH R [E Mirasol OFRFILLEBIZEADLDFENE L DBAF#ESHBAL. ZEDO
EIIGLE-BEUGREMDEZRI VTN EEICERINSGLSEEXET THEEYET,
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Additional questions after the Joint Session of April 8
(same questions to each companies)

1. Update the current use status of each major EU nations where pathogen reduction
technology is known to be available: Total quantity of blood products for transfusion
(ratio of the total number of PRT-Pathogen Reduction Products- supplied vs. non
PRT). How PRT products are supplied and distributed? (i.e. can they supply PRT
based on the demands from physicians or end users?)

Various Pathogen Reduction Technologies (PRT) have been developed and are in
various stages of evaluation and/or routine use in Europe.

- Three PRT methods are currently marketed for treatment of plasma: Solvent
Detergent (in use in various countries since early 1990’s%), Methylene Blue
(marketed since 2001 and routinely used in France, Spain, Italy, UK), and the
Intercept Blood System (CE marked since 2006; status of routine use unknown). The
Mirasol PRT System is expected to receive CE mark for treatment of plasma in
2008.

- Two PRT methods are being marketed for treatment of platelet concentrates: the
Intercept Blood System (CE Marked since 2002 and in routine use in a limited
number of blood centers primarily in France, Spain, Belgium, Norway, and Sweden),
and the Mirasol PRT System (CE Marked since late 2007 and currently under
evaluation for routine implementation in several blood centers in Ireland, Spain, Italy,
and the Middle East).

Overall, we believe that approximately 5% of all platelet products transfused in
Europe are PRT-treated, with a clear trend towards an increasing use of PRT for
these products. Countries with a high interest in and/or commitment to PRT for
platelets include France, Belgium, Ireland, Spain, and various countries in the
Middle-East.

In terms of supply and distribution of PRT-treated products, the logistics vary by PRT
method. Because the Mirasol PRT procedure for platelets and plasma is quick (<15
min. total processing time) and easy to perform, the treatment may be conducted as
part of the routine component manufacturing process in the blood center, or may be
performed immediately prior to issue of platelets and so allow a blood center to
supply PRT-treated components on demand. Given the broad benefits of PRT, all
patient groups would benefit from receiving PRT-treated components, therefore,
ultimately universal conversion to PRT is likely. However, expert opinion suggests
that different hospitals may have a different sense of urgency and/or ability to
request PRT treated products for their patients, hence blood centers may initially be
required to perform PRT on a portion of their platelet inventory to meet various

! Pelletier et al., Best Practice and Research Clinical Haematology (Elsevier), Vol 19: 205-242, 2006

40



hospitals’ specific needs.

2. Is there any difference in the frequency of the occurrence of the transfusion related
side effects such as GVHD by the use of the pathogen reduced product
manufacturing methods when leukocyte reduced products and non leukocyte
reduced products are compared.

To our knowledge, no human data are available providing a direct comparison of the
effectiveness of PRT treatment of leukoreduced vs. non-leukoreduced components
in preventing transfusion-associated (TA-) GVHD. Results from an animal model in
which human white blood cells (mononuclear cells) treated with the Mirasol PRT
System were injected into genetically immune-deficient mice (as a model for
TA-GVHD), indirectly support the effectiveness of the Mirasol PRT system in
preventing GVHD when applied to non-leukoreduced blood components?.
Additionally, in a recent publication® on the merits of PRT, Dr. H. Alter (National
Institute of Health, US) indicated that discontinuation of leukoreduction was one of
several potential cost-saving strategies when implementing PRT. Various studies are
planned to further establish the Mirasol system performance when applied to
non-leukoreduced components.

In terms of prevention of TA-GVHD when applying PRT to already leukoreduced
components, actual clinical experience has been presented for the Intercept system,
and is now becoming available for the Mirasol PRT system as well. As part of the
MIRACLE (Mirasol Clinical Evaluation) trial, a randomized controlled clinical trial, the
majority (160/168%) of Mirasol-treated products were not gamma-irradiated prior to
transfusion, whereas the majority of reference (untreated) products (122/166) were
treated with gammae-irradiation, confirming that the patient group studied was
considered at risk for TA-GVHD. There were no reports of TA-GVHD in either patient
group. Complete results from the MIRACLE trial will be presented later this year.

3. Is there any technology becomes obsolete after introduction of Pathogen Reduction
Technology?

There are a number of blood safety initiatives that have been introduced over the last
20 or more years: Gamma irradiation, leukocyte reduction, serology testing for new
markers, enhanced serology testing for existing markers, NAT testing, Bacterial
testing. Typically, once a test is introduced it has not been allowed by regulators to
be removed; one exception is the dropping of P24 antigen assay that was allowed by
the FDA upon the introduction of NAT testing for HIV. This was achieved through
careful analysis of a large multi-center clinical trial.

2 Fast, et al., Transfusion 2006; 46: 1553-1560.

% Alter, Transfusion Medicine Reviews, Vol 22(2): 97-102 (relevant statement on bottom of page 100)

* Data submitted to Notified Body (KEMA). Based on this data the Mirasol System was granted CE Mark for
application to platelets on October 5, 2007.
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Potentially many or some of these technologies introduced over the last 20 years
could over time be replaced by PRT. The indications of the Advisory Committee on
Blood Safety and Availability (Department of Health and Human Services, US)®
suggested that Gamma irradiation and Bacterial testing were likely candidates.
Additionally, over the last 10 years the pool size for NAT testing has decreased
significantly down to < 10. With the general introduction of PRT for all components,
countries may consider a return to larger pool sizes for NAT testing with the
associated reduction in costs.

For any of the technologies to be dropped or their use to be modified it is likely that
Post Market surveillance and clinical trials will need to be conducted.

4. The investigation status on the post market approval status on the Pathogen
Reduced Blood Products in the major EU nations. Reality of the post market approval
investigation (number of investigated cases).

Navigant Biotechnologies, LLC and Gambro BCT Inc. have a commitment (as part of
the CE Mark certification) to conduct Post-Market Surveillance studies to continue to
monitor the safety of Mirasol-treated products transfused on a routine basis. Since
the Mirasol PRT system was officially launched in Europe, the Middle East and
Africa in November 2007, safety data have been collected on over 100 routine
transfusions of Mirasol-treated platelet products at multiple sites, and this activity
continues. Additionally, an electronic data capture system has been developed to
allow transfusion services to record important data regarding the clinical use of
Mirasol-treated products. Finally, we will be working with the authorities of countries
interested in adopting the Mirasol process to ensure adequate safety monitoring is in
place according to local country needs.

Updated response to Question (4) from initial Q&A document:

(4) Reaction of the medical agent with other medical agent and its issues.

There have been no conclusive reports from in-vivo studies on drug interactions that
would raise any concerns related to the use of Mirasol. The information initially
provided to MHLW regarding a possible interaction of Riboflavin with Tetracycline and
Trimethoprim-sulfamethoxazole was based only on a review of the literature in which
primarily in-vitro studies suggested some potential effect with Riboflavin solutions.

A detailed report on this matter, specific to the Mirasol application, is being prepared
by independent toxicology experts and will be made available upon request.

> Thirty-third meeting of the ACSBA meeting, Washington, DC, January 9-10.
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BLOOD COMPONENTS

Mirasol PRT treatment of donor white blood cells prevents
the development of xenogeneic graft-versus-host disease in

_/-

Rag2'yc

double knockout mice

Loren D. Fast, Gilbert DiLeone, Gene Cardarelli, Junzhi Li, and Raymond Goodrich

BACKGROUND: Mirasol PRT (Navigant Biotechnol-
ogies) treatment utilizes exposure to light in the presence
of riboflavin to introduce irreparable lesions to nucleic
acids thereby inhibiting pathogen and WBC replication.
The ability of Mirasol PRT—treated mononuclear cells
(MNCs) to generate xenogeneic graft-versus-host dis-
ease (GVHD) responses was used to model transfusion-
associated GVHD (TAGVHD).

STUDY DESIGN AND METHODS: Pairs of human
MNCs from five different individual donors that had or had
not received Mirasol PRT treatment and contained

30 x 10° CD3+ cells were injected intraperitoneally into
sublethally irradiated (350 cGy) Rag2”yc™" double-
knockout mice. Recipient mice were weighed and
observed regularly and euthanized when they exhibited
symptoms of GVHD or at termination of the experiment.
Recipient lymphoid compartments were collected and
phenotyped for the presence of human lymphoid cells.
The presence of human cytokines and/or immuno-
globulins in the recipient plasma was also used to detect
the presence of human cells.

RESULTS: Twelve of 14 mice injected with untreated
cells developed xenogeneic GVHD, whereas 0 of 14 mice
injected with Mirasol PRT—treated cells developed
xenogeneic GVHD. End-stage xenogeneic GVHD in the
recipients of untreated cells was characterized by the
presence of splenic human cytolytic CD4+ and CD8+
cells, with high levels of interferon-v, interleukin-10, and
xenoreactive antibodies in the plasma.

CONCLUSION: Mirasol PRT treatment of the donor
MNCs abolished xenogeneic GVHD responses, indicating
that the use of Mirasol PRT treatment of blood products
should prevent the development of TAGVHD.
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he presence of white blood cells (WBCs) in trans-

fused blood products is a significant contributor

to the immunologic consequences of transfu-

sion."” The immune responses resulting from
transfusion include donor antirecipient responses such
as transfusion-associated graft-versus-host disease
(TAGVHD), graft-versus-tumor responses, and produc-
tion of cytokines. Recipient antidonor responses can be
induced by direct presentation of antigen by donor WBCs
or indirectly after processing of the donor cells by recipi-
ent antigen-presenting cells.®* These responses include
elimination of donor cells, production of alloantibodies,
and the induction of immunoregulatory immune
responses that result in increased infection, increased risk
of tumor relapse, and increased survival of transplanted
organs. Because TAGVHD is almost always fatal, the
emphasis has been placed in the development of proto-
cols that prevent TAGVHD. The severity of TAGVHD has
made it impossible to design clinical trials to test the abil-
ity of different protocols to inhibit the development of
TAGVHD. As a result, models of human in vivo immune
responses are being developed to test the effectiveness of
various protocols in preventing TAGVHD.

ABBREVIATIONS: PBST = phosphate-buffered saline containing
0.5 percent Tween 20; TAGVHD = transfusion-associated graft-
versus-host disease.

From the Department of Medicine, Rhode Island Hospital/Brown
University, Providence, Rhode Island; the Department of
Radiation Oncology, Rhode Island Hospital, Providence, Rhode
Island; and Navigant Biotechnologies, Lakewood, Colorado.
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FAST ET AL.

Although a number of in vitro assays have been devel-
oped to measure the functionality of human WBCs, it
would be useful to develop a model that more closely
mimics the in vivo responses resulting in TAGVHD. Recent
studies have utilized the xenogeneic GVHD responses of
human cells when injected into immunodeficient murine
recipients as a model of TAGVHD.*® Initial studies found
that human WBCs injected into SCID mice lacking both T
and B lymphocytes were rejected by the murine NK cells
and macrophages still present in these SCID mice espe-
cially following intravenous injection of the human mono-
nuclear cells (MNCs).*® Depletion of murine NK cells or
macrophages from the SCID mice before injection of the
human cells resulted in improved engraftment of intra-
peritoneally injected cells. If a sufficient number of cells
were injected, the human lymphocytes were able to over-
come the recipient mediated rejection and attack the
recipient resulting in xenogeneic GVHD.” Recent studies
have shown that the use of Rag2”yc”'~ double-knockout
mice that lack B, T, and NK cells as recipients accelerated
the xenogeneic GVHD response as a result of increased
human T-cell engraftment.*

Several different approaches are being developed for
inactivation of pathogens that could be present in blood
products. Mirasol PRT technology (Navigant Biotechnolo-
gies, Lakewood, CO) accomplishes pathogen inactivation
by introducing irreparable nucleic acid lesions by expo-
sure to light in the presence of riboflavin.'® An initial study
found that riboflavin plus light exposure functionally
inactivated WBCs when the WBCs were tested with a panel
of in vitro assays.'"' The ability to generate xenogeneic
GVHD responses was utilized to test the functional ability
of Mirasol PRT-treated WBCs in vivo and as a surrogate
indicator for the efficacy of this treatment on TAGVHD
prevention. Pairs of Mirasol PRT-treated or control
untreated WBCs were injected into sublethally irradiated
Rag2”yc”~ double-knockout mice, and the development
of xenogeneic GVHD was monitored by regular observa-
tion of the mice and further immunologic analysis was
conducted when the mice exhibited symptoms of GVHD
or at the termination of the experiment.

MATERIALS AND METHODS

Preparation and characterization of human WBCs

WBCs were obtained from the leukoreduction chamber of
an automated blood collection machine (Trima, Gambro
BCT, Lakewood, CO) after standard apheresis collection of
platelets (PLTs) from five different volunteer donors. The
cells were separated into the MNC fraction with Ficoll-
Hypaque (Pharmacia, Piscataway, NJ) discontinuous
centrifugation and then placed equally into two PLT bags
containing autologous plasma. The test cells received the
Mirasol PRT treatment in 10 to 15 minutes after cell prep-

1554 TRANSFUSION Volume 46, September 2006

44

aration as described." Control cells received no treat-
ment. The treated and untreated cells were then washed
three times with phosphate-buffered saline (PBS) con-
taining 0.1 percent fetal calf serum (FCS) and resus-
pended in RPMI 1640 containing 10 percent FCS. The cell
populations were sent via overnight courier to Rhode
Island Hospital. Upon receipt, the cell populations were
assessed for number and viability with trypan blue stain-
ing (all cells were viable). The cells were also stained with
a panel of antibodies to CD45, CD3, CD14, CD19, and
CD56 (BD Biosciences, San Jose, CA) as previously
described" to characterize the distribution of WBC sub-
populations present in each of the treated and untreated
donor populations.

In addition, the ability of the donor cells to proliferate
in response to mitomycin C-treated allogeneic peripheral
blood mononuclear cells (PBMNCs) as previously
described” or to mitomycin C-treated xenogeneic
C57BL/6 spleen cells was tested in triplicate. The xenoge-
neic MLC was set up by mixing 100 uL of donor MNCs at
4 x 10° MNCs per mL with 100 uL of mitomycin C-treated
C57BL/6 spleen cells at 4x10° cells per mL in MLC
medium." The cells were cultured for 5 days, and then the
cells were pulsed with 1 uCi of [*H]thymidine for 4 hours
before harvesting the wells to measure incorporation of
the [*H]thymidine as a measure of proliferation.

Mice

Six- to eight-week-old Rag2~'~yc”~ double-knockout mice
were obtained from Taconic (Germantown, NY). These
mice were housed in the special suite for immunodefi-
cient mice in the Central Research Facility at Rhode Island
Hospital. C57BL/6] mice were obtained from the Jackson
Laboratory (Bar Harbor, ME).

Analysis of GVHD response

The recipient mice received 350 cGy gamma irradiation
the night before the injection of cells. Each recipient
mouse was injected intraperitoneally with a treated or
untreated cell population containing 30 x 10° CD3+ cells
from a single donor (three mice per group). Recipient
mice were weighed twice per week and observed regularly.
One recipient mouse in the untreated group developed an
inner ear problem and was euthanized because it was
unable to get its head off the bedding. One recipient
mouse in the treated group died unexpectedly without
any symptoms of GVHD as evidence by weight loss or
splenomegaly when autopsied. There was no evidence
suggesting the death was related to injection of treated
cells. Recipient mice that demonstrated a dramatic weight
loss (usually >20%) and exhibited lethargy, hunched pos-
ture, and ruffled fur were euthanized. Blood was collected
by cardiac puncture with a heparinized syringe. The blood
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was centrifuged, the hematocrit (Hct) level was recorded,
and the plasma collected and stored at —20°C. The buffy-
coat cells were collected, and the remaining RBCs were
lysed with RBC lysis solution (Gentra, Minneapolis, MN).
In addition, spleen cells were obtained by dissociating the
spleen in PBS after weighing the spleen, marrow cells were
obtained by flushing marrow from the femurs with PBS
containing 1 percent BSA, and cells were obtained from
intestinal lymphoid tissue by dissociation in PBS. The liver
MNC population was obtained from the dissociated liver
cells by centrifuging the cells over a Ficoll-Hypaque dis-
continuous gradient and collecting the MNCs at the inter-
face and washing them twice with PBS. All mice that did
not exhibit GVHD symptoms were euthanized by Day 63
and a similar analysis to that described above was con-
ducted on these recipient mice.

Analysis of human cell chimerism

Cells from the various tissues were initially stained with
PECy5 or PE anti-human CD45 or isotype controls (BD
Biosciences) and then analyzed immediately for the pres-
ence of human CD45+ cells on a flow cytometer (FACScan,
BD Biosciences). If the number of CD45+ cells present
were equal to or less than the number of positive cells
in the isotype control, the result was recorded as 0.0. If
human CD45+ cells were detected and sufficient cells
were present in a cell population, a second battery of
staining was done in which the expression of WBC sub-
population markers including CD3, CD4, CD8, CD14,
CD19, and CD56 (BD Biosciences) was measured. The
populations containing T cells were also stained for the
presence on CD107a on the cell surface, an indicator that
the cells were experienced cytolytic cells because this
marker is expressed on the cell surface after granule
exocytosis.'*!

Measurement of cytokines

The level of cytokines in the plasma samples were mea-
sured with the CBA human TH1/TH2 kit I and the CBA
human inflammation kit according to manufacturer’s
instructions (BD Biosciences).

Measurement of immunoglobulin levels

Ninety-six well flat-bottom microtest plates (BD Labware,
Franklin Lakes, NJ) were coated with goat anti-human
IgG-IgM-IgA-light chains(Biosource, Camarillo, CA) at
5ug per mL in 0.1 mol per L bicarbonate buffer, pH 9.6.
The plates were incubated for 4 hours at room tempera-
ture and then stored at 4°C until used in the assay. On the
day of assay, the plate was washed three times with Dul-
becco’s PBS containing 0.5 percent Tween 20 (PBST).
Human IgG and IgM standards were prepared from puri-
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fied IgG and IgM (Calbiochem, La Jolla, CA). Serial twofold
dilutions of the standards were prepared in PBST starting
at 500 ng per mL and ending with 4 ng per mL. The stan-
dards or plasma diluted 1:4 or 1:8 were added to desig-
nated wells (100 uL) and incubated at room temperature
for 2 hours. After the plate was washed three times with
PBST, 100 pL of horseradish peroxidase-goat anti-human
IgG or IgM (Biosource) diluted 1:16000 in PBST were
added. The plates were incubated for 2 hours at room
temperature. After washing 3x in PBST, 100 pL of 1x 2,2’-
azinobis-(3-ethylbenzothiazoline sulfonate (Zymed, San
Francisco, CA) diluted in 0.1 mol per L citrate buffer con-
taining 0.3 percent hydrogen peroxide was added to all
wells. The plates were read at 405 nm on a enzyme-linked
immunosorbent assay (ELISA) plate reader after a 20-
minute incubation at room temperature. The levels of IgG
and IgM in the plasma samples were determined by com-
parison to the values obtained for the standard curves for
IgG and IgM.

RESULTS

The paired Mirasol PRT-treated and control untreated
donor MNCs were stained with trypan blue upon receipt
to measure viability. All cell preparations were found to be
100 percent viable. The cells were then stained with a
panel of antibodies to define the distribution of different
subpopulations in these donor WBC populations.
Although there was variation in the donor cell subset
distribution from donor to donor, no differences in the
number of CD3+ cells were observed when untreated
(62.9+8.3%) were compared to treated groups
(64.3£10.6%). The donor MNCs were also characterized
by testing their ability to proliferate in response to alloge-
neic and xenogeneic murine stimulator cells. The results
(Fig. 1) show that control donor cells that had not received
Mirasol PRT treatment were able to proliferate in response
to both allogeneic and xenogeneic stimulator cells and
these proliferative responses as well as nonstimulated
responses were completely abrogated by Mirasol PRT
treatment.

Recipient Rag2”yc”’~ double-knockout mice that
had received sublethal irradiation (350 cGy) the evening
before were injected intraperitoneally with a treated or
untreated donor cell populations from individual donors
(n=5) that contained 30 x 10° CD3+ cells. Recipient mice
were euthanized when they demonstrated symptoms of
xenogeneic GVHD such as more than 20 percent weight
loss (Fig. 2), hunched posture, and ruffled fur or when
the experiment was terminated. Assessment of clinical
parameters in recipient mice including spleen weight,
Hct, and the presence of human CD45+ cells in various
lymphoid compartments indicated that 12 of 14 recipient
mice injected with untreated cells displayed symptoms of
xenogeneic GVHD and 12 of 13 expressed varying degrees

/-
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Fig. 1. Proliferative responses of Mirasol PRT-treated and
untreated donor cells to allogeneic or xenogeneic stimulator
cells. Five different paired sets of MNCs that had received Mira-
sol treatment (B and D) or no treatment (A and C) as responders
were incubated with mitomycin C-treated allogeneic PBMNCs
(A and B, [J) or xenogeneic C57BL/6 spleen cells (C and D, [J) or
medium alone (H) for 5 days, and [*H]thymidine incorporation
was measured on Day 5.

of human cell chimerism (Table 1). In addition to exhibit-
ing human cell chimerism, the recipients injected with
untreated donor cells also exhibited increased spleen
weight (splenomegaly) and significantly decreased Hct
levels (Table 1).

In the cell populations from the recipient mice that
contained sufficient numbers of human CD45+ cells to
analyze, samples of cells were stained with a panel of anti-
bodies to define the distribution of various WBC sub-
populations in the lymphoid compartments. The results
(Table 2) demonstrated that human T cells were the cells
that were primarily present in the spleen, blood, and mar-
row. B cells were primarily found in the liver and intestinal
lymphoid tissue. With the exception of one recipient
mouse in which CD56+ cells were observed, no reconsti-
tution with CD14+ cells (macrophages) or CD56+ cells (NK
cells) was observed in any lymphoid compartment.* The
cells were also stained with antibodies to CD4 and CD8
and the ratio of the percentage of T cells that were CD4+
to the percentage of T cells that were CD8+ T cells was
determined. The CD4:CD8 ratios in the recipients of
untreated cells from the different donors varied from
0.38£0.08 to 1.82+ 0.8 in a donor-dependent fashion.

Acute GVHD and especially TAGVHD are character-
ized by cytolytic responses. To determine whether the
human T cells found in these mice exhibited properties of
cytolytic cells, the T-cell subsets from a subset of recipi-
ents were dual-stained with anti-CD107a, a marker of cells
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Weight (g)

Fig. 2. The weight of recipient mice injected with untreated or
Mirasol-treated donor cells. The weights (g) of recipient mice (3
mice per group) injected on Day 0 with Mirasol-treated (- - -)
and untreated (—) cells from each of five donors (Panels 1-5).

that have previously mediated exocytosis of cytotoxic
granules.'*”® This staining procedure identified
41.1+16.7 percent of human CD4+ cells (n=8) and
45.5 +20.2 percent of human CD8+ cells (n = 8) as express-
ing CD107a. This would suggest that both CD4+ and CD8+
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TABLE 1. Characterization of immune responses and reconstitution in
mice injected with untreated or Mirasol PRT-treated MNCs

necrosis factor-o. (TNF-a), IL-8, and IL-
12p70; and no IL-2 or IL-4 (Fig. 3).
The measurement of human

Treated donor cells

Parameter Untreated donor cells
Number of mice with GVHD symptoms 12/14*
Day euthanized 51.8 £8.2 days
Number of mice with human cells 12/13%
Spleen weight (gram) 0.27+0.27
Het (%) 27.9+16.9
Percentage of CD45+ cells in
Spleen 26.8+19.8
Blood 46+4.7
Marrow 49+56
Intestinal lymphoid tissue 58.4+£28.4
Liver 20.3+20.7

Not applicablet

immunoglobulin levels in the plasma

0/14* ,
was a third approach to measure the

0/14 presence of human lymphoid cell chi-
230; fg-g7 merism. An ELISA to measure the levels
R of human IgG and IgM in the plasma of
0.0 the recipient found that human immu-

8-8 noglobulins were only detected in the
0.0 plasma of recipients injected with

0.0 untreated cells (Table 3). To test for the

under Materials and Methods.

euthanized at the end of the experiment.

* One mouse was lost from a total of 15 recipient mice for unrelated reasons as detailed
1 None of the recipient mice in this group exhibited GVHD symptoms so mice were

1 One mouse that exhibited GVHD symptoms died before analysis could be conducted.

specificities exhibited by the human
immunoglobulin, C57BL/6 spleen cells
were stained with a 1:10 dilution of the
recipients’ plasma followed by fluo-

rescein isothiocyanate-labeled anti-
human IgM or IgG. Flow cytometric
analysis of WBCs, RBCs, and PLTs was

lymphoid compartments

TABLE 2.The human lymphocyte subpopulations present in recipient

conducted by gating on the different
sized populations. The results of this

Total number of human CD3+/CD19+ cells (x108)*

experiment (Table 3) indicated that

there were high levels of IgM antibodies

analysis in each population.

Each number is the product of the cell recovery in millions for each lymphoid
compartment and the percentage of human CD3+ or CD19+ detected by flow cytometric

Donor Mouse Spleen Blood Marrow Liver Intestinal

1 4 65.0/0.0 0.3/0.0 5.4/0.0 3.2/8.8 0.0/0.0 and lower levels of IgG antibodies bind-
1 5 0.0/0.0 0.0/0.0 0.0/0.0 0.0/0.0 0.0/0.0 1ng to murine RBCs and PITs with very
1 6 0.4/0.2 0.01/0.06  0.03/0.4 1.5/6.1 0.7/0.2 T

2 10 2.8/0.02  0.04/0.1 0.1/0.2 0.2/1.1 0.1/0.5 low levels of antibodies binding to WBC.
2 12 1.5/0.4 0.2/0.6 0.7/0.7 0.3/1.2 0.7/5.3

3 16 0.08/0.4 0.06/0.07 0.1/0.2 0.2/2.1 0.0/0.0

3 17 0.09/0.4 0.04/0.06 0.1/0.1 0527  0.04/0.4 DISCUSSION

3 18 0.04/0.01 0.02/0.1 0.08/0.1 0.1/0.5 0.0/0.0 ) )

4 22 1.3/0.4 0.1/0.02 0.2/0.1 2.0/6.6 0.4/0.01 Mirasol PRT is a novel technology for
4 23 4.2/0.3 0.2/0.01 0.2/0.01 0.0/0.0 0.3/0.01 pathggen reduction that has been
5 28 5.7/0.7 0.5/0.5 0.9/0.09  55/5.3 0.5/0.6 . A
5 29 3.5/0.2 02005 1810 0000  0.11.0 shown to effectively preserve PLT viabil-
5 30 4.3/0.09 0.3/0.0 0.4/0.0 0.4/1.1 0.0/0.0 ity in a PLT recovery and survival clinical
* trial.'® The validation clinical trial for its

efficacy and safety in thrombocytopenic
patients has just been initiated in

cells have mediated cytolytic activity via granule exocyto-
sis. CD4+CD25+ have been recently shown to contain
granzymes and mediate cytolytic activity against autolo-
gous cells.'®!” Staining of a limited number of samples
with anti-CD25 found that less than 5 percent of the CD4+
cells expressed CD25, suggesting that the human CD4+
cells present in the spleen were not T regulatory cells.
Measurement of the levels of human cytokines in
the plasma of the recipient mice was used as another
approach to assess the possibility that human cells were
present but not located in the lymphoid compartments.
The plasma samples from recipient mice that had been
injected with Mirasol PRT-treated cells did not contain
any human cytokines. In contrast, the plasma samples
of mice injected with untreated donor cells (n=13) con-
tained very high levels of interferon-y (IFN-y); high levels
of interleukin (IL)-10; low levels of IL-5, IL-1B, tumor
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Europe. During Mirasol PRT treatment,
blood products such as PLT concen-
trates are exposed to light in the presence of riboflavin
resulting in inactivation of a wide range of pathogens.'**
Because this process introduces irreparable lesions on
nucleic acids,® the treatment was also expected to affect
the function of WBCs. In a previous study, it was shown
that Mirasol PRT treatment of WBCs prevented their ability
to be activated, to proliferate in response to various stim-
uli, and to induce proliferation of normal PBMNCs.!' The
conclusion of these studies was that Mirasol PRT treat-
ment caused a complete functional inactivation of WBCs.
Several studies had previously shown that inhibition of in
vitro proliferative responses correlated with an inability to
generate GVHD.'*** To confirm the inactivation of WBC by
Mirasol PRT treatment observed with in vitro assays also
prevented in vivo GVHD responses, the ability of Mirasol
PRT-treated cells to induce xenogeneic GVHD responses
when injected into Rag2~-yc”~ double-knockout recipient
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antigen presentation by the treated
cells, indicating that Mirasol PRT
treatment could potentially prevent
the induction of alloantibodies after
the transfusion of treated blood
products. This would distinguish this
treatment from gamma irradiation,
which does not interfere with allo-
immunization and the induction of
alloantibodies.'**

These studies also provide addi-
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Fig. 3. Human cytokine levels in recipient mice plasma. Plasma samples obtained from
recipient mice injected with Mirasol-treated cells (T) or untreated cells (UT) were
tested for the concentrations of the indicated cytokines. The data show the results
when undiluted plasma was tested except for the levels of IFN-y and IL-10, which were
obtained with plasma diluted 1:10. Samples in which no cytokine was detected were

recorded as 0.1 pg per mL.

TABLE 3. Amount and specificity of human
immunoglobulin present in the plasma of recipient
mice injected with untreated MNCs

Antibody Antibody

isotype specificity Untreated cells Treated cells
[e[C] Not tested 5981 +2781* 0.1+0.2*
IgM Not tested 1390 + 845* 0.3£0.8"
[e]€] Mouse RBCs 16.1 £17.9t 0.3+0.4t
IgM Mouse RBCs 30.8 +21.71 0.2+0.5t
19G Mouse WBCs 51+6.11 0.5+0.3t
IgM Mouse WBCs 8.9+7.3%F 0.2+0.4¢%
19G Mouse PLTs 28.2+17.8t 0.3+£0.61
IgM Mouse PLTs 25.6 +23.51 0.0+0.1t
* ng/mL.

1 Percent positive cells.

mice was tested.’ These results indicated that Mirasol PRT-
treated cells were unable to generate xenogeneic GVHD
responses. Thus, it would be predicted that Mirasol PRT
treatment would prevent the development of TAGVHD
after the transfusion of treated blood products.

The standard current protocol for prevention of
TAGVHD is to expose blood products to 25 Gy of gamma
irradiation. Although this dose of gamma irradiation has
been shown to be effective in preventing the proliferation
of irradiated WBC, subsequent studies have indicated that
25 Gy of gamma irradiation is not sufficient to prevent the
presentation of antigens by these cells.”*® In contrast,
Mirasol PRT treatment is able to completely inhibit all
functions of WBCs including the ability to directly present
antigen and induce proliferation of normal PBMNCs in an
MLC assay." This would suggest that Mirasol PRT treat-
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tional information about the xenoge-
neic GVHD response in Rag2”yc”'~
double-knockout recipient mice. A
previous study had shown that
injection of human PBMNCs into
Rag2”'yc”~ double-knockout recipient
mice resulted in enhanced peripheral
reconstitution with human T cells.*
Separation of donor PBMNCs into
different subpopulations showed that
both CD4+ and CD8+ cells were
required to induce lethal GVHD in this
model.* Although it took longer to
develop xenogeneic GVHD than had
been published, it was confirmed that it was primarily
human T cells including both CD4+ and CD8+ cells that
reconstituted the peripheral lymphoid compartments.
One explanation for the delayed kinetics may be due to
intraperitoneal injection instead of intravenous injection
of the donor cells. Another possibility is that we did not
bleed our recipient mice weekly, which could induce leu-
kopenia and facilitate reconstitution with the human
donor cells. Human CD19+ cells were the primary cells
found in the liver and in any intestinal lymphoid tissue
that was observed. The preferential location of B cells in
the peritoneal cavity could represent an inability of the
B cells to home to other sites in the murine recipient after
intraperitoneal injection. Another possibility is that this
tissue could represent the beginnings of an expansion of
Epstein-Barr virus—seropositive B cells that has been pre-
viously observed in studies of immunodeficient SCID
mice.®*® These cells represent an uncontrolled expansion
of these cells as occurs in posttransplant lymphoprolifer-
ative disorder.”

Characterization of human cytokines present in the
serum at early time points after injection of the human
cells into Rag2”-yc”’~ double-knockout recipients found
high levels of IL-1B, IL-2, IL-15, and IL-18; intermediate
levels of IL-6 and IL-10; and very low levels of IL-4, IL-8,
IFN-y, and TNF-o.* The lack of human cytokines in the
plasma of recipients of cells treated with Mirasol PRT was
consistent with the lack of human cell chimerism
observed with other approaches. Measurement of the

IL-2 T
IL-2 UTH

IL-4TT
IL-4 UTH
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level of cytokines in the plasma of recipients with end-
stage GVHD contained a very different mixture of cytok-
ines because very high levels of IFN-v, high levels of IL-10,
and low levels of IL-5, TNF-o,, IL-1B, IL-6, IL-8, IL-12p70
were detected. Concordant expression of high levels of
both IL-10 and IFN-y have been observed in autologous
GVHD in humans.”® Autologous GVHD is induced by a
short course of cyclosporine in recipients of autologous
transplants. Autologous GVHD is the result of cytolytic
CD8+ cell responses whose T-cell receptors recognize
MHC class Il molecules containing the CLIP peptide. Poly-
morphisms in the IL-10 promoter were also found to
correlate with the ability to generate autologous GVHD
responses in patients.”® Thus the xenogeneic GVHD
responses in these recipients may be useful for modeling
autologous GVHD responses.

The results indicate that both human CD4+ and CD8+
T cells are found in the recipient mice injected with
untreated cells and that a large percentage of these cells
express CD107a, indicative of CD4+ and CD8+ cells that
had previously carried out granule exocytosis. There is
evidence indicating that CD4+ cells can act as cytolytic
cells in murine GVHD responses.” In these studies, the
cytolytic CD4+ cells appeared to lyse peripheral blood
progenitor cells in the marrow. This would provide one
explanation for the decrease in Hct levels observed in
the recipients of untreated MNCs. Although the antigens
recognized by human T cells present in the Rag2/yc”"
double-knockout recipient mice undergoing GVHD have
not been determined, previous studies have suggested
that human T cells recognize xenogeneic H-2 antigens
expressed by murine antigen-presenting cells.***!

Another possible explanation for the decreased Hct
levels in the recipients of untreated MNCs could be the
production of xenoreactive antibodies by the human cells.
Published studies had indicated that the injection of
human cells results in production of xenoreactive anti-
bodies that bind to multiple antigens expressed by murine
RBC.*> We also observed that there were high levels of
human immunoglobulins in the serum of the recipients,
and that these immunoglobulins contained primarily IgM
antibodies with specificity toward murine RBCs and PLTs
but not WBCs. The activation of complement by the IgM
bound to the RBCs could facilitate the elimination of the
murine RBCs.

In summary, these experiments demonstrate that the
injection of untreated MNCs into Rag2”/-yc’~ double-
knockout recipient mice induces a xenogeneic GVHD
response that resembles the responses seen in TAGVHD.
Mirasol PRT-treated donor cells are unable to generate
xenogeneic GVHD when injected into Rag2~'~yc”~ double-
knockout recipient mice. This finding is consistent the
previous finding that the Mirasol PRT-treated cells are
functionally inactive in in vitro assays."" These findings
suggest that a single treatment would be able not only to
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inactivate pathogens present in blood products but also
prevent the immunologic consequences such as TAGVHD
that can occur after blood transfusion.
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Pathogen Reduction: A Precautionary Principle Paradigm

Harvey J. Alter

Although remarkable advances have been made in the
prevention of the major transfusion-transmitted dis-
eases, long intervals have transpired between the first
recognition of transfusion risk and the implementation
of a preventive strategy. For hepatitis B virus, that
interval was 30 vyears; for non-A, non-B/hepatitis C
virus, 15 vyears; and for human immunodeficiency
virus, West Nile virus, Trypanosoma cruzi, and bacter-
ia, 3, 4, 5, and 18 years, respectively. In our existing
reactive approach, there is a fundamental and inevi-
table delay before we can react; and thus, infections
are destined to occur. The continued emergence or
reemergence of transfusion-transmitted infections calls
for a new paradigm of preemptive pathogen reduction
(PR). Two PR systems, psoralen/UV-A and riboflavin/

N THE WAKE of the human immunodeficiency

virus (HIV) tragedy, the Food and Drug Admin-
istration (FDA) and US blood establishments have
endorsed the precautionary principle that states that
“for situations of scientific uncertainty, the possibi-
lity of risk should be taken into account in the
absence of proof to the contrary.” As a corollary, the
precautionary principle asserts that “measures need
to be taken to face potential serious risks.” Yet
pathogen reduction (PR), perhaps the quintessential
example of the precautionary principle, has not been
embraced. Pathogen reduction calls for a new
paradigm in transfusion safety, namely, the transition
from a reactive to a proactive and preemptive
strategy for the prevention of transfusion-transmitted
diseases. Pathogen reduction may initially add cost
and complexity to blood processing, but ultimately
will not only offer maximum safety, but also will
prove to be cost-neutral and possibly cost-saving.

The decline in transfusion-associated hepatitis
incidence from 30% to near zero over the course of
3 decades has been considered one of the major

Transfusion Medicine Reviews, Vol 22, No 2 (April), 2008: pp 97-102

UV-A, have shown efficacy and safety for platelets and
plasma; and psoralen/UV-A technology has been
successfully implemented for platelets in Europe.
Pathogen reduction can eliminate or reduce the risk
for any nucleic acid containing agent, including
bacteria, and thus will be effective for all but prion
diseases. It is possible to introduce PR for platelets and
plasma now and to concentrate resources on develop-
ing PR for red cells. This will require an intellectual and
financial commitment from the National Institutes of
Health, the Food and Drug Administration, industry,
and the blood bank establishment, just as occurred for
nucleic acid testing (NAT) technology. This can be
done if there is sufficient will to do it.

© 2008 Published by Elsevier Inc.

triumphs in transfusion medicine.! However,
viewed in the present context, it can also be seen
as one of the major failures of transfusion medicine
because no preemptive viral reduction strategy was
in place and because decades passed before the
extent of the hepatitis risk was defined, the
causative agents discovered, and proper testing
strategies implemented. A vast number of cases
occurred before we could, or chose to, do anything
about it. Based on prospectively determined
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Table 1. Time Interval Between Recognition of Risk and
Implementation of a Donor Screening Assay

Recognized as a First screening

Agent transfusion risk assay Interval (y)
HBV 1940 1970 30
NANB/HCV 1975 1990 15
HIV 1982 1985 3
WNV 2002 (1999)* 2003 1(4)*
Chagas 2002 2007 5
Bacteria 1986 2004 18

Abbreviations: HBV, hepatitis B virus; NANB, non-A, non-B
agent; HIV, human immunodeficiency virus; WNV, West Nile virus;
Chagas, T cruzi infection.

* Suspected, but not proven, in 1999.

hepatitis incidence rates' and the number of blood
transfusions nationwide in the United States, it can
be estimated that there were 4.8 million transfusion-
transmitted hepatitis C virus (HCV) infections
between 1970 and 1990; and based on a 20%
incidence of severe outcomes, these might have
resulted in 768000 cases of cirrhosis. Clearly, not
all these cases of cirrhosis occurred because many
transfusion recipients died of underlying diseases
before the severe chronic manifestations of hepatitis
could ensue. This does not diminish the fact that
allogeneic transfusions placed these recipients at
potential risk for a fatal disease. These projections
are sobering, even if they are off by a factor of 10.

Historically, there has been a very long interval
between the first recognition that a disease is
transfusion-transmitted and the eventual implemen-
tation of a donor-screening test to prevent that
transmission (Table 1). For the hepatitis B virus
(HBV), the interval between recognition of transfu-
sion-transmission and implementation of the first
assays for HBV, the Australia antigen, was
approximately 30 years; and for non-A, non-B/
HCV hepatitis, it was 15 years. For HIV, the
interval was reduced to 3 years; however, in that
comparatively brief interval, more than 14000
transfusion-transmitted, predominantly fatal HIV
infections occurred in the United States alone.” We
generally consider that the interval from recognition
to implementation for West Nile virus (WNV) was
from 2002 to 2003; however, retrospective analysis
of'the 1999 WNYV epidemic in New York City made
it highly probable that WNV could be transmitted
by transfusion,” so that the true implementation
interval was approximately 4 years. In addition,
testing donations for Trypanosoma cruzi (Chagas
disease) was recommended by the FDA’s Blood
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Products Advisory Committee in 2002; and yet the
first reliable test was not introduced until 2007.
Furthermore, the relatively frequent transmission of
bacteria by room temperature—stored platelets was
evident by 1986; but it was not until 18 years later
(2004) that routine bacteriologic testing of platelets
was introduced in the United States. The inherent
problem is that in a reactive strategy to pathogen
risks, there is a fundamental and inevitable delay
between the recognition of risk and the prevention
of that risk. Thus, transfusion-transmitted infections
are destined to occur before we can adequately
react. Perhaps William Murphy phrased it best
when he stated, “this effect, that a new or poorly
understood disease with a long preclinical phase
can be spread among humans by transfusion for
many years, and perhaps extensively, before the
consequences become apparent is a fixed and
inevitable property of transfusion medicine.”

Nonetheless, on a more positive note, based on
prospectively determined hepatitis incidence fig-
ures,' the introduction of anti-HCV screening in
1990 is projected to have prevented 1.2 million
cases of transfusion-associated hepatitis and
192000 potential cases of cirrhosis in the decade
of the 1990s. Furthermore, increasingly sensitive
serologic and nucleic acid tests for HCV and HIV
have reduced these risks dramatically. In the United
States, the risks for the 3 major transfusion-
transmitted viruses in 2006 were 1 in 1.6 million
for HCV, 1 in 1.8 million for HIV, and 1 in 269 000
for HBV, as calculated by the incidence rate—
window period model and approximately the same
using the minipool nucleic acid testing (NAT) yield
model.” In Canada, O’Brien et al,’ using the
incidence rate—window period model, reported a
residual risk of 1 in 7.8 million for HCV, 1 in
2.3 million for HIV, and 1 in 153000 for HBV.
Although HBV transmissions occur much more
frequently than HCV or HIV, this estimate is based
on antibody to hepatitis B core antigen (anti-HBc)
seroconversion and not on the development of the
hepatitis B surface antigen (HBsAg) carrier state or
clinical disease. Actual cases of transfusion-asso-
ciated hepatitis B are quite rare.

Currently, the major infectious risks are zoonotic
in origin, wherein animal viruses have been
introduced to humans as an incidental host, either
through the food chain, as in variant Creutzfeldt-
Jakob disease, or through vector transmission.
Mosquitoes, ticks, and other insect vectors are
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injecting diseases into us at alarming frequency;
and most, if not all, of these are then secondarily
transmitted by transfusion. These vector-borne and
transfusion-borne diseases include malaria, dengue
fever, WNV-associated fever and meningoencepha-
litis, babesiosis, ehrlichiosis, Colorado tick fever,
and Chagas disease. Conclusive evidence is miss-
ing; but Lyme disease, visceral leishmaniasis, and
flavivirus-induced encephalitis might also prove to
be transfusion-transmitted.

The history of transfusion-transmitted WNV
infection is a case in point. Before the implemen-
tation of WNV testing in 2003, there were 23
documented transfusion-transmitted clinical cases
reported in the United States; and based on the
Centers for Disease Control and Prevention
conversion factor of 140 asymptomatic cases to
each clinical case,” it can be estimated that there
were an additional 3200 subclinical transfusion-
transmitted cases in 2002. It is commendable
that WNV NAT testing began under IND only
8 months after the first documented transfusion-
transmission. However, in retrospect, it was
projected from the New York City epidemic in
1999 that transfusion-transmitted WNV cases were
likely.” However, because the evidence was
indirect and WNV epidemics were known to be
intermittent in nature, no definitive action was
taken at that time. Overall, since 2002, there have
been 32 documented transfusion-associated cases
of clinical WNV infection and 4480 projected
transmissions in the United States. Remarkably,
none of these cases would have occurred had a PR
system been in place at the time, as evidenced by
the absence of cases associated with the transfu-
sion of solvent-detergent—treated plasma. Once
implemented in 2003, WNV testing of donor
blood has been highly effective. In the American
Red Cross experience, WNV NAT prevented the
release and transfusion of at least 1000 potentially
infectious components from 519 confirmed posi-
tive blood donors in 2003 and 2004.® There have
been only 9 WNV transmissions since testing was
implemented, each representing a window period
donation that failed to be detected in the minipool
testing format being used.

There is current concern that the WNV story may
be replayed by the dengue fever virus (DFV)
because the agents and predisposing elements are
similar. Globally, DFV causes 100 million cases of
dengue fever, 250000 cases of dengue hemorrhagic
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fever, and 25000 deaths annually. It is transmitted
by the Aedes mosquito and is found in more than
100 countries with a rapidly expanding distribution
that could easily follow the path of WNV to North
America. The DFV has a median viremia of 5 days,
and most cases are asymptomatic; RNA levels
range from 10° to 10° copies per milliliter. Thus,
dengue has all the characteristics of a transfusion-
transmitted agent; and its vector is already present
in North America. Thus far, there have been
2 transfusion-transmitted cases, 2 transplant-related
cases, and 7 nosocomial dengue transmissions that
have been documented.” Undoubtedly, many more
transfusion-associated dengue cases occur in ende-
mic areas; but these are masked by the high
background infection rate. Fortunately, the epide-
miologic pattern of this agent differs from WNV in
that it does not have an intermediary bird host that
would facilitate its spread.

An agent of particular current interest is human
herpesvirus (HHV)-8, important not only for its
potential to transmit Kaposi sarcoma (KS) but also
because it is critical to decisions regarding the
donor reentry of men who have sex with men
(MSM). The prevalence of HHV-8 antibody is 2%
to 4% in blood donors,'® 2% to 10% in the general
population, 12% to 16% in HIV-negative MSMs,
40% to 50% in HIV-positive MSMs, and >95% in
patients with KS (Dollard SC, personal commu-
nication). There have been several case reports and
epidemiologic insights to suggest that HHV-8 can
be transfusion-transmitted, but the best data indi-
cating the transfusion-transmission of HHV-8 are in
the study by Hladik and associates at the Centers for
Disease Control and Prevention'' who followed
1811 transfusion recipients in an HHV-8 endemic
area of Uganda. The risk of seroconversion was
significantly higher among recipients of seroposi-
tive blood (excess risk, 2.7%; P < .005); and the
increase was seen primarily in those who serocon-
verted for anti-HHV-8 between 3 and 10 weeks
posttransfusion, an interval highly suggestive of
transfusion-transmission.

In the final analysis, any agent that even
transiently traverses the human circulation during
an asymptomatic phase of infection is a threat to be
transfusion-transmitted. The likelihood of that
transmission is highly dependent on the duration
of viremia (“‘agentemia”), and the level of concern is
dependent upon the severity of the ensuing disease.
Agents for which there are no routine screening
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measures in place and that pose a documented or
potential transfusion risk in this model include
malaria sp, dengue and other arboviruses, HHV-8
(KS wvirus), cytomegalovirus (CMV) and other
herpes viruses, parvovirus B-19 (erythrovirus),
human papilloma virus, Colorado tick fever virus,
Babesia microti (Babesia), Ehrlichia and other
Rickettsia, Borrelia burgdorferi (Lyme disease),
chikungunya virus, hepatitis A virus, and variant
Creutzfeldt-Jakob disease. A comprehensive analy-
sis of 68 potential/known transfusion-transmitted
agents is being prepared for publication by a task
force of the American Association of Blood Banks
(AABB) and should be accessible sometime during
2008 (Stramer S, personal communication).

This vast array of potential microbiological
threats requires continuous surveillance, clinical
assessment of the magnitude of each identified risk,
and then, where possible, testing or other strategies
to limit risk of the most clinically significant agents.
This is thus an agent by agent process that is
inefficient, insensitive, often controversial in its
decisions, and inevitably applied only after clinical
disease has occurred. It is a reactive strategy that
requires demonstrable risk before preventive mea-
sures can be implemented. A more encompassing,
efficient, and intuitively appealing option is a
preemptive approach that includes PR. Almost all
of the aforementioned agents and many others can
be reduced to nonpathogenic levels by nucleic acid
intercalating agents such as the psoralens'? and
riboflavin'? in the presence of UV-A light. Shown
in Table 2 are known log reductions for psoralen/
UV-A, and much the same could be shown for
riboflavin/UV-A.

Pathogen reduction has multiple proven advan-
tages in that it: (1) effectively inactivates most
clinically relevant viruses whether RNA or DNA,
single-stranded or double-stranded, enveloped or
nonenveloped, and intracellular or extracellular; (2)
inactivates clinically relevant gram-positive and

HARVEY J. ALTER

gram-negative bacteria; (3) inactivates all the
spirochetes, Rickettsia, and protozoa of known
transfusion relevance; (4) inactivates lymphocytes
and thus prevents transfusion-associated graft-
versus-host disease (GVHD); and (5) offers prob-
able preemptive protection against pathogenic,
potentially lethal agents that will inevitably emerge
in the future.

There are also impediments to the implementa-
tion of PR that to this point have limited its
widespread application, as follows: (1) decreased
product yield for platelets in the range of 10% to
15%; (2) insufficient kill of some high-titer, none-
nveloped agents such as hepatitis A virus (HAV) and
parvovirus B-19. However, antibodies to these
agents are common in the recipient population,
and documented transmissions are exceedingly rare;
(3) concern over potential toxicity, although none
are known for riboflavin and toxicity of the
psoralens is theoretical at the low residual doses
transfused. For both agents, there appears to be a
wide safety margin; (4) most significantly, there is at
present no single PR system that can be applied to all
blood products and, particularly, no proven system
for PR of whole blood and packed red cells; and (5)
anticipated high cost.

Although there are no methods for the PR of red
blood cells (RBCs) that have been proven effective
and safe in appropriate clinical trials, if the
evolving technologies establish their efficacy and
multicomponent PR can be implemented, then
there are many potential savings that would offset
the cost of the process itself, including (1) reducing
or eliminating the future need for additional donor
screening assays such as testing for HHV-§,
Babesia, Ehrlichia, dengue, and malaria; (2) elimi-
nating some current assays including anti-HBc,
WNV, T cruzi (Chagas), and syphilis; (3) eliminat-
ing the bacterial testing of platelets; (4) discontinu-
ing irradiation of blood products; (5) discontinuing
leukoreduction; (6) allowing for the continuation of

Table 2. Inactivation of Infectious Agents in Plasma and Platelets Using Psoralen/UV-A

Classification

Agents Log reduction

Virus (enveloped)
Virus (nonenveloped)
Bacteria Gram + and gram-—
Spirochetes
Protozoa

HIV-1/2, HTLV-I/Il, HBV, DHBV, HCV, BVDV, WNV, CMV, SARS-CoV, vaccinia
Human adenovirus-5, bluetongue, parvovirus B-19, HAV

Treponema pallidum, B burgdorferi
Plasmodium falciparum, T cruzi, B microti

>4.5 to >6.8
>5.1 to >6.8
3.5 t0 >5.0
>7.3

>5.9 to >10.6
>5.0 to >6.9

Abbreviations: HTLV, human T lymphotropic virus; BVDV, bovine diarrheal virus.
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minipool testing rather than the probable evolution
to individual donor testing; and (7) reducing donor
exclusions based on geography (malaria). Cumula-
tively, these measures could result in vast savings
that should offset the implementation costs of
PR. However, these savings can only be realized
after procedures for the PR of RBC products are
fully operational.

Perhaps the key immediate issue is not the
efficacy of PR, where the evidence is substantial,
and not even its safety, where toxicity remains
theoretical, but rather whether we should introduce
PR reduction for platelets and single-donor plasma
before a system is in place to inactivate pathogens
in RBC products. This is a difficult conundrum, and
opinion on this issue is sharply divided. However, it
is known that many patients receive repeated, often-
daily platelet transfusions that are only intermit-
tently accompanied by RBC transfusions and also
that many centers pool platelet products, vastly
increasing the recipient exposure risk.

It is also probable that if we wait for the complete
PR package, another 5 to 10 years will elapse before
licensure and implementation; and in that time,
innumerable platelet and plasma infusions will
continue to transmit infections to recipients that
could have easily been prevented. If such transfu-
sion-transmission infections are accompanied by
significant disease, then further transfusion-trans-
mitted tragedies could ensue. I believe that the
precautionary principle and the moral imperative
dictate that we implement what we have, even if
they are less than perfect. Admittedly, there is the
other side of the coin in that platelet and single-
donor plasma inactivation, in the absence of RBC
inactivation, will not reap the financial offsets of a
complete PR system and in that RBC products will
continue to transmit disease. Furthermore, it is
known that transfusion-transmitted pathogens are
only one part of the risk equation and, now, not
even the largest part. However, I would counter that
preventing human error, controlling transfusion-
related acute lung injury, and PR are not mutually
exclusive and all ways of reducing transfusion risk
should be pursued with equal vigor.

The solvent-detergent treatment of plasma and its
derivatives has established the principle that PR of
even a single blood component is highly beneficial
and has established the enormous value of a
preemptive PR strategy. Universal inactivation of
plasma derivatives has rendered the formerly
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highest-risk blood products now to be the safest.
As blood transfusion services scrambled to meet the
threat of WNV, how reassured plasma manufac-
turers were to know that they had this agent
preemptively covered, as they would for DFV or
any other lipid-encapsulated agent that threatens the
blood supply. Had solvent detergent treatment of
plasma derivatives been implemented in the early
1980s, most HIV and HCV cases that devastated the
hemophiliac population could have been avoided.
This statement is being made not to cast retro-
spective blame, but to take a lesson from history
and to illustrate the value of having a protective
preemptive mechanism in place before the next
agent strikes.

There is great potential risk in delaying imple-
mentation of PR while waiting for absolute
evidence and a perfect system to be put into
place. Waiting is a calculated risk that defies the
precautionary principle. Can we chance the possi-
bility that a new lethal agent will enter the blood
supply and replay the HIV tragedy? Can we face
future generations and say we did all that we could
do at the time? I believe the time has come to act. At
present, there are 2 technologies, psoralen/UV-A
and riboflavin/UV-A, that would bring the same
level of safety to platelets as currently exists for
commercial plasma and its derivatives. Evidence
for the efficacy and safety of PR for platelets and
single-donor plasma products is sufficient,'*"” if
not overwhelming; and the European experience
with psoralen/UV-A—treated platelets has proven
the practicality and safety of this approach
to transfusion-transmitted disease prevention.'®
Whether or not one concurs with the need to
rapidly introduce PR for platelets and nonfractio-
nated plasma in the United States and Canada, the
more important and, I believe, crucial message is
that we have to establish a mind-set that says PR of
all blood products is a laudatory and achievable
goal and that we need to invest ourselves
emotionally, intellectually, and financially to make
this happen. The blood bank establishment, the
National Institutes of Health, the FDA, and industry
have to make this concept a priority and then work
in concert to devote substantial resources and
energy to achieve this goal, just as they did for
viral nucleic acid testing. Only then will it happen!

I was in that packed hotel ballroom in 1994 when
Dr David Kessler urged blood banks to develop
NAT for routine donor screening. His talk raised
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eyebrows and great skepticism; but because of his
position of authority, it drove the system, generated
government-industry collaboration, and resulted in
the remarkably rapid development of practical NAT
assays that have been an enormous addition to
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blood safety. I am no David Kessler; but I admonish
and encourage you to say this is the right thing to
do and that we have to find a way to do it. We have
to bite the bullet. Fortunately, in this case, it is a
magic bullet.
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Alsace (752X)

Adverse transfusion reactions during platelet concentrates
(PC) transfused at EFS-Alsace

(1) PC (2) PC (3) PC
(100% plasma) (35% plasma+65% T- INTERCEPT
1/1/2003 - 1/2/2004 Sol)

(35% plasma+65%

99.6 % 1/9/2005 — 1/6/2006 Intersol)
95 % 1/9/2006 — 1/8/2007
99 %
Patients (n) 59 33 36
; 67 41 37+
Adverse reactions (n) (11 RBC Imm) (16 RBC Imm) (19 RBC Imm)
Adverse reactions/1000 PC 53 07 14
(n)
Patients with reactions 2.9 % 2% 1.7 %

Period 3 : *Fever/chills : 8 ; allergy : 3; TRALI: 1; RBC immunisations : 19

Period 1: 1 death volume overload (2 RBCC + 2 BCPC)

All 3 periods : No bacterial sepsis

All 3 periods : 145 adverse reactions : SEVERITY grade 1 =61 %; grade 2 = 33 % (46 RBC

immunisations) BioOne Corporation
IMPUTABILITY grade 2, 3,4 = 87 %; grade 3and 4 =70 %

La Reunion (75>X)

EFS-La Réunion : Adverse reactions with
INTERCEPT treated Apheresis PC -1

(M F Angelini-Tibert and P. Rasongles)

year 2006/3 - 2007/3

nb of patients

nb of apheresis PC

nb of adverse reactions

Adverse reactions / 1000 APC

HV Intercept G Andreu 2008 02 29 Frankfurt 13
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