TiE, $IELT0A 0T ITOOEE) &L
TWAHDIX TOOHE) LHLTLVWEL
LRANPOOBBMTRI L LRolz. ET,
BEFELNED 5 5T, LWL LTV HERER]
Thd [EHARE 13X Bk V—24), K
KEE) 1X RAI Y — A LEAFHPEEX
iz, TBUKERE) RO TRKEE) D4
Fbalas L TETEELE.

C-7: BAERIKER DR

(1) BAERFIIERAEREM, OTCERMS,
ARER A, BREA, AT~ TEext
HLLTWA. LN -T, ZDEUOEERK
R E IO TRERBETTH Y, BIELE,
ERBRE, BEN SRS ~ORDEZ I 5
CLENEETHD. FERNERAICONT
b, RAKEZHOE T, THOBHEE2RET
HZLEBMETHS.

(2) o RERBEL LT, —HKEBREIZE
BORWRAEEORBRIEDOREN H 5. BIE
MEE72O0%EFT 5] & LThH5EARM
IOV, FTRER & D b —ARRBRIE DB
MHETHD. ZOFICIXERRATCRY ETFs
NTWARBIELRERH Y, T4 IZEBIFIAFTEE
EEZHNA.

(3) Z DU ORARABIEDFEHDO—2I
(EBENEBEAE] ChoT. BEOSERBIV
Ef, BARBRNFIZOWTIE, BROEME
BN HREEIToM. L L—F TERKEDE
RELREDEREITO-TNDEELEIATHS.
LT, BAERF & LTHLRENEIICHE
T A EBRIE 2 EBAIZITV, BREERB T L8
ERTERVEIICHERZHOLERHS.

(4) B, WRIZhlz->TOREL LTI,
A% B ERERICBWVTEA I UEERICA
WHhNB K )il o HHEBENC OV T, &
RNCHBIEEA~NETH LD, 7 —T
THREETHS.

(5) HAFBAIS TR L7z X D RIEEEHA
2T B AEDIBA~DEEIZOW T, 7
Uy Zagy MIBWT, BRTREMEYIR

ERBREZERT X Fr— X220 T, BErL
ERERDDIBERANFEON, LR-TZ
DREMONELEDDILERHAD,

(6) BKLBANIOIZET A2 &R - AT OVWTI,
FEICOWTIL, BEEMEER LV D BN ICH
THESNTWS, $—RER, ZKERE
WO HELELNATEY  BFEELREZ IR E
TRERFDO, B QELRERI LD,
Lo TABRE Az oW T, ERFIC
B AELE - QEBROFE, BIUFOESR
EEBTLILEND D, FOLT, EFLD—
EMEREROBRAN, O, Bes - BEICTR 2B
TEMLENRDS D, HoB®T, B - BEICHE
THRRELERILELBEbNS,

D. =&
C-7 (5) THNT-IFEEUFTIIT 5MEY
BA~DEBIZOVWT UTERTEZ L ET
Do

R RALBRITIE, ERAL JRA. REE
AT EERAIE S, BERARAG 060> ITX5
BRI, HA5VIIRE LEOEEEHER %
BEICEHT A LIk TEBMSESRIET
BNRGARN) w7 V) =R X HEHEPLE
2725, 122U, 2 b BIAILS o FE i A
Th>Th. BEMIC X 51508850 2 8T T,
BRI AR, RETHZEOEESEEZRL, &
FIH U T, MAYRERRA. 05> ZEAT
_REThD,
WEMBEARARLZBER T 01IEDLO 2
BAMIZOWTH, ()EARBMEYITIEERS
N3V A7, BIOQBEDBROANEILE
2 5% EBLTHETRETHSD.
Bz, B0 BERREECIIMEN DOIEY, %
FEMBEZ VIZL <, NME~DEER DN E
2 bNnBH0T, FME, HEREOWMENER
DEENATONTWAIRY, MAEMREMARIT
—RICARELEZ DR EL Y. L, MAeEWS
DY A7 BENL D RIEHR, ERA%IZAEA~
DEENRKE VWIRAFIOBE 72 13, BEDR
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ERBROEHERTTHILERS D,

L MAEYRERRELERT 556 TY,
LUHRBREAXT vy TRBRETHZELEDT,
WMAEHEBREY PO L D ICEET 5 ONBHEN
THRTH D02 ERIORE T LK
aE kv,

2B, FRISESALIAREO “HEFEMHDOR
BEURBRFEORTEIZONT” (EREXRSE
568%) D7 m—F ¥ — M8 [FEEFRBA| DM
APFERRER)  ICIHEEFHRA OMAEDRERR
BEREDEBZFPRENTWA. ZRITFHES)
BOEESENEE LTERENZLDOTH
BB RFEERCBNTHLY TIRESZLOT
b5, ETEBRERAOMEMERRRICET
H— R eE 2 5k, BRI62EBER [FEEHE
EELOMAEDFESERE] ITRSNLTRY,
KB OB Sk, RBROERSEE. BENETE
HEL, AL OFAREESTIIN TS,
F - BRI EBFR REDDRRE] T3,
SEBREEBTIIETA S RA B EX T
AN HIN S N RFA O & A FR
[ZEHET B F N TREINTW 5,

E. #am
I DI CORAKAKIER, #HAiLsHY &
bWRDHRHETHTZ.

SERAFRRITIX, BRI CIEENICER SN
TWARAIZITITERTH L & big, WEEAT
BLXOERATEME KGEL, & bICRAIORK
PRHEFICI Y S LICHPE L. ZOWEI
LY, EEHBAOLEBOEEBAFREIZARY,
ERBEFREOEELMAOEEFTRTF A ML
LTEATAZELTELS. F0O LT, £
o EEEIZHELR BN R B (UAIRER,
Bir - Ak IES) EFL-ZLICRY,
EXLSAEEROTXF AN LTHLHERATE
HrBbhs.

RERHEDT®D, BINTFEBDVRIAR
WA, BE 16 MARRIOM L Y ORI, &
BERHFEFIZEA SN LIHANONVT S, BR

MNIZNEZFIRE L THAFEHEDH D7 L — A
T — 7 DFERIZHD EEZTNS.

B 16 MERANIcE X AT 5 [FEEFHRA
BT AMEHEBA~DEEIZOWT, HUT
DEO>EREZEEDE . (DERERYAEIT
1, FREFHMFITH-oTH, BEMIZLBIE
BeRoREABET T, MAIZELE, RETDZ
ENREETHD, HBEIUS U THEDRER
BREBEATAREITHS; Q) BAEYBERAR
FHEATRE 7 —RTOWTIL, BRI 0E
MBI END Y A7, AEMIEGD AMEIZ
52 RELER L THHTRETH 5 ;
) Bl A DIER, FHEBEZ DIz
K, NME~OEENRVRNWEEZ ONDRA
B REI T, FARCRUERF O EME R
BEENAITONRTWVWARY, MAEYRERER
H—REFRETHH—F, MAEWBEROY X
7 BRVVIRA, AME~DEENIKEWIRAF
IMEDBRERROEHA R HLEN
HAHY; WL, MEYRERROER
WZOWTIX, AF v 7RBRETHZEHLED
T, ERORAZ LI shRE, SRR ME

MEBOFTRET-THE L.

F. WFEHRE

1. mXHER

1) Kadovya, S., Fujii, K., Izutsu, K.,

Yonemochi, E., Terada, K., Yomota, C.,

Kawanishi, T.: Freeze—drying of

proteins with glass—forming
oligosaccharide-derived sugar alcohols,
Int J Pharm, 389, 107-113, (2010)

2) Suzuki, T., Ishii-Watabe, A., Tada, M.,
Kobayashi, T.,

Kawanishi, T.,

Kanavasu-Toyoda, T.,

Yamaguchi, T.:
Importance of neonatal FcR in regulating
the serum half-life of therapeutic
proteins containing the Fc¢ domain of
human IgGl: a comparative study of the

affinity of monoclonal antibodies and
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Fc-fusion proteins to human neonatal FcR,
J Immunol., 184, 1968-76 (2010)

3) H.Shibata, C. Saito, C. Yomota,
T. Kawanishi, Ammonium ion level in serum
affects doxorubicin release from
liposomes. Pharmazie, 651, 251-253
(2010)

4) K. Izutsu, K. Fujii, C. Katori, C. Yomota,
T. Kawanishi, Y. Yoshihashi, E.
Yonemochi, K. Terada, Effects of solute
miscibility on the micro- and
macroscopic structural integrity of
freeze-dried solids, J Pharm Sci. 99,
4710-4719 (2010)

5) Sakai-Kato, K., Saito, E., Ishikura, K.,
Kawanishi, T.: Analysis of
intracellular doxorubicin and its
metabolites by ultra—high—performance
liquid chromatography, J Chromatogr B
Analyt Technol Biomed Life Sci, 878,
1466-1470 (2010)

6) Izutsu, K. I., Yomota, C., Kawanishi, T.,
Stabilization of liposomes in frozen
solutions through control of osmotic
flow and internal solution freezing by
trehalose., J Pharm Sci (in press)

7) Miyazaki, T., Aso, Y., Yoshioka, S.,
Kawanishi, T., Differences in
crystallization rate of nitrendipine
enantiomers in amorphous solid
dispersions with HPMC and HPMCP., I7n
J. Pharm, 407, 111-118 (2011)

8 N R N ABREHEOBERRRIE £
DFFl, Y =FV v 785, 4, 5-18 (2010)

9 JIHE M. ®HAKRAOEE., KRF 62,
2598-2605 (2011)

10) JIdFE f# . HARRE, ER 6
2654-2657 (2011)

H  EBEBAEEHED HFE - BEIRI
2L
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BEFBHFHAREMBIE
(EXEMERBBELX LS5 YA I UILEAHRER)

EXLHOEE - RETEOEEILLLERLICHE L-AXERAORED-HDOHE
SEMRBEE

EXROAT. LFARUVEBEXDONRIECRET HHFR

SEWRRE EHEH
ATEMIUKE KEPREFHER BE

HREHE LE i
EVERRRRAWNEHER BRENME ZER

MREE '
AHFEIZ, BARERF (JP) NEEXRGHZPFLIHEISE TEARBINTWHEELDOLTH
(BA%, &L, Bl4). #BEX, 927K #FE ALFEL, FIINVTTRENZ 2D -
P—E R (CAS) BEFES (CASES), BIUV, EFROBIZEFNIEEFHRLFEERD
KEEZHRETHEE ULz, £FEEFEELKET) o0 T, BEEMHORE - WEER
OBEEAEEBRICKET AL ERRFBEZHME L. %0 JP OWEEXIZE
TAHAZEEHBETS,

SEREX, JP IEHEESO(LFE4 B L OEERIZOWT, FK 234 3 HDFE 16 iIE
W T, B0 RN RFEEOBEHEBRET L, BEDOMNEREEZHALNIZ
L7z TNHOREHERITI.ER 23E3 A 24 BICEFTENTE 16 WIE A AZEFH (JP16)
RSNz,

EXRLOLVEBEEHIIEELOFRELZHETH LD THY, £DELHEARFIL., BIFE
WWIELL, £, EEMICLFAEML TV ALERD Y, 5% bGRAICR LIEELZRE
TEAHEHBPMLETH A,

A. TFEB® RLTEYEOEEFRIIRE, ZOX
BAREFS (JP) WKIXBEBSETEREN HREA1L, JP OTEHEAEITL.
TWAEFEALRERLANE SN, BETR 1) BEMIZIELWZ &,

bEEBREL L TOREZREEZLTWA, 2) BEMNHDZ L,
MZT JP X, BAEDERLOR&HE L 3) EEMICEMLTWSZ &,

LTOBEE BTV, JPINEEESD 4) BHROEBEFITHIELTWBZ &,
EELERIT. EELROBHRTEOREEY REPLEEHFLRA,
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AWFZETIX, JP IZNE STV S EER
EHROMNIBPECEARBEINTWDIERE M
D&F (AR%L, B4, Bl4). #HEX,
S5FR. HTFELFELE, FIAINTT
A NT 7Y« P—E X (CAS) B ERE S (CAS
EF5)., BIU, EROBEIZEENSHEE
BEHer, EELOXEZRET HHEE
(LA E%, LFBEESEE LK) IOV T,
HITRLTEBANGRENEZHEEL, E
EOOELE - FEEEOSEN E EEIZ
ML EARRFORERCET A0
DFRERFEEIT D,

SERET, B 16 WERAERFF (JP16)
NEFEPERLO(IFELAB L TEEN
IZHOWT., BEFEMOBABIORFEE
DEAEOE» CREHBELHREL., BE
DHEREEZHLMNI L,

B. ixAE

JP16 WEHTFEOEESR (JP15 BLUNE®
B IO JPl6e FFRESME) Dfb¥EsB
FOEERIz W T, KEXRFEHS (USP)
BLUORKIMNERF (EP) ORENE &R
BET5 L L bz, JPINELH BB TORE
ERFAR, BEXMLELRLEEZRAE L,

C. IRER
1) methane BiADLERICEHT HHRE
JP15 BENE D TR ;Y —) R [/
kU= —/L| 72 & methane BH#aA{E DL
ZIWZBW T, methane ([ZEBHT AT XTD
BHEZENTHATWIHRA LERE
EEHOTWRWEENRH Y, BHFEBTE
B LN TN,

JP15 &S EH D 9 LEEINTHEA TV
Bl TeRF VS —)

1-[(RS) - (Biphenyl—-4-y1) phenylmethyl]-
1/#imidazole

146

OOO

ERFJy—iL

RUMBRIEE

X 1

JP1I5 INEB B D 5 bIEINTHATH L4 :
(7o hU <= —)bg

1-[ (2-Chlorophenyl) (diphenyl)methyl]-
1Aimidazole

Lo

\ N
M2 zokyvyJy—iL

methane BE¥AEDLFEAIL, methane T
BRI AT S TOBBRELFEINTHEHAL
fLFLDIF)IDBEXROHEENES TH
Arimb, TewsFy—) ofbF4L%
methane IZBH#T 5T X TOBEHRE L FHIL
THAZLFRAITEET A EPREEL
7R

et/ —n]

k=4 (JP16) :

1-[ (RS) - (Biphenyl—4-y1) (phenyl)methyl]l-
1A#imidazole

FREIC, [7aRTAFUERRE], Te R
nXOUEERE], T Rexr s
BetE ), &) UUIERE) Y OFEAS
HLEENRLETH D,

[T AT A IEEEE
k%4 (JP15) :
1-{2-[ (RS) - (4—Chlorophenyl) phenylmeth
oxy]ethyl}piperidine monohydrochloride
PitF4 (JP16) :




1- {2-[ (RS) - (4—Chlorophenyl) (phenyl) me
thoxylethyl}piperidine
monohydrochloride

e Fufo P i)

IB{b54 (JP15) :

2-(2- {4-T (RS) - (4-Chlorophenyl) phenylm
ethyl]piperazin-1-yl}ethoxy) ethanol
dihydrochloride

#ibF4 (Jp16) :

2-(2-{4-[ (RS - (4—Chlorophenyl) (phenyl)
methyl]piperazin-1-yl}ethoxy)ethanol
dihydrochloride

M1 U HRkE |

IB{bZF4 (JP15) :
2-(2—{4-[ (RS) - (4-Chlorophenyl) phenylm
ethyl]piperazin-1-yl}ethoxy)acetic
acid dihydrochloride

k¥4 (JP16) :

2-(2- {4- [ (RS)- (4—Chlorophenyl) (phenyl)
methyl]piperazin-1-y1}ethoxy)acetic
acid dihydrochloride

2) VDA UBEETHI SERRDLESR
DRE
JPISBENE D 7 a7 ) BT M) T
Ay R0 T —/LERE) 7R
VIBEE AT OERLO(ERIIB VT,
77 n—VEBE| 0L 5
[chromene| ZFRWT/ILZEL Z R T 55
gE. eV ) UA] OX
912 [1-benzopyran] ZHWT{LELZ 2R
AMTABEENREELTRBY, RFEET
BEMEN E LTV,

JPI5 IR&E LB @ 5 B [chromene| & AV -
il -

(77 & na— 15 |
8-{(2RS)-3-[(1, 1-Dimethylethyl) amino]-
2-hydroxypropyloxy}-5-methylchromen—2-
one monohydrochloride
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JP15 & H B D 5 & [1-benzopyran] % F
Wi

B78=E /B R/4 " al RN
Disodium
5,5 - (2-hydroxytrimethylenedioxy)bis(4-
oxo—4/#1-benzopyran—2-carboxylate)

NaG,C O 0. _CONa
| |
H OH
o o _X_o ©

M2 70FJ7YIOBFEIIL

[chromene] X. IUPAC TERMNZERD LU
TWABIER4ATHY . [chromene] & W
TAbFEL THE—T A ENREFE L,

(oaes) 78T ) VA

#H{bEE4%4 (JP16) :  Disodium
5, 5’ —(2-hydroxypropane—1, 3-diyl) bis (oxy)
bis (4-oxo-4/#chromene-2—-carboxylate)

3) FULBEDIEEZDEE

TUPAC D#D4E (2003) T, b LEEEDIE
A4 Th 5 ltosylate] IX, BEOL A%
ZTADIZERALRY, o TW3,
JP15 T T PR 7 x40 b LVERE )
8 NUNEBEE O FLAIT Ttosylate] &
BAuvwTng,

JPISINEHSLB D 9 H ltosylate] ZHV-
1

[FRTZaXH v hIVERE )
7-[ (3RS) -3-Aminopyrrolidin-1-y1]-1-
(2, 4-difluorophenyl) —6-fluoro—-4-oxo-
1, 4-dihydro-1, 8—naphthyridine—3-
carboxylic acid monotosylate
monohydrate



@ o

F CO;H
0 RURRRIEE

M3 rRZEFHIUMUILERIE

[FRT7uaxd v F I VEEE] O{EFEA
iX. T4-toluenesulfonate] Z BT
THONREE LY,

[hRZaFd o hIVERE )
#Fb¥4 (Jp1e) :
7-[(3RS) —3—Aminopyrrolidin-1-y1]-1-(2, 4-
difluorophenyl)—-6-fluoro—4—oxo-1, 4~
dihydro-1, 8-naphthyridine-3-carboxylic
acid mono (4-toluenesulfonate) monohydrate

F#ElZ. TRLEZ I U v N VEREKED
¥y OALZERZRLEETHZENEE LV,

Fapng I b VBEEE /KT )
IH{b¥4% (JP15) :

(2S5, 50 (3, 3-Dimethyl-4, 4, T-trioxo-4-
thia-1-azabicyclo[3. 2. 0lhept-2-
ylcarbonyloxy)methyl (25,54, 68) —6-

[ (2R) —-2-amino—-2-phenylacetylamino]-
3, 3-dimethyl-7T-oxo—4-thia-1-
azabicyclo[3. 2. 0]Jheptane—2-
carboxylate monotosylate
#ibFE4 (JP16)

(25, 58— (3, 3-Dimethyl-4, 4, T-trioxo—4-
thia-1-azabicyclo[3. 2. 0Jhept—2—
ylcarbonyloxy)methyl (25,5R, 6£)—6-

[ (2R -2—-amino-2-phenylacetylamino]-
3, 3-dimethyl-7-oxo—4-thia-1-
azabicyclo[3. 2. 0]heptane—2-
carboxylate mono(4-toluenesulfonate)
dihydrate

dihydrate

4) A504 FEDY) VBIXTILT |~'J
D LDEELDREE

2FuA FEO) VBT AT LT R
7 LOALFLIZET B [sodium] DOFTHNL
BIZOWTHRE L7, JP15 TiX, lsodium]
ALFEL E2EOTEIZEVYT [Sodium OO
phosphate] & LTW3, (OOIFATuA
R4y DA% %E/T'é‘)

JP15 W& &L E D 5 B [Sodium OO
phosphate] D :

L R=ynr ) B X57Lr MY
T A

Disodium 11b, 17, 21-trihydroxypregna-—
1, 4-diene—3, 20—dione 21-phosphate

o PO3Na;

Jarvy vBIRATFILE
VLS FN

a4 TLFKk=

Z2FuaAf REDOY) VB AFAF Y
7 5Dt 4Z 1Y, [sodium} % lphosphate]
ODEBIZEBEWT OO (sodium
phosphate) | & L7zIE 9 BABEEITH S & &
Zbihd, JPI6 T, ZO LD ICEET D
TEREFE LY,

L K=Yy o ) B A7 MY
7 A
#rivzE4 (Jp1e) :
11 8,17, 21-Trihydroxypregna—1, 4—diene
-3, 20~dione 21-(disodium phosphate)

FIERIC, AT JP IR B D1L¥4 b E
BRMLETH D,

[(REAZ TV VBT AT LTI Y
A

IB{b54 (JP15) :
Disodium 9-fluoro-11 3, 17, 21-
trihydroxy—16 8 —methylpregna-1, 4-
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diene-3, 20-dione 21-phosphate
#FbE4 (JP16) -

9-Fluoro-11 83,17, 21-trihydroxy-16 3 -
methylpregna-1, 4—~diene-3, 20—dione
21-(disodium phosphate)

e FearsFy v VB X7 )k
VRN
B{bZ¥4& (JP15) :
Disodium 11 8,17, 21-trihydroxypregn—
4-ene-3, 20—dione 21-phosphate
HbFL (JP16)
11 8, 17, 21-Trihydroxypregn-4-ene—
3, 20—dione 21-(disodium phosphate)

[FXHP ALY VBB AT VT Y
N
B4 (JAN 4)
Disodium 9-fluoro-118, 17, 21-
trihydroxy-16 o —methylpregna-1, 4-
diene-3, 20-dione 21-phosphate
Frib¥4 (JP16 H#H)
9-Fluoro-11 83, 17, 21-trihydroxy-16 a —
methylpregna-1, 4-diene-3, 20—dione
21-(disodium phosphate)

5) ATA4 FEDLEZDAE
JPEENE D TR0 7 Z 27 b ok
ZITBNT, 17T LOBBEDOMEE SN
(1781 &7 TWAMN, 17 e —pregnane
EHRELD (R /57 br) Tk, 17
MDOBHBEIZ T8) FIFRETHS,

JPISIRERB DS S N78 1 #RWER :
(2vw /77 b

7T a —Acetylsulfanyl-3-oxo-17 o —pregn—

4-ene-21, 17 8 —carbolactone

0
HiC
=0
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M5 RER/SH b

17 @ -pregnane %2 [ Avn /7
7 hv) T 1T OBBREIC 18] &
FAHDIFTELL R, 1781 % T17) iZ
EETEINERD D,

(Avwa/)Z7 b
#r{t¥F4 (JP16) :
T a—Acetylsulfanyl-3-oxo—-17 o —pregn-—
4-ene-21, 17-carbolactone

JP BER#E D T2F =Nz R hT P —
) OIbEAL, estrane BRREZEBRALE
LR EDLN TV S,

JPI5INEFH B D 5 Hestrane B ZERA L
T=AbF% D

[2F =N X NT VA —/1]
17 « -Ethynylestra-1, 3, 5(10) —triene-
3,17 B—diol

C CH

H
“ l~---~Ecn
Of
HO

K6 IFZIIRFSTA—IL
—7., Eil#EEE2E-> JP BMINEERR
ThHB ARANT /=], [ VZFRT
ayy, TJVFR ML) OELIZ,
19-nor-17 a —pregnane ‘B®¥ % AW T4

ShTWV5,

JPI5NE M B D 9 B 19-nor-17 a —pregnane
LRV
[ARANT ) —v)
3-Methoxy—19—nor-17 « —pregna—
1, 3,5(10)-trien-20-yn-17-o0l

JP i B Db DA E0OEA M



PRAD, [ZmF =LA RNTFVF )]
DAL 1X. 19-nor-17 a —pregnane B %
FERLALZELICERTHZENEEL
A%

[ZF=NVTRNTIF—]
k4 (JP16) :
19-Nor-17 « —pregna-1, 3, 5(10) -
triene—-20-yne—3, 17-diol

6) RTF FROEFELZDOEEXDAE
JP Tix, 7/ BEEOESHI 20 X
TORTF FROEERDOBENITT
JBRD 3 XFERTEANWTAATT NMEEL
ITEL. 7T I BREEOHM N 21 Bk
DRTF RRERELOBEXIZTT I VB
D1 XERDEANTRTF MEEE R
LTW5A, LnL, JP15 T 7 I/ EBERE
DEN 20 LLEO—ERDOINEHEEESH T 3 3L
FERIEZHANWTRTF FEELRH LT
WAHFIBRH T,

JP15 WEH DT F RROEFKHLHD > BT
I BEREOEMN 20 UETTI/ B3I X
FRILE L TWAH4

e hA R GERTHEEZ) )

Gly-lle-Val-Glu-Gin-Cys-Cys-Thr-Ser-lle-Cys-Ser-Leu-Tyr-Gin-Leu-Giu-
Asn-Tyr-Cys-Asn

Phe-Val-Asn-Gin-His-Leu-Cys-Gly-Ser-His-Leu-Val-Glu-Ala-Leu-Tyr-Leu-

Val-Cysl -Gly-Glu-Arg-Gly-Phe-Phe-Tyr-Thr-Pro-Lys-Thr

e hA v R) v GERBEFREEZ)) OEE
i, TIVEBO 1 XERTEHVTRH
TAHZENREE LU,

e hA VR v GEBEFHEEZ) )
#FiEiEX (Jp1e)

GIVEQC(IZTS I CSLYQLENYCN

FVNQHLCGSH LVEALYLVCG ERGFFYTPLT

EFHBZ) |, [TEoAdr (BETHEBR
z)1, TV F—AniEmiE), V) REZF
v RAFwTe—] DT I )BEEHSIC
ONTH, T /B0 1 XFRELHWVWE
HBERITEEL, JP 28 TEESEE LA T
EBREE LW,

A EnA %y (EEFEHRZ)]
&&= (JP15)

Ala-Pro-Thr-Ser-Ser—-Ser-Thr-Lys-Lys-Thr-Gln-Leu-Gl n-Leu-Glu-His—Leu-Leu-Leu-Asp-
Leu-GIn-Net-I | e-Leu-Asn—G1y~I | e-Asn-Asn-Tyr-Lys-Asn—Pro-Lys-Leu-Thr-Arg-Met-Leu-
Thr-Phe-Lys-Phe-Tyr-Met-Pro-Lys-Lys-Ala-Thr-Glu-Leu-Lys—His—Leu—GIn-Cys—Leu-Glu-
c
Glu-G/u-Leu-Lys-Pro-Leu-GIu-6!u-Val-Leu-Asn-Leu-Al a-G1 n-Ser—Lys-Asn-Phe-His-Leu-

Arg-Pro-Arg-Asp-Leu-I | e-Ser-Asn-1(e-Asn-Val-1!e-Val-Leu-Glu-Leu-Lys-Gly~Ser-Glu-

r
Thr~Thr-Phe-Met-Cys—Glu-Tyr-Al a-Asp—Glu-Thr-Afa-Thr-| |e-Va{-Glu—Phe—Leu-Asn-Arg-

Trp-1le-Thr-Phe-Cys-GIn-Ser-[1e-1ie-Ser-Thr-Leu-Thr

FrEEl (JPle) -

APTSSSTKKT QLOLEHLLLD LOMILNGINN YKNPKLTRML TFKFYMPKKA
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maximally freeze-concentrated phase at temperatures (T,'s) that depended largely on the solute molec-
ular weights. Some oligosaccharide-derived sugar alcohols (e.g., maltitol, lactitol, maltotriitol) formed
glass-state amorphous cake-structure freeze-dried solids. Microscopic observation of frozen maltitol
and lactitol solutions under vacuum (FDM) indicated onset of physical collapse at temperatures (T¢)

’F(:ey:; tenjisr-y - several degrees higher than their Ty's. Freeze-drying of pentitols (e.g., xylitol) and hexitols (e.g., sor-
Amorphous bitol, mannitol) resulted in collapsed or crystallized solids. The glass-forming sugar alcohols prevented
Excipients activity loss of a model protein (LDH: lactate dehydrogenase) during freeze-drying and subsequent stor-
Stabilization age at 50°C. They also protected bovine serum albumin (BSA) from lyophilization-induced secondary

structure perturbation. The glass-forming sugar alcohols showed lower susceptibility to Maillard reac-
tion with co-lyophilized L-lysine compared to reducing and non-reducing disaccharides during storage at
elevated temperature. Application of the oligosaccharide-derived sugar alcohols as alternative stabilizers
in lyophilized protein formulations was discussed.

Sugar alcohol
Glass transition

© 2010 Elsevier B.V. All rights reserved.

1. Introduction

Freeze-drying is a popular method to ensure long-term stability
of therapeutic proteins that are not stable enough in the aque-
ous solutions during distribution and long-term storage (Manning
et al., 1989; Nail et al., 2002). Removal of surrounding water
molecules by lyophilization significantly reduces gradual chemi-
cal and physical degradation of proteins, whereas the dehydration
often induces structural perturbation that leads to misfolding
and/or aggregation in the re-hydrated solutions (Arakawa et al.,
2001). Protecting the protein conformation in freeze-dried for-
mulations through appropriate process control and ingredient
optimization is essential to ensure the pharmacological effects, as
well as to reduce the risk of product immunogenicity (Hermeling
etal., 2004).

Some non-reducing saccharides (e.g., sucrose, trehalose) are
popular stabilizers that protect proteins from the chemical
and physical degradations in aqueous solutions, during freeze-
drying, and in subsequent storage (Arakawa and Timasheff, 1982;
Carpenter and Crowe, 1989; Franks, 1992; Wang, 2000). They

* Corresponding author. Tel.: +81 337001 141; fax: +81 337076950.
E-mail address: 1zutsu@nihs.go.jp (K-i. [zutsu).

0378-5173/$ - see front matter © 2010 Elsevier B.V. All rights reserved.
doi:10.1016/j.ijpharm.2010.01.027

protect protein conformation in the solids thermodynamically
through direct interactions (e.g., hydrogen bonds) that substi-
tute surrounding water molecules and reduce protein chemical
degradation kinetically by embedding the protein in a glass-state
lower molecular mobility environment. High molecular mobility
of the glass-state disaccharide solids, however, induces slow but
not negligible chemical degradation of embedded proteins over
pharmaceutically relevant timescales. Unexpected exposure of the
solids to humid or high-temperature environments often induces
physical changes of the dried cakes (e.g., shrinkage) (Breen et al.,
2001; Tian et al.,, 2007).

Application of other excipients that stabilize proteins by
themselves and/or in combination with disaccharides would pro-
vide further choices to improve the formulation quality (Wang,
2000: Costantino, 2004). Some excipients (e.g., polymers, sodium
phosphates) raise the glass transition temperature (Tg) of co-
lyophilized disaccharide-based solids, which limited molecular
mobility should confer robustness against undesirable storage con-
ditions (Ohtake et al., 2004). Some amino acids and their salts
(e.g., L-arginine citrate) form glass-state amorphous solids that pro-
tect proteins from inactivation during freeze-drying (Tian et al.,
2007; Izutsu et al., 2009). In addition to the structural stabilization,
varied physicochemical properties of amino acids would provide
some unique effects (e.g., reducing the protein aggregation in aque-
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ous solutions) that are preferable for pharmaceutical formulations
(Arakawa et al., 2007).

The purpose of this study was to systematically exam-
ine the physical properties and protein-stabilizing effects of
oligosaccharide-derived sugar alcohols for their application in
freeze-dried formulations. It has been established that various
sugar alcohols (e.g., sorbitol, xylitol, lactitol) protect proteins from
heat-induced denaturation in aqueous solutions through a ther-
modynamic mechanism (preferential exclusion) identical to that
of saccharides and other polyols (e.g., glycerol) (Arakawa and
Timasheff, 1982; Gekko, 1982). Some pentitols and hexitols (e.g.,
xylitol, sorbitol) protect biological macromolecules (e.g., proteins)
and microorganisms from inactivation and/or viability loss dur-
ing freeze-thawing and during freeze-drying (Tamoto et al., 1961;
Carpenter and Crowe, 1988). Varied physical properties (i.e., crys-
tallinity, molecular mobility) have been considered as key factors
that determine effects of sugar alcohols to stabilize proteins in
frozen solutions and freeze-dried solids (Griebenow and Klibanov,
1995; Carrasquillo et al., 2000; Liao et al., 2002). For example,
high propensity to crystallize in the frozen solution (e.g., man-
nitol) or to collapse during primary drying (e.g., sorbitol, xylitol)
makes them inappropriate for main stabilizer in freeze-drying.
Some oligosaccharide-derived sugaralcohols (e.g., maltitol, lactitol,
maltotriitol) should have greater opportunities to structurally and
kinetically stabilize proteins during freeze-drying and subsequent
storage. Maltitol and lactitol are popular excipients for oral (tablet)
formulations, and are also widely used in food industries as glass-
forming additives upon cooling of edible hot-melt compositions
(Slade et al,, 2006). Information on the physical properties (e.g.,
thermal transition temperatures) and protein-stabilizing effects
(e.g., enzyme activity, protein secondary structure) should be rel-
evant in the application of sugar alcohols to the freeze-dried
formulations. )

2. Materials and methods

2.1. Materials

All chemicals employed in this study were of analytical grades
and were obtained from the following commercial sources: L-
lactic dehydrogenase (LDH, rabbit muscle), bovine serum albumin
(BSA, essentially fatty acid free), glucose, trehalose dihydrate,
sorbitol, and sucrose (Sigma Chemical, St. Louis, MO); maltitol,
maltotriitol and maltotetraitol (Hayashibara Biochemical Labora-
tories, Okayama, Japan); maltose, lactose, mannitol, xylitol, lactitol
monohydrate, and other chemicals (Wako Pure Chemical, Osaka,
Japan); methanol dehydrate (Kanto Kagaku, Tokyo, Japan). The
protein solutions were dialyzed against 50 mM sodium phosphate
buffer (pH 7.0), and then centrifuged (1500 g x 5 min) and filtered
(0.45 wm PVDF filters, Millipore, Bedford, MA) to remove insoluble
aggregates before the freeze-drying study.

2.2. Freeze-drying

A freeze-drier (FreeZone-6; Labconco, Kansas City, MO) was
used for lyophilization. Aliquots (0.3 ml) of aqueous solutions in
flat-bottom glass vials (13 mm diameter, SVF-3; Nichiden-Rika
Glass, Kobe, Japan) were placed on the shelf of the lyophilizer. The
shelf was cooled to —40°C at 0.5°C/min, and then maintained at
this temperature for 2 h before the primary drying process. The
frozen solutions were dried under a vacuum (4.0 Pa) while main-
taining the shelf temperature at —40°C for 15h, —30<C for 6h,
and 35 °C for 6 h. The shelf was heated at 0.2 °C/min between the
thermal steps. The vials were closed with rubber stoppers under a
vacuum.

2.3. Thermal analysis

Thermal analysis of frozen solutions and dried solids was per-
formed by using a differential scanning calorimeter (Q-10; TA
Instruments, New Castle, DE) and software (Universal Analysis
2000; TA Instruments). Aliquots of aqueous solutions (10 wl) in
hermetic aluminum cells were cooled from room temperature to
—70°C at 10°C/min, and then scanned by heating at 5°C/min.
Freeze-dried solids (1-2 mg) in hermetic aluminum cells were sub-
jected to the thermal analysis from —20°C at 5°C/min under a
nitrogen gas flow. Cooled-melt saccharide and sugar alcohol solids
obtained by a brief period of heating (1 min at 160 °C for maltose
monohydrate, xylitol, sorbitol, maltitol, and lactitol monohydrate;
at 180°C for glucose; at 200°C for sucrose, mannitol, and mal-
totriitol; and at 220 "C for lactose and trehalose monohydrate) and
subsequent rapid cooling (—50 “C) in hermetic aluminum cells were
scanned at 5 “C/min to obtain the glass transition temperatures. The
glass transition temperatures were determined as the maximum
inflection point of the discontinuities in the heat flow curves.

2.4. Freeze-drying microscopy (FDM)

We observed the behavior of frozen aqueous excipient solu-
tions under a vacuum using a freeze-drying microscope system
(Lyostat2; Biopharma Technology, Winchester, UK) with an opti-
cal microscope (BX51; Olympus, Tokyo). Aqueous solutions (2 )
sandwiched between cover slips (70 um apart) were frozen at
—40°C and then maintained at that temperature for 5min. Each
sample was heated under a vacuum (12.9 Pa) at 5°C/min to a tem-
perature approximately 5 °C below its Ty’ as obtained by thermal
analysis, and then scanned at an angle speed of 1°C/min after
reaching Tg'. The collapse onset temperature (T¢) of the frozen solu-
tion was determined from the first appearance of translucent dots
behind the ice sublimation interface (n=3).

2.5. Powder X-ray diffraction (XRD) and residual water
measurements

The powder X-ray diffraction patterns were measured at room
temperature by using a Rint-Altima diffractometer (Rigaku, Tokyo,
Japan) with Cu Ko radiation at 40kV/40mA. The samples were
scanned in the area of 5°<26<35° at an angle speed of 5°/min.
The lyophilized solids were suspended in dehydrated methanol to
obtain residual water by a volumetric Karl-Fischer titrator (AQV-
6; Hiranuma Sangyo, Ibaraki, Japan). Residual water contents were
shown as ratios (%) to the estimated solid weights in the vials.

2.6. Freeze-drying and activity measurement of LDH

Aqueous solutions (0.5 ml) containing LDH (0.05 mg/ml), excip-
ients (100mg/ml) and sodium phosphate buffer (50 mM, pH 7.0)
were lyophilized in the flat-bottom glass vials. Some freeze-dried
solids plugged with rubber stoppers were stored at 50 <C for 7 days
in a temperature chamber (Model SH-221, Espec, Osaka, Japan).
Pyruvate and NADH were used as substrates to obtain LDH activity
from the absorbance reduction at 340 nm (25 “C). Residual enzyme
activity was shown as the ratio (%) to that of the solution before
freezing (n=6) (Izutsu et al., 1994).

2.7. Fourier-transform infrared (FT-IR) analysis of freeze-dried
BSA

A Fourier-transform infrared spectrophotometer (MB-104;
Bomen, Quebec, Canada) with a dry gas generator (Balston, Haver-
hill, MA) and software (PROTA; BioTools, Jupiter, FL and GRAMS/32;
Galactic Ind., Salem, NH) was used to obtain mid-infrared spectra of
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Excipient

Excipient + BSA + Buffer

Frozen solution

Freeze-dried solid

Cooled-melt Solid

Frozen solution

Freeze-dried solid

Ty’ (°C) Tg (°C) Residual water Ty (°C) Tg' (°C) Ty (°C) Residual\water
(%, wiw) (%, wiw)
w/o excipients n.d. n.d. 6.3+04
Glucose -42.7+0.5 Collapsed - 373+08 -414+1.6 41.5+2.0 26+04
Lactose -29.1+£0.1 90.9+6.6 1.2+0.1 1120+ 1.9 -278+1.8 1053+2.2 1.0+04
Sucrose -33.5+0.1 62.0+26 1.8+09 46.4+03 -32.0+0.7 68.2+0.8 1.9+00
Maltose monohydrate -31.1+£0.0 86.2+1.1 09+0.0 68.8+1.5 -288+16 95.6+1.2 1.2+04
Trehalose dihydrate -30.6+0.1 80< 1.0+0.2 117.3+03 -274+05 90< 1.2+04
Xylitol —-48.5+0.5 Collapsed - -21.9+0.2 —-459+1.2 Collapsed -
Sorbitol -45.0+04 Collapsed - -1.9+0.2 -399+0.7 Collapsed -
Mannitol Crystallized Crystallized - Crystallized Crystallized Partially Crystallized -
Maltitol -36.7+0.2 40.6+0.4 1.1+£1.1 47.3+0.8 -35.7+0.6 56.3+1.0 1.3+04
Lactitol monohydrate -31.8+0.1 549+ 2.5 03+0.5 484+33 -292+15 63.3+1.9 1.2+02
Maltotriitol -29.5+0.0 72.8+ 2.8 03+0.2 88.6+0.8 -266+0.7 85.3+3.1 1.5+02
Maltotetraitol -24.9+0.2 nd. 1.2+03 - -248+03 nd. 09+0.1

Average +s.d. (n=3).

BSA in the aqueous solution and freeze-dried solids (Prestrelski et
al., 1993; Dong et al., 1995; Izutsu et al., 2004). Spectra of aqueous
BSA solutions (10 mg/ml in 50 mM sodium phosphate buffer, pH
7.0) were recorded at 4cm™! resolution using infrared cells with
CaF, windows and 6 wm film spacers (256 scans). Spectra of freeze-
dried BSA solids were obtained from pressed disks containing
the sample (approximately 1 mg BSA) and dried potassium bro-
mide (approx. 250 mg). Area-normalized second-derivative amide
I spectra (1600-1715 cm™~!, 7-point smoothing) were employed to
elucidate the integrity of the protein secondary structure.

2.8. Non-enzymatic color development of freeze-dried solids

Lyophilized solids containing L-lysine (5 mg/ml) and a saccha-
ride or a sugar alcohol (100 mg/ml, 0.3 ml) were stored at 80°C
for 4 days. Changes in the absorbance (280 nm) of the re-hydrated
solutions (5-times diluted) were obtained by using a UV-visible
spectrophotometer (UV-2450; Shimadzu, Kyoto, Japan).

3. Results
3.1. Physical property of frozen solutions

Most of the frozen aqueous solutions containing a saccharide
or a sugar alcohol (100 mg/ml) showed typical thermograms that
indicated an amorphous freeze-concentrated phase surrounding
ice crystals (Table 1). An increase in the solute molecular weight
shifted the glass transition of the maximally freeze-concentrated
phase (Tg') to higher temperatures, which trend was consistent
with literature (Levine and Slade, 1988). Addition of BSA (10 mg/ml)
and sodium phosphate buffer (50 mM, pH 7.0) raised the Tg' of
the frozen excipient solutions except for that of maltotetraitol. The
frozen mannitol solution showed an exotherm peak that indicated
eutectic crystallization at around —23 *C (Cavatur et al., 2002).

Freeze-drying of some disaccharides or oligosaccharide-derived
sugar alcohol solutions (trehalose, sucrose, maltitol, lactitol, mal-
totriitol) resulted in cake-structure solids. Conversely, frozen
solutions containing smaller solute molecules (e.g., glucose, sor-
bitol, xylitol, Tg’ < —40°C) collapsed during the process. Addition of
BSA prevented glucose from physical collapse during the freeze-
drying process. Freeze-drying microscopy indicated dynamic
changes of frozen solutions under vacuum (Fig. 1). Heating of a
frozen lactitol solution showed ice sublimation from the upper
right corner of the image, leaving a structurally ordered dark dried
region behind (-30 "C). Further heating induced transparent dots

that indicated loss of the local structure (collapse onset temper-
ature, Te: —27.8+0.3<C), followed by larger structural damage.
Other frozen solutions also showed Tcs (trehalose: —24.3+0.7 °C;
maltitol: —31.2 £ 2.1 <C) several degrees higher than their Tg’s.

3.2. Characterization of freeze-dried solids

The physical properties of the freeze-dried solids were studied
by thermal analysis, powder X-ray diffraction, and residual water
measurement. Thermal analysis showed glass transition of some
lyophilized oligosaccharide-derived sugar alcohol solids (malti-
tol, lactitol, maltotriitol) at above room temperature (Table 1)
(Shirke et al., 2005). No apparent transition was observed in freeze-
dried maltotetraitol solid. Some freeze-dried disaccharides (e.g.,
lactose, maltose) showed Tgs higher than those of the structurally
relating sugar alcohols. Freeze-dried solids containing BSA, buffer
components, and disaccharides or oligosaccharide-derived sugar
alcohols (maltitol, lactitol, maltotriitol) showed halo powder X-
ray diffraction (XRD) patterns typical for non-crystalline solids
(Fig. 2). Some peaks in the XRD pattern, as well as the com-
bination of an exotherm peak (51.7°C) and an exotherm peak
(164.1C) in the thermogram, indicated partially crystallized man-
nitol lyophilized with BSA and the buffer salts. The small peaks
in the XRD patterns also suggested partial crystallization of glu-
cose and sorbitol during the freeze-drying process and/or during
sample preparation for the analysis. The residual water contents
of the cake-structure dried solids were less than 2%. The protein
lyophilized without the stabilizing excipients showed higher resid-
ual water contents.

3.3. Effects on protein stability

The effects of the oligosaccharide-derived sugar alcohols on the
protein stability during the freeze-drying process and subsequent
storage were studied through the enzyme activity (LDH) and sec-
ondary structure (BSA) measurements. The enzyme (0.05 mg/ml)
freeze-dried from the sodium phosphate buffer solution (50 mM,
pH 7.0) retained approximately 60% of its initial activity (Fig. 3).
The disaccharides and oligosaccharide-derived sugar alcohols
(100 mg/ml sucrose, trehalose, maltitol, lactitol, maltotriitol) pro-
tected LDH from the activity loss during freeze-drying. In contrast,
sorbitol and mannitol did not show any apparent effect on the
co-lyophilized enzyme activity. The enzyme lyophilized with sor-
bitol or in the absence of polyols lost most of its activity during
storage at 50 ~C for 7 days. The disaccharides and oligosaccharide-
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Fig. 1. Freeze-drying microscopy images of a frozen lactitol solution (100 mg/ml) obtained during a heating scan (1°C/min). The frozen solution (2 I) in a thin cell was dried

under a vacuum (12.9 Pa) from the upper right corner of the figures.

derived sugar alcohols retained the enzyme activity during the
high-temperature storage. The freeze-dried maltitol formulation
shrunk during the storage near its glass transition temperature.
The enzyme lyophilized with mannitol retained its activity to some
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Fig. 2. Powder X-ray diffraction patterns of solids freeze-dried from solutions

containing BSA (10 mg/ml), excipient (100 mg/ml) and sodium phosphate buffer
(50 mM, pH 7.0).

extent in the largely crystallized solid during the high-temperature
storage.

The effects of the saccharides and sugar alcohols on the sec-
ondary structure of freeze-dried BSA were studied (Fig. 4). The
area-normalized second-derivative amide I spectra of BSA in the
sodium phosphate buffer solution (50 mM, pH 7.0) showed a large
band at 1656 cm~! that denoted a predominant a-helix structure
in the native conformation (Dong et al., 1995). Lyophilization of
the protein from the buffer resulted in a reduction of the a-helix
band intensity and broadened the overall spectra, indicating a per-
turbed secondary structure (Prestrelski et al., 1993). Maltitol and

w/o OFD

E50°C, 7d

Sorbitol

*

Mannitol

Maltitol

Lactitol

Maltotriitol

Sucrose

Trehalose

0 20 40 60 80 100
Relative Activity (%)

Fig.3. Effects of excipients on the relative activity of rabbit muscle lactate dehydro-
genase after freeze-drying and subsequent storage at 50 °Cfor 7 days (n=3). Aqueous
solutions containing LDH (0.05 mg/ml), excipient (100 mg/ml) and sodium buffer
salt (50 mM, pH 7.0) were freeze-dried in glass vials. Asterisks indicate collapsed or
shrunk solids.



S. Kadoya et al. / International Journal of Pharmaceutics 389 (2010) 107-113 111

------ No excipient
= = Maltotriitol
—— Trehalose

= = = |actitol
— Maltitol

----- Initial solution

1720 1700 1680 1660 1640 1620 1600
Wave numbers (cm™)

Fig. 4. Area-normalized second-derivative amide I spectra of BSA (10 mg/ml) in a
sodium phosphate buffer solution (50 mM, pH 7.0) and in solids freeze-dried with
or without co-solutes (100 mg/ml).

lactitol were as effective as trehalose at retaining the conformation
of the co-lyophilized protein. The smaller a-helix band of the pro-
tein lyophilized with maltotriitol suggested insufficient structure
stabilization.

3.4. Chemical stability in freeze-dried solids

The possible reactivity of the sugar alcohols with proteins
(e.g., Maillard reaction) in the dried solids was studied by using
model freeze-dried systems containing the excipients and L-
lysine (Fig. 5) (Kawai et al., 2004). The co-lyophilized solids
maintained the cake-structure (e.g., trehalose, lactose) or shrunk
(other excipients) during the storage at an elevated temper-
ature (80°C for 4 days). The solids turned brown to varying
degrees irrespective of the solid structure. The high-temperature
storage of solids containing the reducing saccharides (glucose, mal-
tose, lactose) and L-lysine induced apparent absorbance changes
of the re-hydrated solutions (3 <Abs.280, data not shown). The
oligosaccharide-derived sugar alcohols (maltitol, lactitol, maltotri-
itol) showed lower chemical reactivity with co-lyophilized L-lysine

W/O e
Sucrose
Trehalose
Sorbitol ek

Mannitol P

Maltitol 8

[ Excipient
B + Lysine

Lactitol

Maltofriitol &

' " I .

0 0.2 0.4 0.6
A Abs. 280 (arbitrary units)

Fig. 5. Effect of storage (80°C, 3 days) on non-enzymatic color development of
solids freeze-dried from solutions containing L-lysine (5 mg/ml) and saccharides
or sugar alcohols (100 mg/ml). Changes in the absorbance of re-hydrated solutions
were obtained at 280 nm (n=3).

compared to the non-reducing saccharides (sucrose, trehalose).
Lower absorbance suggested limited reactivity of the partially crys-
tallized mannitol in the dried solids.

4. Discussion

The results indicated the relevance of some oligosaccharide-
derived sugar alcohols as principal stabilizers in the freeze-drying
of proteins. An improved understanding the varied physical proper-
ties and protein-stabilizing mechanisms in the frozen solutions and
freeze-dried solids, in comparison with those of disaccharides, will
be indispensable for the rational application of the sugar alcohols.

The thermal transition and collapse onset temperatures (Tg/,
T.) of frozen disaccharide-derived sugar alcohol solutions, compa-
rable with those of structurally related saccharides, should allow
freeze-drying by ordinary lyophilizers that are designed to cool
their shelves down to —40°C. Decreasing local viscosity of non-
crystalline concentrated solute phases above the thermal transition
(Tg') induces physical collapse from the drying interface (Pikal and
Shah, 1990; Meister and Gieseler, 2009). The collapsed solids are
not usually pharmaceutically acceptable because of their inelegant
appearance and other changes in their physical properties (e.g.,
higher residual water, component crystallization) (Costantino et
al., 1998). Controlling the shelf temperature to achieve a product
slightly below Ty or Tc (maximum allowable product tempera-
tures) is usually recommended for efficient ice sublimation without
collapse, since the ice sublimation speed increases significantly
depending on the temperature (approx. 13% at 1°C interval) (Pikal
and Shah, 1990; Nail et al., 2002). Frozen saccharide solutions often
show a T, several degrees higher than the corresponding Tg', which
difference depends on various factors, including the component
composition and measurement methods (e.g., vacuum pressure,
cell structure, type of microscope). Technical difficulties in dis-
tinguishing the changes at the collapse onset may partly explain
the relatively large difference between the Ty’ and T¢ in the higher
concentration (100 mg/ml) frozen excipient solutions.

The disaccharides and oligosaccharide-derived sugar alcohols
formed cake-structure glass-state solids upon freeze-drying. Varied
solid densities, degradation products, and residual water contents
originating from the hydrated crystals may explain the different Tgs
of some excipients prepared by freeze-drying and quench-cooling
of the heat-melt. Addition of BSA and the buffer salts raised the
transition temperature of the frozen solutions (Tg') and the dried
solids (Tg) containing the oligosaccharide-derived sugar alcohols,
suggesting their molecular-level mixing in the freeze-dried solid.
Possible large molecular mobility during primary (low Tg’ of frozen
solutions) and/or secondary (low Tg of partially dried solids) dry-
ing processes should explain the partial crystallinity of glucose and
sorbitol in the solids (Piedmonte et al., 2007).

The retention of the enzyme activity (LDH) and secondary
structure (BSA) indicated that the oligosaccharide-derived sugar
alcohols protected the proteins against stresses in each step of the
freeze-drying process. LDH is a typical enzyme that irreversibly
loses its activity by freeze-thawing and freeze-drying-induced
subunit dissociation and conformation changes (Jaenicke, 1990;
Anchordoquy et al., 2001; Bhatnagar et al., 2008). Various sugar
alcohols (e.g., sorbitol, xylitol, maltitol) favor the native con-
formation of proteins over the unfolded states in the aqueous
solutions in the same thermodynamic mechanism with those of
saccharides (e.g., preferential exclusion) (Arakawa and Timasheff,
1982; Gekko, 1982; Gekko and Idota, 1989). In addition to the
stabilization of aqueous proteins prior to freeze-drying and after re-
hydration, some sugar alcohols (e.g., xylitol, sorbitol) is considered
to protect proteins from low-temperature-induced conforma-
tional changes in frozen solutions through the thermodynamic
mechanism (Carpenter and Crowe, 1988; Arakawa et al., 2001). Sta-
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bilization of proteins and cell membranes makes sorbitol a popular
additive for food cryopreservation (e.g., minced fish meat) (Suzuki,
1981).

Extent of conformation changes by dehydration during sec-
ondary drying usually determines the lyophilization-induced
protein inactivation (Jiang and Nail, 1998). The oligosaccharide-
derived sugar alcohols (e.g., lactitol, maltitol) should substitute
water molecules surrounding proteins that are essential to main-
tain the conformation during the freeze-drying process, as has been
reported in oligosaccharides (Carpenter and Crowe, 1989). Insuffi-
cient number of water-substituting hydrogen bonds due to steric
hindrance may explain the smaller structure-stabilizing effect of
maltotriitol compared to maltitol and lactitol. Similar reductions of
the structure-stabilizing effects have been reported in some larger
oligosaccharides (e.g., maltotriose, maltotetraose, maltopentaose)
and polysaccharides (e.g.,dextran)(Tanakaetal,, 1991; Izutsu et al.,
2004). Crystallization during the freeze-drying process and storage
deprives some sugar alcohols (e.g., mannitol, sorbitol) of the water-
substituting molecularinteraction (Izutsu et al., 1993; Cavaturetal,,
2002; Piedmonte et al., 2007). Some non-crystallizing pentitols and
hexitols (e.g., sorbitol) can provide additional protein-stabilizing
water-substituting interactions in the co-lyophilization with some
glass-forming or crystallizing excipients (Chang et al., 2005). Crys-
tallization of mannitol in the frozen mixture solutions allows fast
lyophilization that results in cake-structure microporous solids and
dispersing amorphous regions containing proteins and protein-
stabilizing excipients (e.g., sucrose) (Johnson et al., 2002).

The glass-state freeze-dried oligosaccharide-derived sugar alco-
hol solids should also protect embedded proteins from the chemical
and physical degradation during storage. The high T and sufficient
water-substituting interactions should make lactitol a preferable
protein stabilizer over maltitol and maltotriitol for long-term stor-
age of lyophilized solids (Hancock et al.,, 1995). The lower Tg
amorphous solids are prone to faster chemical degradation and
physical changes by the larger molecular mobility during stor-
age and occasional exposure to temperatures above their Tg. Our
present results also indicate the superior robustness of freeze-dried
trehalose against the high-temperature stresses over the other sac-
charides and sugar alcohols studied. Co-lyophilization with some
high Ty excipients (e.g., polymers) or excipients that intensify
molecular interactions between stabilizing excipients (e.g., sodium
phosphate) should be a potent method to raise the Tg of the amor-
phous sugar alcohol solids (Miller et al., 1998; Ohtake et al., 2004).
The low enzyme activity remaining in the stored mannitol formula-
tion suggested protection of the protein by rubber-state amorphous
mannitol moiety dispersed in the physically stable crystalline cake.

In addition to the water-substitution and glass-embedding
mechanisms, the oligosaccharide-derived sugar alcohols should
protect protein structure in several other ways. They should dilute
the non-ice phase in frozen solutions, and thus prevent protein
denaturation by various stresses, including excess concentration
of unfavorable co-solutes (e.g., inorganic salt), pH change by buffer
opponent crystallization, and contact with ice surfaces. The sugar
alcohols should also prevent crystallization of co-lyophilized sac-
charides (e.g., sucrose) during storage (Bhugra et al., 2007). The
higher exclusion volume of larger sugar alcohol molecules (e.g.,
maltotriitol) should help to retain the integrity of the quaternary
structure of LDH against the low-temperature-induced subunit
dissociation that leads to irreversible structural change (Jaenicke,
1990; Anchordoquy et al., 2001).

The suggested lower susceptibility for the Maillard reaction
should be an advantage to applying the oligosaccharide-derived
sugar alcohols for freeze-drying of chemically labile proteins. The
Maillard reaction, which often appears as non-enzymatic brown-
ing, is one of the major pathways of protein chemical degradation
that also leads to biological activity loss (Manning et al., 1989;

Kawai et al., 2004). The lower hydrolysis rate compared to some
oligosaccharides should explain the limited reactivity of the sugar
alcohols (Desai et al., 2007). Sucrose tends to be degraded into reac-
tive reducing monosaccharides (glucose, fructose), as well as highly
reactive fructofuranosyl cations during storage (Perez Locas and
Yaylayan, 2008).

The oligosaccharide-derived sugar alcohols should be potent
options in the formulation design as principal stabilizers that alter-
nate disaccharides and/or an additional excipient to optimize the
physical properties of the disaccharide-based formulations. Excip-
ients appropriate for a particular therapeutic protein should vary
depending on their chemical and physical stability, as well as their
intended use. Further information on the safety and long-term
protein stability would facilitate application of the oligosaccharide-
derived sugar alcohols for freeze-dried protein formulations.

5. Conclusion

Some oligosaccharide-derived sugar alcohols (e.g., maltitol, lac-
titol, maltotriitol) formed glass-state amorphous cake-structure
solids that protect model proteins from secondary structure per-
turbation (BSA) and activity loss (LDH) during freeze-drying and
subsequent storage. Thermal and FDM analysis indicated appli-
cability of ordinary lyophilizer for their freeze-drying without
physical collapse during the process. The dried sugar alcohol solids
have lower glass transition temperatures than the structurally
related oligosaccharides, whereas lower susceptibility to Maillard
reaction during storage should be an apparent advantage for par-
ticular applications.
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