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(57) Abstract: Disclosed is a method for purifying a recombinant protein from a recombinant cell in which a target
recombinant protein is expressed within the cell as an insoluble body, said method characterized in that said recombinant
cell is treated under conditions in which a protein derived from a host cell would dissolve, but said recombinant protein
would not dissolve, in a first aprotic polar solvent to which an inorganic salt has been added or not added, a first soluble
fraction is removed, and then an obtained first insoluble fraction is treated under conditions in which the recombinant
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protein would dissolve in a second aprotic polar solvent to which an inorganic salt has been added.
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[0027]

[0028]

TSFTRE. NFILAR., 27O FYVILRE. T7LENI T I LE.
JVRNITFVILEBRVYY2a—REFRBFILETH2MEMEEIFE 2 &
NTE3,
IYI)DETRICET2WMEME LT HlAEFE. T2zYke7 -2 B
L21 (/XY zvft) . T¥xzYke7-3Y BL21 (DE3) (54
770/80Y—=X%) . x¥xzYkeF7-3Y BLR (DE3) (XWX
JR7#) . T2xzYkeF7-3) DHI1, T>xzYEF7-3Y G169
8. T¥yxzYk7-3Y HB101, T¥zYkF7-aY JM109,
Tvxz)ke7 -39 K5 (ATCC 23506)., Tvzk7 -3V
KY3276, T¥xzY)k7-3Y MC1000, T¥xzYk7- -1V
MG1655 (ATCC 47076). T>xzYk7 -3 No. 4
9. T¥xzYk7-3Y Rosetta (DE3) (/NN¥xzv#) ., T
vz )k -13Y) TB1, T2z k7 -3) Tuner (JNNXTxTV
#f) . T¥x)k7 -3 Tuner (DE3) (/N\oxzost) . T
vz )b -3Y W1485, TxzYk7 -39 W3110 (ATC
C 27325),xzvx)e7-3Y) (Escherichia col
i) XL1—-Blue, T¥xzYk7 -39 XL2-Bl ueZ&azif
5 ENTES,
TLENRFILRBICET 2WMEME LT, FIAE, TLERFILR -7
). FLENFILR - RIVAFTLYY R, TLERAFILR - 22 hORF R
TLERFIR - 73NV EYR, TLERFILR - A VERAVR, TLEN
FILA - ZFORKRSRA, TFLERFILR - YL/ T1IVAR, TLENRFIL
A-RSTLER, FLENSFILR - LREY, FLERFILR - H—F
JWiIR—, TLERFIZ-TLEZR4T7 (FERM BP—-1223) ., 7
LENFIR-TLEXR4TK (FERM BP—-2308)., JLENRF
WA -7LEZX47—-5 (FERM BP—-1664)., JLENRFILZR -
TJLER47-5Q (JCM8975) ., JLERFIR-Fausryy
ZHPD31 (FERM BP—1087). JLERFIZR - Faox
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[0029]

[0030]

[0031]

[0032]

vZAHPD31—-—S (FERM BP—-6623)., JLENSFILZR - F
a9V RrRVIYAHPD31—-0K (FERM BP—-4573)., 7LEN
FIVR - FavorVUASP3#%k (Takaratthl) FEEFLI &N
TZ %,

LS FTRICETHAMERE LT, IR 5F7 - Vo777
X (Serratia |liquefacience) ATCC14460
.S FF -V ET74S5 (Serratia entomophila
). ESF7 - T74hYF7 (Serratia ficaria), E5F

7 -J#4AY543d—>5 (Serratia fonticola), ©5F

N

YA (Serratia grimesii). E5F7-7O0F
PIX*%21252AXA (Serratia proteamaculans)., tz
SF7 - FRKY7xz5 (Serratia odorifera), 25F
7 -FTYL¥H (Serratia plymuthica)., ES5F7 -
IESYT (Serratia rubidaea) EHXFE2ENTE3
NFIVZABICEBT 2HEME LT, HIZIE NFILZ -HFS5Z (Bac
il lus subtilis),  NFLR -7IAYST7YIVA (B
acillus amyloliquefaciens) Z&aZEFrIeEN
TE 3,

/AN TIVDLBICEYSMEME LT, BIZE. 22O/ 097UD
L -FPYEZT71455 ATCCI15354F45BFRIENTEDS,
TLERIFTIVDLBICET2MEME LT, BIZIE. TLENIFTYD
L TFTanN)AEL (QAVRNITIOL - TJVIZIHL) ATCC140
20, FLENIFTVDL - 7Z/NL (AVRNITUDL - TIVY I HL
ATCC14067) ATCC13826, ATCC14067., 7LEN
9FVIOL AT T745L (Brevibacterium imm
ariophilum) ATCC14068, JLERIFYSL -S4k
TIIAVEL (AYRNIFY)IL - TIWIITALATCC13869)
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[0033]

[0034]

ATCC13665, ATCC13869, JLEXIFYDL -OFETL
ATCC13825, JLERIFTUDL -HyvhaOYT1Hhb (Brev
ibacterium saccharolyticum) ATCC140
66, JLERNIFYDL - FAHF=ZHY)ZIATCC19240, 7L EN
DTV oL - PIWNLATCC15111, JLERIFYDL -+ XL
ATCC15112F%2FIF52ENTED,

AYVRNITFTIVILBICET2HMEME LT, BIZE, IVRNITYD
Ly - T7VEZF7HRRA (Corynebacterium ammonia
genes) ATCC6871, ATCC6872, OAYRNIFTYIL -
TN hHL (Corynebacterium glutamicum)
ATCC13032, aAYxNIFYIL-JIV9ZXIhL ATCC140
67, AVRXNIFTVIL -FEMNZ7VRT71454L (Corynebact
erium acetoacidophilum) ATCC13870, O
VRN FYIL - FEMNIVIIALATCC15806, aAYRNIFT
DoL - TIWA/VT4ALATCC2151 1, AVIRNIFYIAL - A
WFIZATCC15991, ANVRNIFVIL - TJINIYZIHALATCCI
3020, ATCC13032, ATCC13060, aAYxNRIFTYIL
YO LATCC15990, JURNIFTIIDL - ASEI—-FATC
C179656, ANVXNIFTIVVL -H—FEFI/HFAAI 12340 (
FERMBP—-—1539), aVRNIFUIL - N—Fa2JXATCC1
3868FLZHEIFHIENTES,

Y1—REFX (Pseudomonas) BICBTAMENMELT,
ZiE, Y2 —REFR-TF4¥ (Pseudomonas putida)
VaAa—REFR-TINMAFLYEVYR (Pseudomonas fluo
rescens), Ya—RKREFR TS5 HAE5L (Pseudomon
as brassicacearum), Ya—KREFRX-7)/N (Pse
udomonas fulva), ROYa—KREFR-ITRAE— (Pse
udomonas sp.)D—0110%a8Ff5ENTED,
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[0035]

[0036]

[0037]

EERBEEMEAORRNI Y —DEAFEE LTE, LEEFME~DN
AZBATHEHETHNIEVWTNERWVWD I ENTES, fIZIE. ALTD
LAV ERAWDAEE [Proc., Natl., Acad. Sci.
USA, 69, 2110 (1972))., 7AMNTS R ML (5FHE6 3
—248394) , XiEGene, 17, 107 (1982) Mol ec
ular & General Genetics, 168, 111 (19
79) ICRRHOAESF2REITHIENTESD,

TLERFIRBICET 2HEMOREEGRRIE., HIZE. Takahas
hisnhais (J. Bacteriol,, 1983, 156:1130—
1134) ., Takagib®dhAE (Agric. Biol. Chem.
, 1989, 53:3099-3100). XidOkamotobdDAXE (
Biosci. Biotechnol. Biochem,, 1997, 61
:202-203) IKLYERETDIENTES,

BRNET DI VNIBEZI—RTIRBEEEATINIY— (LT, &8I
(RO —1 &V, ) &LTE HIAIE pBTrp2, pBTacl,
pBTac2 (WFhHER—)UH—I NS LLYTIR) . pKK23
3—2 (Pharmacia#®). pSE280 (Invitrogen
#HE) . pGEMEX—1 (Promega#tfl) . pQE—8 (QlI AG
EN#&) . pKYP10 (BB58—-110600). pKYP200O
(Agric. Biol. Chem., 48, 669 (1984)]. pL
SA1 [Agric. Biol. Chem., 53, 277 (1989) ]
. pGEL1T (Proc. Natl. Acad. Sci. USA, 82, 4
306 (1985)) ., pBluescript |11 SK (=) (St
ratageneftfl) . pTrs30 ([Escherichiacolii

JM109  pTrS30 (FERM BP—-5407) LYAR] . p
Trs32 [Escherichia coli JM109/pTrS3
2 (FERM BP—-5408) SVYAR) ., pGHA2 [Escheri
chia col | GHA2 (FERM B—400) XYHES, %56HE
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[0038]

[0039]

[0040]

B60—221091), pGKA2 [Escherichia coli

| GKA2 (FERM BP—-6798) YL RHHEE60—-221
091)], pTerm2 (US4686191, US4939094, US
5160735),. pSupex. pUB110, pTP5, pC194,
pPEG400 (J. Bacteriol,, 172, 2392 (1990)
], pGEX (Pharmacia#t®) ., pETYX54L (Novage
n#&) FE2FEFHIENTES,

BEXE LTEscherichia col iZBWaEElE. pUC1
8. pBluescriptll, pSupex, pET22b, pCol
dEZFERNRII—E LTEFBIENTES,
TLERFIRBICET 2WEMITITFERNRI I —DEAFHIE LT, BHE
BRI —ELTRANTHDpUBT1 10, XiZpHYS00 (BFEE2 -
316825R#,) . pNY700 (HRFE4—-27809185R%#H) . p
HY4831 (J. Bacteriol,, 1987, 1239—-1245
). PNU200 ((RRE=. BARENLFERHF1987, 61 :669—
676). pNU100O (Appl. Microbiol, Biotech
nol., 1989, 30:75—80)., pNU211 (J. Bioch
em., 1992, 112:488—-491), pNU211R2L5 (&
BE7—-1709845R%) . pNH301 (Appl. Environ

. Microbiol,, 1992, 58:525—-531)., pNH32
6. pPNH400 (J. Bacteriol., 1995, 177 :745
—749), pHT210 (HBETEL6—-13378284/%) . pHT 11
OR2L5 (Appl. Microbiol. Biotechnol. , 1

994, 42:358-363) . XRKBEETLERFILZABICET S
WMEMEDS v MRS —THBpNCO2 (FFH2002-23856
QBN FEHITHIENTES,

EREMERBEE LEBEOTOE—9—& LTI, BEMES THEE
2HEDTHNEHFIRINARWV, FIZE trp7OE—49— (Pt rp).
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[0041]

[0042]

lac/7O0€E—%—. PL7OE—%—. PR7OE—%9— T770%€—
S —FORBEXE 77 —VFICHERTE2TO0E—9—2BIFH &N TE
5, /Pt rp&a228IEALAO0FE—4%— (Pt rpX2)., tac
7O0E—%—. lacT770€E—%— let |170FE—9—0D&L5K
ABHUCHRETREI N TOE—S —FELRVEH I &N TES, VRV —L
BEEEINTHDZYvA Y —4IH/) (Shine—Dalgarno) B3l
ERIAO RV DB EL R (HIZIE6~1 818E) ICHAMLALTSR
I REAVDZEANFFE LW, EEERENII—ICEWT, LEKBEORIR
ICIXEREAEENIT N T LEMRETIF AW, BEEGTDE N EERE
BEFZBLE Y 2 EDTFE LW,
EREYMOEEELTE, fIZE BE. RIREE (WEF) RUTRRM
BREREFLENTES,

BRE LTk, BlAE, Yy hOov14tERX (Saccharomyces
) B, YYHYwvhAOvA4tER (Schizosaccharomyces)
B. 7y~RaxM4+tAXA (Kluyveromyces) @ kIYazxmRov
(Trichosporon) B, Y7=#3XFX (Schwanniom
yces)B. E¥7 (Pichia)B. ¥v>v5744 (Candida
) B, YOO A TRRUNVERXSBFICBT 2BEZ2ETHEHTES
o LYUEBEMICIE, YyhOvA AR -tLEYT (Saccharomy
ces cerevisiae), YVYHyvhOvA4 X -RUXR (Sch
izosaccharomyces pombe) ., 27)ROTAM1ZR -5
J9FRX (Kluyveromyces lactis). Z)Rav1tX
TN FVTFTRIXRA (Kluyveromyces marxianus) .
NyagzRay - 75X (Trichosporon pullula
ns) . Y7-AYAER-FIEDR (Schwanniomyces
alluvius)., YI7ZFTAER-FYFV89 )R (Schwann
iomyces occidentalis), ¥vVF44 -2—F1

X2 (Candida utilis), Ex7-nR"ZM)R (Pichia
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[0043]

[0044]

[0045]

[0046]

pastoris) Ex7 -7V A4% (Pichia angusta
). EFXF7 - A4/ Jh (Pichia methanolica). EFx
7 -RYUELT7 (Pichia polymorpha)., E¥7 - -ZX7F
EFX (Pichia stipitis), ¥YOD47 - UKRUTa4Hh (
Yarrowia lipolytica), NVEXZ -RIVELT7 (
Hansenula polymorpha) F2EFIEHNTED,
ERZEIMEE LTRAVWSBEORENII—ERE. #RHER (B
ICBTHIEBESNETHDHE) ROKBERTONRI Y —DIBIED/=HD
BIRY—Hh—. BRICBT2HEBRZIVARIVERROLHOOTOE—Y—K
VI —Ix—49—, MPICBRBOLODREIRT—H—2ELC I EM/FE LV
RIANT 5 —DIFEAANT & —Diga. ISHICHSHERES (ARS)
EEOIENMFELL. THICLYMRRICBITZRBRNI S —DREL%E
MEXEZZENTEDL (Myers, AL M. [ et al. (1986
) Gene 45:299-310),

BRZEFE LTAWVWSEBEONIY—& LT, fIxXiE, YEP 13 (
ATCC37115), YEp24 (ATCC37051), YCp50 (
ATCC37419), Ylp, pHS19, pHS15, pA0804,
pHIL3OI, pHIL—S1, pPIC9K, pPICZa, pGAP
Za, pPICZ BEEZEIFZIENTES,

BREEFE LABEOTOE—9—0E&KHIE LTIE. BEBHTRIRT
XHHEDTHNEHIRINAWL, FIZIE. AFYV—AFFT—EEOHEERD
EBEFOTOE—49—, PHOS7OE—49—, PGK7OE—%—. GA
P7O€—%—. ADH7OE—%—. gal 170%—%— gal
1070E—4%—, E—b2av I RYRTFRITOE—9— MFal
70€E—4%—, CUP 170F€—%—. pGAP7OE—%—. pGCW
1470€E—4%—, AOX170F—%—. MOXT7OE—4—F%2ZEIF5
ZENTES,
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[0047]

[0048]

[0049]

BEAORRNII—DEAFEELTE. BRICDNAZEATSHE
THNEWTRERVSZENTE, HIZIE TLI bORL—YaViE (
Methods Enzymol., 194, 182 (1990)). &7
ztO0/5AM% (Proc. Natl. Acad. Sci., USA, 81
, 4889 (1984) ). B8V FvLik (J. Bacteriol.,
153, 163 (1983) ). Proc. Natl. Acad. Sci.
USA, 75, 1929 (1978) BEHOAEFEZHFITHIENTES,

RIREEE LT, flxiE. PPLEZUL (Acremonium) B
 PARLFIR (Aspergillus) B. 9AF>5—T (Us t i
lago) B. NUOFIT (Trichoderma) B. /JA4ORKRS
(Neurospora) B8 7%¥UvLs (Fusarium) B, 733
—> (Humicola) B. Rz L (Penicillium)l&
A1) A TS (Mycel iophtora) B. "RhYF4X (B
otryts) B. ¥x7+RILYy (Magnaporthe) B 437 (
Mucor) B. X#)FVAh (Metarhizium) B £EFAAX
(Monascus) B YUY 77X (Rhizopus) B. Y)YV 4L
TRICBTZ2EZFZEITHIENTES,

RIRBBEOEKFE LT, PIOLEZDL - TSN\ XVE (Acremo
nium alabamense) . 77LE=ZVL-ELAVT1HR (

Acremonium cellulolyticus)., ZFARILFIZ
cTHOLTPYRA (7¥a2L—492) (Aspergillus acule
atus) ., PARIFIZR-7T7EY) (Aspergillus awa
mori). FARILFIR -FY¥ (Aspergillus oryz
ae) . PARILFEIA -y (Aspergillus sake). 7
ARVFNR -JIT (V—F) (Aspergillus sojae)
 PARIVFNINR - FaEHFYY X (Aspergillus tubig
ensis)., ZPARIFINA - ZH— (Aspergillus nig
er). PARIFIR -=ZF25VR (Aspergillus nid
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ulans) ., ZFARIVFILR - IRSFHIVX (Aspergillus
parasiticus)., PARILFIR - TA49bL (T4F20Lb) (

Aspergillus ficuum), PFARILFIZR-Tz=JX (
Aspergillus phoeicus), FARILFIA - TAITF
A2 (7xzF4%R) (Aspergillus foetidus). 72X
RIWVFEFIWR-T75—T XA (Aspergillus flavus). 72X
RIVFIA-TIHIRXR (Aspergillus fumigatus)
 PARLVFIR - VRZJR (VvRZARX) (Aspergillus

japonicus)., M)OFIT-EYF (Trichoderma
viride), NJOFLY -N—YFTXL (Trichode rma

harzianum)., PYIOFLT-Y)—tAS (Trichoderm
a reseei)., JYVARYDL - VI /TVXA (Chrysosp
orium lucknowense), H—E7XYVX (Thermoa
scus)., ARAONYZL (Sporotrichum).,. Z;ROMY S
LH-tLOT74)L (Sporotrichum cel lulophil
um) . 45OV 4 tZX (Talaromyces)., FISE7- -FL R
RJR (Thielavia terrestris)., FZE7 (Thi
elavia)., /AOARS -5 (Neurospora cras
sa). ¥V Y9L - FFVRAR—5XA (Fusarium oxyspo
rus) . Z2¥FUDL-U53I%)NL (Fusarium gramine
arum) ., YYD L - RRFYL (Fusarium venenat

um) . 7233—-5-4vYL XA (Humicola insolens
) . RZVYSG L - Y HEFL (Penicillium chryso
genum) ,  R=ZUYGLA-ATURILFa (Penicillium

camemberti),  RZUYDL -HAxREVZX (Penicilli
um canescens)  RZUYIJL-ITANYZ (Penicil
l ium emersonii)  R=ZUYhhA-7=220RL (Peni
cillium funiculosum), R=UYoL-JyEL40¥
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[0050]

[0051]

L (Penicillium griseoroseum)., R
L -NX—7O5 )L (Penicillium purpurogenum
) . R=ZV YL -OF AL F (Penicillium roquef

orti), ¥MEVAIrS - b—FT74)L (Mycel iophta
ora thermophilum). A7 -7>ESZ (Mucor
ambiguus), A7 -4)L>xO45Fx2AX (Mucor cir
cinelloides), 437 -72%¥YX (Mucor fragi
l'is)., 637 -AYYX (Mucor hiemalis), A7 -
AFITH9A4AARSRA (Mucor inaequisporus). A7
- FA70VYIYTSF4hAX (Mucor oblongiel lipti
cus)., L7 -SEEH X (Mucor racemosus). 410
7 LW ZA (Mucor recurvus) ., Ad7 -Hrku)l=—F
Z (Mocor saturninus)., A7 -HYT7F4JRARIHR
(Mocor subtilissmus)., AA4T7 -RBRUEILT7 (
Ogataea polymorpha). Z7xA5—7-7)VYARY
. (Phanerochaete chrysosporium). YUY
L7 - X—~4 (Rhizomucor miehei). YYy4La7y-
7NNV A (Rhizomucor pusillus). UY7FzR-7Ik
2 (Rhizopus arrhizus) Z528F352E¢NTES,
RREEABEFE LAEEOTOE—Y—0EGFAH & LTI, BFERICE
T 5EGF. BRNRRICET SEGTF. MKIRICETIBREGTFEV
ThTH-oTHLL, BEERMICIZamyB, glaA, agdA, gl aB
. TEF1, xynFltannasegene, No. 8AN, gpdA
. Pg9kA, enoA, mel O, sodM, catA, catB&E&az
5IENTES,

RREEANDORIERI Y —DEB A, ER2ARMOFEEZAWVWTITIZEN
TES, I, CohenbdDhE BIEAILIILE) [Proc. N
atl. Acad. Sci. USA, 69:2110 (1972)]. 70O
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[0052]

[0053]

[0054]

NSSZAKE[Mol, Gen, Genet., 168:111 (1979
)1, aveEFv & [J. Mol, Biol., 56:209 (1971
) 1. Iy bORL =23 ViEFEEBEFLIENTES,

BRMEE LT, I, BB2E0ERRMBEN/ZETF LN, LYEKNICK
. STfO, RUSTF21HDARRKRTSFS - JIFRIY (Spodopt
era frugiperda) BROERMA. HIC. High 6B
DAZIHFoI7/N (Trichoplusia ni) BXROERME
FEBFLENTED,

BEREMEEZEETE LTRHWSRHEDORI S =& LT, A, "EHR
BRICBRTDVAINATHDITINIST7 - B TFNZHh - XILT
— - RYAROYR -94I) A (Autographa californ
ica nuclear polyhedrosis virus)ZoN
2094 )R (Baculovirus Expression Vec
tors, A Laboratory Manual, W, H.L . Free
man and Company, New York (1992)) #Z|f
5IENTES,

BRMIEEZEIE LTHWSHAICIE. fIZziEhLby b - 7abd—-LX
AV - FlLFaS5— - NNMFAOY—, Baculovirus Expr
ession Vectors, A Laboratory Manua
l, W. HL. Freeman and Company, New Yor
k (1992) . Bio/ Technology, 6, 47 (1988) %
WCEEINEAERICL>T, RYURTFRERIRTSZIENTES, T4D
5, MMBEABELEFEARI S —ROEAF2O074 N2 2ERMEBICHKEAL
CTERMBEEE EEPICEBIA VMR (RERIY—) 287K, I5K
MDA N2 ERBRMAICRERREIE, RURTFRERRIEZIENT
T2, ZAECBVWTHVWOLNDBERFEARII—& LT, BIZE. p
VL1392, pVL1393, pBlueBacl Il | (&%IZInvi
torogenttfl) FEEIFLIENTES,
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[0055]

[0056]

HMA VAN RAERANT 2700, BERMEBEAOHEBEIERTFEANRI S

—ENRF2OVANAOHEREAFZEE LTE, BIZIEE. YVYBAHILY D LE
(FR¥E2-227075), YR7zv>¥avE (Proc. Nat |,
Acad. Sci. USA, 84, 7413 (1987) ) &#5&¥ifaz&
NTED,

LR ANT 4 —id, MEGREEROLODOBRY—H—EBEFEI
SICBBLTWBZENMFE LW, HIZE. KBEICEWTE, BRv—71
—BEFELTE. TRSHA YUY, FUEYY Y AFTAIVEDE
BEFICHT HMEEGETFERAWVWSIENTES, REEKRMICEST 58
GTFEREEZHEBTE2SMHOBRY—D—HFERTE S, BRICBWTIE,
BIRY—HD—BEFELT, YVRTAIVICHTH2MMEEGRTFEZAVS D
ENTE, REEXMICEAS T2 ECTFEELMEM T 2EEF. LEU2,
URA3, TRP1, HI S3EDERY—HN—HLFEATES, RREHIC
BWTIE, BIRY—AH—EBEFELT. niaD (Biosci. Biot
echnol,. Biochem., 59, 1795—-1797 (1995)
). argB (Enzyme Microbiol Technol, 6,
386—-389, (1984)), sC (Gene, 84, 329—-334
, (1989)). ptrA(BiosciBiotechnol Bio
chem, 64, 1416—-1421, (2000)), pyrG (Bio
chemBiophys Res Commun, 112, 284—-289
, (1983)), amdS (Gene, 26, 205—221, (198
3)) . A—LANYIUMEELEF (Mol Gen Genet, 26
1, 290—-296, (1999)) . R/I)MYEEF (Proc N
atl Acad Sci USA, 83, 4869—-4873, (198
6) ) RUNATOTA Y Ut EEF (Gene, 57, 21-26, (
1987) ) oR2HIYBREINEZY—H—EGRT. O4 2 VERMEERH
BETEEBEFLIENTEDS, $h. BENPREERUEEZEKROZEICIE
CBRY—H—EBETE L THEZREEKRMEEZEH T 2HEEERFERAL
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[0057]

[0058]

[0059]

[0060]

[0061]

[0062]

[0063]

5Z&EHTED,

FERRIENT S —TCHEHGRINEBEEORRIG. LR&KEBICGBRRNICHE
BI2TO0—TE2RAWETS—INAT)FA4E—Ya v ROIOZ—/1NA
TVHAE—2 3 VETITHIENTES, HZSO0—-T& LTE. EEE
BEDETIBHRICE DT E, PCRIZRICK>TEBIEBLAIODNAMAEZS I F
TAYMN—=—TRETX 5V TERLEZEDERVWS I ENTE S,
(JAH A& VIRV EDEE)

IR & VNV EIF. LRI S —TCHEGRINLE 2 I5EEHT
ATEETDAIEINLYEETSIENTES, LEBTAEESMAPTE
BY2h%IE. BEOEEICBERAVWOLNIARIIR>TITOIENTES

FEBEEN, ABESORZREMXIIBRSOEREY THDIH5E. BE
Eihe LT, REENEL LB IRFR ERERVEREREEZSE L.
SEIOEEEWERMICITA DB THNITRATE, GREHOVWThE
AWTH LW,

RFRE LTIE, SZBENPELLBZEOTHNIELL, HlXIE Fia
—2Z, 73V bh—R RAVO-R, RUChL%EZE2EBTIRE. TVvT VR
VBTV T UMK EDRKIEY., BEEROCTOES VEBEOEKEE. It
PICTY /= RGTONR = )VEOTIIA—IIEERWVWD I ENTE S,

BRESLTR, IR PyEZT7., BET7VEZVL, RB7VE=
Vi, BT VEZDVLRY) VBT UVEZDLAEOEBBXISEREBO T
VEZDLE TOMOEERRLELEY. HTICRT Y, BIFR, BET
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