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[Fig. 1]
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[Fig. 2]
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Primary antibody: Anti-factor C monoclonal antibody (2C12)
Electrophoresis conditions: non-reducing
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[Fig. 3]
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[Fig. 4]

‘Recombinant Factor B
‘Recombinant Pro-clotting enzyme
| * Specimen (water or injection) 0.6mM Boc-LGR-pNA

-100mM Tris HCI (pH 8.0)

+ Endotoxin + Factor C
(Endotoxin concentration of specimen: 1) Sf9 2) CHO
0.05 or 0.1 EU/mL) 3) HEK 4) TAL
50uL
50puL

l

Total 100 pL
37°C, 30 minutes
Absorbance measurement (405 to 492 nm)
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[Fig. 5]
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[Fig. 6]
Endotoxi Absorbance change
Host cells for Amount of Factor C conr;;t:::.]on rate
Factor C added (L) (EU/ L)I (av. = S.D.)
m (mABs/min)
0 0.520 £+ 0.015
Sf9 1.5 0.05 6.095 + 0.108
0.1 10.795 = 0.246
0 0.770 £+ 0.021
CHO DG44 4 0.05 7.260 = 0.087
0.1 12.510 +£0. 255
0 0.300 + 0.017
HEK293 8 0.05 5.885 + 0.125
0.1 10.685 £ 0.417
0 0.840 £ 0.055
TAL 2 0.05 7.030 £ 0.140
0.1 12.270 = 0.255
n=3
€ 15000
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3 = -
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Q
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e
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< (4.0)
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[Fig. 7]
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100 W Sf9
0O CHO DG44
0O HEK293
- 75 { O TAL
&
> No. Injections Dilution factor
=
>
._8 50 - 1 |10% Sodium chloride 4
© t 2 |0.5M Magnesium sulfate 16
g 3 [Physiological saline 1
o 4 |7% Sodium 5
8 25 hydrogencarbonate
o 5  [10% Sedium citrate 8
I 6 0.5M Calcium chloride 100
0 7 |Ringer's solution 1
8 ium i 16
3 4 5 6 Sodium iothalamate
Injections (Error bar: S.D. n=4)
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MVLASFLVSGLVLGILAQQMRPVQSRGVDLGLCDETRFECKCGDPGYVFNVPMKQCTYFY
MVLASFLVSGLVLGLLAQKMRPVQSKGVDLGLCDETRFECKCGDPGYVFNIPVKQCTYFY

sokekokokoksokokokakokkok | skokok | kakokokokok | sakokokakokokkokokokorokakakokok ok sk kok ok ok | ok | skokokkokok ok

RWRPYCKPCDDLEAKD ICPKYKRCQECKAGLDSCVTCPPNKYGTWCSGECQCKNGGICDQ
RWRPYCKPCDDLEAKD I CPKYKRCQECKAGLDSCVTCPPNKYGTWCSGECQCKNGGICDQ
Sk oK K KR KoK Aok Kok Kok K AR Ak K ok Ak KR Aok ok ok Kok sk ok Kok ok ok Kk ok Kok

RTGACTCRDRYEGAHCEILKGCPLLPSDSQVQEVRNPPDNPQTIDYSCSPGFKLKGVARI
RTGACACRDRYEGVHCETLKGCPLLPSDSQVQEVRNPPDNPQTIDYSCSPGFKLKGMARI

Fekokokok [ dkokokokokokok | dkskokskokskokskokskok skok skok sk ok sk sk sk sk sk sk k sk ok ok sk ok ok sk ok sk ok sk ok sk ok sk k ok ok ko k

SCLPNGQWSSFPPKCIRECAKVSSPEHGKVNAPSGNMIEGATLRFSCDSPYYLIGQETLT
SCLPNGQWSNFPPKCIRECAMVSSPEHGKVNALSGDMIEGATLRFSCDSPYYLIGQETLT
soksotoroksook | sokskakokskokskokk  skokskokokaokokodokok ok | sokokskokokok ok sk ok sk kskok stk sk skok

CQGNGAWSGQIPQCKKLVFCPDLDPYNHAEHQVKIGVEQKYGQFPQGTEVTYTCSGNYFL
CQGNGQWNGQTPQCKNLVFCPDLDPYNHAEHKVKIGVEQKYGQFPQGTEVTYTCSGNYFL
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VWGTATYHELSSVCRAATHAGKLPNSGGAVHVVNNGPYSDFLGSDLNGIKSEELKSLARS
VWGTATYHELSSVCRAATHAGKLPNSGGAVHVVNNGPYSDFLGSDLNGIKSEELKSLARS

seskestskskoRRRRR KR KRR Rk kR kR R R Rk Rk KRRk sk sk ok sk ok sk sk sk sk sk sk sk sk sk sk ok ok

FRFDYVSSSTAGRSGCPDGWFEVEENGVYVTSKQRAWERAQGVCTNMAARLAVLDKDLIP
FRFDYVRSSTAGKSGCPDGWFEVDENCVYVTSKQRAWERAQGVCTNMAARLAVLDKDVIP

sorckotork okskokok [ sokkekskokkokakok | okokskdokoostorokotorokskokorok ok sk kokskdokok kb ok ok | kok

SSLTETLRGKGLTTTWIGLHRLDAEKPFVWELMDRSNVVLNDNLTFWASGEPGNETNCVY
NSLTETLRGKGLTTTWIGLHRLDAEKPF IWELMDRSNVVLNDNLTFWASGEPGNETNCVY
. oleoollkkkok okl kR ksook | oRiololsooleolsiololkokoksok okl o ook
LDIRDQLQPVWKTKSCFQPSSFACMMDLSDRNKAKCDDPGPLENGHATLHGQSIDGFYAG
MDIQDQLQSVWKTKSCFQPSSFACMMDLSDRNKAKCDDPGSLENGHATLHGQS IDGFYAG
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SSIRYSCEVLHYLSGTETVTCTTNGTWSAPKPRCIKVITCQNPPVPSYGSVEIKPPSRTN
SSIRYSCEVLHYLSGTETVTCTTNGTWSAPKPRCIKVITCONPPVPSYGSVEIKPPSRTN
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[Fig. 9]
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[Fig. 10]
2G12
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SISRVGSPFLRLPRLPLPLARAAKPPPKPRSSQPSTVDLASKVKLPEGHYRVGSRAIYTC
SISRVGSPFLRLPRLPLPLARAAKPPPKPRSSQPSTVDLASKVKLPEGHYRVGSRAIYTC
skokskskakok ko kkoroksk sk k ks kokorokoakok sk ok sk sk sk sk kokskokoroksk sk sk ks kotokakokak ko sk ok ok sk ok ok ok ok

ESRYYELLGSQGRRCDSNGNWSGRPASCGIPVCGRSDSPRSPF IWNGNSTE IGQWPWQAGI
ESRYYELLGSQGRRCDSNGNWSGRPASCIPVCGRSDSPRSPF IWNGNSTE [GQWPWQAGI
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SRWLADHNMWFLQCGGSLLNEKWIVTAAHCVTYSATAEI IDPSQFKIYLGKYYRDDSRDD
SRWLADHNMWFLQCGGSLLNEKWIVTAAHCVTYSATAEI IDPNQFKMYLGKYYRDDSRDD

skoksk sk kR KRR oK Rk sk KRR KRR KRR Kok K KKK KK KKK | KKK | KKK AK KKK KA KKK

DYVQVREALETHVNPNYDPGNLNFDIALIQLKTPVTLTTRVQPICLPTDITTREHLKEGT
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LAVVTGWGLNENNTYSETIQQAVLPVVAASTCEEGYKEADLPLTVTENMFCAGYKKGRYD
KA AAAAKAAAFAA KK FAAAAAFFFAAAAAAFFFAAAAAAFAAAKAFFAAAAKAAAK K
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[Fig. 11]

Purified Factor C protein
1)TAL 2)CHO 3)HEK 4)Sf9

Non-reducing Reducing
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15% Gel CBB staining

F: Full H: Hchain L:L chain
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[Fig. 12]

Purified Factor C protein
1)TAL 2)CHO 3)HEK 4)Sf9

Non-reducing Reducing Non-reducing Reducing
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F: Full H: H chain L: L chain



9/9

[Fig. 13]
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[Fig. 14]
(a) Purified Factor C (100, 25, 6 ng)
TAL » =
CHO e .
HEK & =»
Sf9 e »
(Fetuin)
2612 Con A LCA MAM SSA
(b)
Binding specificity of Lectin
Name Origin Specificity
Canavalia Biantennaly Hybrid type, High mannose
Con A 5 ;
ensiformis type, Complex type
LCA Lens Fucose linked a(1,6) to core GlcNAc of N-
culinaris linked glycopeptide
MAM Maackia Sia(o-2,3)Gal(p-1,4)GIcNAC
amurensis
Sambucas :
SSA sisboldians Sia(a-2,6)Gal

(c)
PAUCIMANNOSE QO—I—%
type (Sf9) o Asn

COMPLEX-type
Asn

Symbols
B =N-Acetylglucosamine (GIcNAc)
O=Mannose (Man)
A=Fucose (Fuc)
@=Galactose (Gal)
#=Sialic acid (Sia)




