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Figures
[Fig. 1]
Endotoxin in test specimen
Factor C Activated Factor C
Factor B Activated Factor B
Pro-clotting enzyme Clotting enzyme

(Fig. 2]
1. Sf9 2. CHO 3. HEK 4. TAL
Mol. wt. 2 4 8 2 4 8 2 4 8
(kDa)
17
6

Primary antibody: Anti-factor C monoclonal antibody (2C12)
Electrophoresis conditions: non-reducing
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[Fig. 3]
N LMW CHO  TAL
126
97— 123
15% Gel (Non-reducing)
CBB staining
[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: ) §f9 2) CHO
0.05 or 0.1 EU/mL) 3) HEK 4) TAL
50uL
50pL
Total 100 pL

37°C, 30 minutes
Absorbance measurement (405 to 492 nm)
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[Fig. 5]

Endotoxin in test specimen

Factor C Activated Factor C
1) Sf9 2) CHO
3) HEK 4) TAL

Recombinant Factor B Activated Recombinant Factor B

Recombinant

Recombinant Pro—clotting enzyme Clotting enzyme

Boc-LGR
Boc-LGR-pNA +

pNA
(Coloring)

[Fig. 6]
Endotoxin Absorbance change
Host cells for Amount of Factor C concentration rate
Factor C added (L) (av. = S.D.)
(EU/mL) (mABs/min)
0 0.520 = 0 015
ST9 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
E 5000
E
8
<
£ 10000
[
©
(0] .
© 5000 00.1 EU/mL
2
[&]
3
€ 0000
£ Sf9(15) CHO HEK293  TAL
§ DG44  (80)  (20)
< (40)

Host cells (amount of Factor C added [pL])
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No.

- B - N 4

Injeclions Dilution factor

10% Sodium chloride 4

} 5M Magnesium sulfate 16
>hysiological saline 1

7% Sodium 8
wdroaencarbonate

10% Sodium citrate 8

1.5M Calcium chloride 100
Jinger's solution 1
Sodium iothalamate 16

(Error bar: S.D. n=4)
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[Fig. 8]

TtFC
834Cr1D4

TtFC
834Cr1D4

TtFC
834Cr 1D4

TtFC
834Cr D4

TtFC
834Cr1D4

TtFC
834Cr D4

TtFC
834Cr D4

TtFC
834Cr 1D4

TtFC
834Cr1D4

TtFC
834Cr1D4
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MYLASFLVYSGLVLGILAQQMRPVQSRGYDLGLGDETRFECKCGDPGYVFNVPMKQCTYFY
MVLASFLVSGLVLGLLAQKMRPVQSKGVDLGLCDETRFECKCGDPGYVFNIPVKQCTYFY
sokoksoksk ok Roksk Kok - kskor | kokskokokok © skokokokokskokkookokskkokok deokoksk ok kskokok |k | skokskokokokok

RWRPYCKPCDDLEAKD I CPKYKRCQECKAGLDSCVTCPPNKYGTWCSGECQCKNGGIGDQ
RWRPYCKPCDDLEAKD I CPKYKRCQECKAGLDSCVTCPPNKYGTWCSGECQCKNGG1CDQ
seokokaokksrokok ok oR R kKRR ok ok kool dkesolstoR ol oRsk ok Kok koK

RTGACTCRDRYEGAHCE [ LKGCPLLPSDSQVQEVRNPPDNPQT IDYSCSPGFKLKGVARI
RTGACACRDRYEGYHCE ILKGCPLLPSDSQVQEVRNPPDNPQTIDYSCSPGFKLKGMAR]

etk DRk ok skoksokskoksoksioksk okt skskdtokosk ok skok ok ok otk skk sk kKR stk | koksk

SCLPNGQWSSFPPKCIRECAKVSSPEHGKVNAPSGNMIEGATLRFSCDSPYYLIGQETLT
SCLPNGQWSNFPPKCIRECAMYSSPEHGKVNALSGDMIEGATLRFSCDSPYYLIGQETLT

sokskRioksiorsk, skokskkoroRok  sokokkkokorskkk koK | okskokkskskstoroksdokokkorskolokskokok ok ok

COGNGOWSGQIPQCKKLVFCPDLDPVNHAEHQVK 1GVEQKYGQFPQGTEVTYTCSGNYFL
CQGNGQWNGQIPQCKNLVFCPDLDPYNHAEHKVKIGVEQKYGQFPQGTEVTYTCSGNYFL
sokokokdokk | kkkokokokok | kokseksioksokkeskokkok | skokkosokakokkkokak ko kok kR skok ok ok ok

MGFNTLKCNPDGSWSGSQPSCVKVADREVDCDSKAVDFLDDVGEPVRIHCPAGCSLTAGT
MGFDTLKCNPDGSWSGSQPSCVKVADREVDCDSKAVDFLDDVGEPYRIHCPAGCSLTAGT
sokok  seokopokskokkok skt kol etk otk ko tokskok sokok sk sk skkokoksksk ok skok st skok sk skok sk sk ke ksl ok

VWGTATYHELSSVCRAATHAGKLPNSGGAVHVVNNGPYSDFLGSDLNGIKSEELKSLARS
VWGTAIYHELSSVCRAATHAGKLPNSGGAVHVVNNGPYSDFLGSDLNG IKSEELKSLARS
soksokskokokskokskok kR ok ok ok ko sk ok kKR sk koK sk sk Rtk sk ok ok ok okok ok sk ok ok

FRFDYVSSSTAGRSGCPDGWFEVEENCVYVTSKQRAWERAQGVCTNMAARLAVLDKDLIP
FRFDYVRSSTAGKSGCPDGWFEVDENGVYVTSKQRAWERAQGVCTNMAARLAVLDKDVIP

skokdokk KKKk | skokskokskaksk ok ok | ok skokok sk kokokokskakok sk ok sk okesk sk sk sk sk ok sk sk ok sk Kk ok sk | koK

SSLTETLRGKGLTTTWIGLHRLDAEKPFVWELMDRSNVVLNDNLTFWASGEPGNETNCVY
NSLTETLRGKGLTTTWIGLHRLDAEKPF IWELMDRSNVVLNDNLTFWASGEPGNETNCVY
sokokokokokskokok ok sk ok keokskoksiokskokosk ok ok ko T skskokskoksokokokoksk ok ok skok otk sk sk sk ok kskoksk sk sk sk ok

LDIRDOLGPVWKTKSCFQPSSFACMMDLSDRNKAKCDDPGPLENGHATLHGASIDGFYAG
MDI1QDQLQSYWKTKSCFQPSSFACMMDLSDRNKAKCDDPGSLENGHATLHGQSIDGFYAG
Sk sokokok, kokoksksiorskoksroksoRsoR ook ok ok kR kokskokok | skokskokakokdokskokokstok ok sk ko

SSIRYSCEVLHYLSGTETVTCTTNGTWSAPKPRCIKYITGCONPPVPSYGSVEIKPPSRTN
SSIRYSCEVLHYLSGTETVTCTTNGTWSAPKPRCIKYITCONPPYPSYGSVEIKPPSRTN
skskok ok sk kKoK ok ok sk ok ke sk kiR kR ok sk o sk tesk ok ok sk ok ok sk ok ok ok ok ok sk ok ok ok sk Kok sk ok ok ok ok skskoksk ok
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[Fig. 9]
TtFC
834Cr1D4
TtFC
834Cr1D4
TtFG
834CriD4
TtFC
834Cr1D4
TtFC
834Cr1D4

(Fig. 10]

2C12
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SISRVGSPFLRLPRLPLPLARAAKPPPKPRSSQPSTVDLASKVKLPEGHYRVGSRAIYTC
SISRVGSPFLRLPRLPLPLARAAKPPPKPRSSQPSTVDLASKVKLPEGHYRVGSRAIYTC

esfesk ok sk ok ok sk sk ok sk s ok ok ok sk stok stk stk ok ok sk sk sk sk sksksksksk sk sk stk skskksok Sk ok ok

ESRYYELLGSQGRRGDSNGNWSGRPASCIPVCGRSDSPRSPF IWNGNSTE IGQWPWOAGI
ESRYYELLGSQGRRCDSNGNWSGRPASCIPVCGRSDSPRSPF IWNGNSTE I GGWPWQAG]

etk ok sk sk s kKoK sk sk ksl otk Sk sk sk kakskok sk sk skok sk ok kR k ok sk sk ok sksk etk e ok

SRWLADHNMWFLQCGGSLLNEKWIVTAAHCVTYSATAET IDPSQFKIYLGKYYRDDSRDD
SRWLADHNMWFLQCGGSLLNEKWIVTAAHCVTYSATAET IDPNQFKMYLGKYYRDDSRDD
sk sk Rok sk ok sk ok sk sk sk sk kot sk sk Rk otakskstoR stk ok ook skskokskakok | skokok | skskokokokskolokoskokok ok

DYVQVREALEIHVNPNYDPGNLNFDIALTQLKTPVTLTTRVQPICLPTDITTREHLKEGT
DYVQVREALE IHYNPNYDPGNLNFDIALTQLKTPVTLTTRVQPICLPTDITTREHLKEGT

sk skopsk sk sk sk R sk sk R sk sk sk ok sk ok ok stk stk ok ok sk ko sk sk sk skokaik sk kR sk sk ok ageskok kR s ok o

LAVVTGWGLNENNTYSEMIQQAVLPVVAASTCEEGYKEADLPLTVYTENMFCAGYKKGRYD
LAVVTGWGLNENNTYSETIQQAVLPVVAASTCEEGYKEADLPLTVTENMFCAGYKKGRYD
Sk ook skkRokokk kR kRl ok kbR ok sokok ek skt skskok sk sk sk ook ok sk ok

ACSGDSGGPLVFADDSRTERRWVLEGIVSWGSPSGCGKANQYGGF TKVNVFLSWIRQF I
ACSGDSGGPLVFADDSRTERRWVLEGIVSWGSPSGCGKANQYGGF TKVNVFLSWIRQF I

etk sk ok sk ok ok sk s skk sk sk stk sk sksk skl Rtk ok stk stk sk skoskseskskskokskok sk sk oksk sk ok st ok

FCL

antiboby antiboby

A

A Non-reducing
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[Fig. 11]

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

Non-reducing Reducing
(-DTT) +DTT)
12 34

66

45

F: Full H: H chain 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

DTT) (+DTT) (-DTT) (+DTT)
34 12
F Fl
H
2G12 antiboby FCL antiboby

F: Full H: H chain L: L chain
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[Fig. 13]

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

Glycopeptidase F
(reducing conditions)
(+) (=)
1 3 4

[Fig. 14]
(a) Purified Factor C (100, 25, 6 na)

TAL
CHO
HEK
§f9

(Fetu n)
2C12 Con A LCA SSA
(b)

Binding specificity of Lectin

Name Origin Specificity

Con A Canavalia Bianiennaly Hybrid type, High mannosa
ensiformis type, Complex type

LCA Lans Fucose linked a(1,6) to core GlcNAc of N-
culinaris linked glycopeptide
Maackia .

MAM amurensis Sia{u-2,3)Gal(p-1,4)GlcNAc

SSA Sambucas g0 6)Gal

sieboldiana

(¢)

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

Asn
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