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An intracellular serine protease zymogen, factor C, is an initiator in the hemolymph 
coagulation system of horseshoe crab. We purified this zymogen from the hemocytes of the 
American horseshoe crab, Limulus  (L.) polyphemus, the objective being to compare its 
properties with those of the Japanese horseshoe crab, Tachypleus (T.) tridentatus, factor 
C. The purified zymogen L.-factor C showed similar properties to those of T.-factor C, in 
terms of molecular mass (123,000), amino acid composition (1,011 residues), subunit 
structure (two chains), and antigenicity. Like the zymogen T.-factor C, this zymogen was 
also activated autocatalytically in the presence of bacterial lipopolysaccharide (LPS) and 
its synthetic lipid A analogue. A most interesting finding is that both protease zymogens are 
rapidly activated by a-chymotrypsin or rat mast cell chymase, but not by trypsin. The 
active enzyme factor C showed a-thrombin-like specificity toward synthetic tripeptide 
substrates. This factor C was also strongly inhibited by an a-thrombin inhibitor, 
n-Phe-Pro-Arg-chloromethyl ketone. Thus, the enzymatic properties of factor C are similar 
to those of mammalian a-thrombin. On the other hand, the coagulation esseade system 
present in the hemocyte lysate was activated when chymotrypsin, free from LPS, was added 
to the lysate used to detect the endotoxins. The implication of our findings is that the 
chymotrypsin-catalyzed initiation of the horseshoe crab coagulation system is unique, 
since all known mammalian coagulation, fibrinolysis and complement systems are initiat-
ed by trypsin-like enzymes. 

Horseshoe crab hemocytes are highly sensitive to Gram-
negative bacterial endotoLins, lipopolyeaccharides (LPS) 
(1-3), exposure to LPS resulting in activation of intracel-
War coagulation systems. In the Japanese horseshoe crab, 
Tachypleus (T.) tridentatus, the coagulation system con-
sists of at least three intracellular serine protease zymo-
gens, named proclotting enzyme (4), factor B (5), and 
factor C (6-9), in addition to the fibrinogen-like substance, 
coagulogen (10, 11). These zymogens and coagulogen 
constitute the cascade pathway responsible for the LPS-
mediated activation, as shown in Fig. 1 (6). Factor C is an 
LPS-sensitive protease zymogen consisting of a single chain 
glycoprotein with a molecular mass of 123,000. During the 
LPS-mediated activation of factor C, its single chain form 
is converted to a two chain intermediate form comprising 
an 80 kDa heavy chain and a 43 kDa light chain, and the 
latter is subsequently transformed to a 7.9 kDa A chain and 
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a 34 kDa B chain on cleavage of a unique Phe-Ile bond (6, 
7). This three chain-factor C has the potential to activate 
zymogen factor B (5) and to hydrolyze a synthetic tri-
peptide substrate, such as Boc-Val-Pro-Arg-NH-Np (6). 
The entire cDNA sequence of this factor C has been 
determined (manuscript submitted). The deduced amino 
acid sequence data suggest that the zymogen factor C is a 
mosaic protein composed of a Cys-rich, an EGF-like, a 
lectin-like, five /32GP-I-like, and serine protease domains. 

Although much progress has been made on the zymogen, 
factor C, isolated from T. tridentatus hemocytes, little is 
known of coagulation factors in hemocytes of the American 
horseshoe crab, Limulus (L.) polyphemus. In 1977, Liu and 
coworkers (12, 13) reported the existence of a proclotting 
enzyme in L. polyphemus hemocytes, and postulated that it 
is an initiation factor sensitive to LPS and closely associat-
ed with the limulus coagulation system. However, Naka-
mura and Levin (14, 15) examined L. polyphemas hemo-
cytes and suggested that the lysate contains another 
LPS-sensitive factor differing from the known proclotting 
enzyme. 

We attempted to shed light on these conflicting reports, 
and we purified and characterized a factor C-type zymogen 
from L. polyphemus hemocytes and compared its proper-
ties with those of the LPS-sensitive factor C from T. 
tridentatus hemocytes. We obtained evidence that the 
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zymogen factor C sensitive to LPS does exist in Limulus 
hemocytes, and that the immunological and biochemical 
properties of the purified factor C are indistinguishable 
from those of factor C isolated from Tachypleus hemocytes. 
Moreover, this serine protease zymogen is unique in that it 
is activated by a-chymotrypsin, not by trypsin. 

RESULTS 

Characterization of L. polyphernus Factor C—The puri-
ty of the final preparation of L.-factor C was examined by 
SDS -PAGE. The purified zymogen factor C gave a single 
band of 123 kDa under nonreduced conditions, and two 
bands corresponding to en 80 kDa heavy chain and a 43 kDa 
light chain after reduction with ,8-mercaptoethanol, as 
shown in Supplementary Fig. 4. After activation with LPS, 
the zymogen factor C was converted to its active form, i.e., 
factor C, consisting of three chains of 80, 34, and 8 kDa, 
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Fig. 1. Putative rs..bastsm for the coagulation cascade of the 
horseshoe crab hemoeyte lysate. 
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respectively, in the same manner as in the case of T.-factor 
C (data not shown). Western blotting performed with 
rabbit antiserum raised against T.-factor C indicated that 
the zymogen L:-factor C reacts with anti- T.-factor i
antiserum, three bands corresponding to 123, 80, and 43 
kDa being detected under reduced conditions (Supplemen-
tary Fig. 4, lane 3). The faint 123 kDa band seems to 
represent a single chain factor C (7). On Ouchterlony 
analysis using anti- T.-factor C antiserum, both prepara-
tions, i.e., T.• and L.-factor Cs, formed a fusion type 
precipitin line (Supplementary Fig. 5). 

Activation of the zymogen L.-factor C by LPS and a 
synthetic E. tali- type lipid A analogue was examined by 
monitoring the generation of amidase activity of factor C, 
using Bcc-Val-Pro-Arg-NH-Np as a substrate. As shown in 
Supplementary Fig. 6, both LPS and the lipid A analogue 
activated the zymogen factor C, the activation reaction 
being completed within 30 min. Amidase activity did not 
appear to be generated in the absence of LPS. 

Amino Acid Compositions and NH=-Terminal Sequences 
of L.-Factor C and Its Chain Subunits—To compare the 
polypeptide chain structure of L.-factor C with that of 
T.-factor C, the purified zymogen factor C and its activated 
form were reduced and S-alkylated, and then the resulting 
chain subunits were separated by means of the high 
performance liquid chromatography used for the zymogen 
T.-factor C (6, 7). The materials thus obtained were 
subjected to amino acid and sequence analyses. Supplemen-
tary Table II shows the amino acid compositions of the 
intact L.- factor C and its chain subunits. L.-factor C was 
calculated to comprise a total of 1,011 residues per 
molecule, this number being much the same as that for 
T.-factor C (6). Furthermore, the individual amino acid 
compositions of the two proteins and of their chain subunits 
were indistinguishable. Like T.-factor C (6), L.-factor C 
also contained hexosamines, which were present in the acid 
hydrolyzate. 

Supplementary Fig. 7 shows the partial NHz -terminal 
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Fig. 2, a-Chymotrypein-mediated activation of factor C. A: The purified T.-factor C was incubated, respectively, with a -chymotrypsin 
(a) and trypain (a) at an enzyme to substrate weight ratio of 1 : 200. At the indicated times, a sample of the reaction mixture was withdrawn 
and factor C activity was measured as described under "MATERIALS AND METHODS,' In other experiments, the reaction mixture containing 
factor C and trypsin was preincubated, respectively, for 30 (O) and 90 min (O), and then a -chyrnotrypsin was added after abolition of the trypain 
activity with N-toayl.r.,lysyl chloromethyl ketone, followed by further incubation, was allowed to continue. The factor C activity generated was 
measured at the indicated times. B: The purified L.-factor C (95.6 µg/ml) was treated in the same manner as in A. 
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Fig. 3. Chymase-mediated activation of factor C. T.-factor C 
was incubated with chymase at enzyme to substrate weight ratios of 
1 : 50 (0) and 1 : 200 (0), and then the factor C activity generated 
was measured as described under 'MATERIALS AND METHODS." 
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Fig. 4. Activation of the Limulus coagulation system by a-
chymotrypsin. The toxicolorg reagent containing the hemocyte 
lysate of T. tridentatus was incubated with a -chymotrypsin for 30 
min at 3TC and the clotting enzyme activity generated was measured 
using Boc-Leu-Gly-Arg-NII-Np as substrate. For details, see 'MATE-
RIALS AND METHODS? 

sequences of the heavy, light and B chains isolated from 
L.-factor C and e, in comparison with those of T.-factor C. 
These sequences showed a close resemblance, thus the 
gross structure of L. -factor C must resemble that of known 
T.-factor C, as shown in Supplementary Fig. 8. These 
results indicate that the zymogen factor C's isolated from 
hemocytes of American and Japanese horseshoe crabs, 
respectively, are identical protein entities, both immuno-
logically and biochemically. Thus, the following kinetic 
studies on zymogen activation and substrate specificities 
were performed mainly using the purified T. -factor C, since 
it was more readily available. 

Time Course for Activation of the Zymogen Factor C 
with a•Chymotrypsin —Figure 2A shows the time course for 
activation of T.-factor C in the presence of trypsin and 
a -chymotrypsin. The factor C was rapidly activated at 
37'C in the presence of a -chymotrypsin. However, trypsin 

F. Tokunaga et al. 

TABLE I. Kinetic parameters of T.-factor C. The active site-
titrated factor i5 (2.7 nM) was used for kinetic analyses. Kinetic 
parameters were determined by direct linear plotting. The concentra-
tion of p-nitroaniline released was estimated by assuming Az..„= 
10,000. 

Substrates 
(K14) 

k,./K. 
(P4- ' 

P4 P3 P2 PI 
Boc- Val -Pro -Arg-NH-Np 391 54 7,240,000 
Boc-Asp(OBz1) -Pro -Arg-NH-Mec 75 26 2,880,000 
Boc- GIn -Pro -Arg-NH-Mec 34 66 614,000 
Boc-Asp(0B21) -Ala-Avg-NH-Mac 18 39 489,000 
Bee- Val -Pro -Arg-NH-Mec 48 114 418,000 
Boc- Ala -Pro -Arg-NH-Mec 72 190 379,000 
Boc- Met -Ala -Arg-NH-Mec 27 88 212,000 
Boo- Lys(Z) -Gly-Arg-NH-Mec 10 45 227,000 
Boc- Gly -Ala -Arg -NH- Mac 29 155 190,000 
Boc-Ser(OBzl) -Ale -Arg-NH-Idec 26 152 172,000 
Boc- Lys -Gly -Arg-NH-Mec 19 126 149,000 
Boc-Glu(OBzi) -Gly 34 275 122,000 
Boc- Val -Gly -Arg-NH-Mec 26 250 104.000 
Boc- Be -Gly-Arg-NH-Mec 15 189 80,000 
Bac- Asp -Pro -Arg-NH Met 17 221 76,000 
Boc- Gly -Pro -Arg-NH-Mec 8.5 167 51,000 

did not activate factor C at an enzyme to substrate weight 
ratio of 1 : 200 or even of 1 : 20 (w/w) (data not shown). 
Such a -chymotrypsin-mediated activation of the T.-factor 
C was also observed for that of the purified L.- factor C (Fig. 
2B). To determine whether or not trypsin would destroy 
the zymogen factor C, it was incubated with trypsin at 37'C 
for 30 and 90 min, and then 20 /.1g of N-tosyl-L-lysyl 
chloromethyl ketone was added to abolish the trypsin 
activity. a-Chymotrypsin, at 1 :200 (w/w), was then 
added to the reaction mixture. As shown by open circles and 
squares in Fig. 2A, the zymogen factor C was activated by 
a -chyrnotrypsin in the same manner as with a-chymo-
trypsin alone, confirming again that it la not activated by 
trypsin. The activation of the factor C by a -chymotrypsin 
was also examined by SDS-PAGE under reduced conditions 
(Supplementary Fig. 9). After 30 and 60 min incubation, 
the factor C-light chain (43 kDa) was converted to a 34-kDa 
B chain. The factor C-heavy chain was also partially 
cleaved, because some bands appeared between those of the 
heavy and B chains upon a -chymotrypsin treatment. As rat 
mast cell chymase shows a similar speriarity to a-chyrno-
trypsin (17), we examined the chymase-mediated activa-
tion of factor C. As shown in Fig. 3, the zymogen factor C 
was activated by chymase at enzyme to substrate weight 
ratios of 1 : 200 and 1 : 50, and a plateau was reached as the 
same extent as in the case of a -chymotrypsin. The and 
le,„, values of a -chymotrypsin toward the zymogen T.-
factor C were estimated to be 7.4 x 10-8 M and 5.6 x 10- ' 
M-' • s- ', respectively (data not shown). Other proteases, 
such as porcine elastase, lysyl endopeptidase from Achro-
mobacter lyticus M497-1, Staphylococcus aureus VS pro-
tease, subtilisin, and papain, did not activate the zymogen 
factor C (data not shown). 

Activation of the Horseshoe Crab Coagulation System by 
cr-Chymotrypsin---Figure 4 shows the a -chymotrypsin-
mediated activation of horseshoe crab coagulation with the 
hemocyte lysate. As expected, the amidase activity gener-
ated due to the activation of proclotting enzyme (4) in-
creased in a dose-dependent manner. When a-chymo-
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trypsin treated with Z-Gly-Gly-Phe-chloromethyl ketone 
for 15 min at 37'C or the enzyme treated at 70•C for 1 h was 
used, the amidase activity generated in the hemocyte lysate 
decreased to 73.4 and 89.5%, respectively (data not 
shown). These results indicate that activation of the coagu-
lation system was not induced by LPS contaminating the 
a -chymotrypsin sample, but rather that it was catalyzed by 
a-chymotrypsin. 

Substrate Specificity of Factor C' —Since the purified 
factor C was activated autocatalytically in the presence of 
LPS through the cleavage of a Phe-Ile linkage located in the 
NHL-terminal portion of the light chain (7), the possibility 
that factor C itself might have intrinsic a -chymotrypsin-
like activity would have to be considered. We examined in 
detail the substrate specificity of factor C toward various 
synthetic peptidyl substrates, including substrates for 
a-chymotrypsin. The concentration of factor C was first 
determined by active-site titration with 4zmethylumbel-
liferyl p-guanidinobenzoate (MUGB), which is used as a 
titrant for trypsin-type proteases. However, the rate of 
deacylation of the reagent was too rapid to estimate the 
enzyme concentration, as shown in Supplementary Fig. 
10A. Therefore, 4-methylumbelliferyl p-(N,N,N-tri-
methylammonium)ciratamate (MUTMAC), synthesized as 
a suitable titrant for a -chymotrypsin (18), was used for the 
titration of factor C. MUTMAC proved to be an appropriate 
titrant for factor C, as deduced from the burst and stable 
saturation curve for the titration, as shown in Supplemen-
tary Fig. 10B. As this mesna that factor C probably has an 
intrinsic chymotrypsin-like activity, this titrant waa used 
to determine the concentration of active factor C. 

Table I shows the kinetic constants of factor C toward 
various peptidyl substrates. The most effective substrate 
for factor C was Boc-Val-Pro-Arg-NH-Np. It has a high 
ko„,./ IC, value, 7,240,000, which is 17-fold higher than that 
of Boc-Val-Pro-Arg-NH-Mec. Among 75 peptidyl-NH-Mec 
substrates (14), Boc-Asp(OBz1)-Pro-Arg-NH-Mec was also 
a good substrate factor C, thereby indicating that the 
enzyme effectively cleaves substrates with a Pro residue at 
the P2 site. The NH-Mec substrates for a -chymotrypsin, 
such as sucoinyl-Ala-Ala-Pro-Phe-NH•Mec and succinyl-
Leu-Leu-Val-Tyr-NH-Mec, were not hydrolyzed by factor 
C (data not shown). 

Inhibition of Factor C by Natural and Synthetic In-
hibitors—To further elucidate the enzymatic properties of 
factor C, the inhibitory effects of some natural or synthetic 
inhibitors on factor C activity were examined. Natural 
inhibitors, such as antithrombin HI-heparin complex, and 
synthetic inhibitors, such as di isopropylfluorophospiaate, 
benzamidine, and leupeptin, are known to inhibit factor C 
activity (6). Other natural inhibitors tested were aprotinin, 
soybean trypsin inhibitor, potato II inhibitor, Cl inhibitor, 
corn inhibitor, Streptomyces subtilisin inhibitor, hirudin, 
ovomucoid, and ovoinhibitor. However, these inhibitors 
had little effect on the factor C activity, even in the 
presence of an excess molar ratio to the enzyme. Among the 
synthetic inhibitors, N-tosyl-L-lysyl chloromethyl ketone, 
chymostatin, Z-Gly-Gly-Phe-chloromethyl ketone, and 
H-Ala-Ala-Phe-chloromethyl ketone also did not inhibit 
factor C activity, at a final concentration of 1 mM. On the 
other hand, D-Phe-Pro-Arg-chloromethyl ketone, an a - 
thrombin inhibitor, had a potent inhibitor effect on the 
factor C activity. The inhibition constant of this inhibitor 
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towards factor C was determined by the method of Walker 
et al. (19), and the ICI value was estimated to be 7.4 x 
M and k, to be 0.69 min-1(data not shown). 

DISCUSSION 

A factor C, which is indistinguishable from those of the 
known T. -factor C in terms of immunological and biochemi-
cal properties, was proved to be present in the hemocytes of 
L. polyphemus. Both factor C's contain two molecular 
species with, i.e., single chain and a two-chain forma. Both 
molecules have the same molecular mass of 123,000, but 
the latter consists of a heavy chain of Mr.= 80,000 and a 
light chain of Mr =43,000 held together by a disulfide 
linkage(s). The major nicked form may be produced by a 
trace amount of contaminating of LPS during the purifi-
cation procedures, as experienced in the study on T.-factor 
C (6). The structural properties of the L,-factor C mole-
cule, including the entire amino acid composition and the 
partial NH,-terminal sequences of their chain subunits, 
show similarities with those of 7'. • factor C (6, 7). They also 
exhibit common antigenicity, as revealed with the im• 
munoblotting method and the Ouchterlony test (Supple-
mentary Figs. 4 and 5). Like the zymogen T.-factor C, the 
purified L.-factor C is rapidly activated in the presence of 
E. col! LPS and synthetic lipid A analogue. These observa-
tions strongly indicate that both factor C's are the same 
protease zymogen and function as an initiator of the 
coagulation cascade in the horseshoe crab hemocytes. These 
findings also lead to the idea that the hemocytes of L. 
polyphemus probably contain a coagulation system similar 
to that established for the T. tridentatus hemocytes (5-7). 

The present results are the first evidence that both the 
purified L • and T.-factor C's are activated by a-chymo-
trypsin and not by trypsin. All the serine protease zymo-
gens associated with mammalian coagulation, fibrinolysis, 
and complement systems are activated by trypsin-like 
enzymes. Thus, the horseshoe crab factor C seems to be a 
novel type of serine protease zymogen susceptible to 
a-chymotrypsin. The necessity of cleavege of the Phe-Ile 
bond (7) implies that the zymogen factor C cannot be 
activated by the horseshoe crab trypsin-like proteases (4, 
5). Thus, positive feedback activation of the clotting 
system, which occurs in common in the mammalian coagu-
lation cascade reaction, probably does not occur in horse-
shoe crabs, only the LPS-associated factor C appearing to 
be the initiator of this cascade reaction. 

For the LPS-mediated activation of the zymogen factor 
C, it is now clear that no other protease is required for its 
conversion to its active form, factor C, and only LPS•bound 
factor C is activated, probably through an intermolecular 
interaction between the two molecules (8), as is the case 
with activation of the complement Clr (20). The substrate 
specificity of factor C shows a close similarity to that of 
a •tbrombin. As shown in Table I, the most reactive 
substrate for factor C is Boc-Val-Pro-Arg-NH-Np, with an 
extremely high lk„,./K,,, =7,240,000. This value is compa-
rable to that of the sensitive fluorogenic substrate, Boc-
Asp(OBz1)-Pro-Arg-NH-Mec, for bovine a -thrombin (14). 
Thus, apolar and non-aromatic residues such as Pro and Ala 
at the P2 site are the most favorable, as for a -thrombin 
(16). For the P3 site, bulky groups such as Val, Asp(OBzl), 
and Gln probably serve, as judged from their K,,, values 
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(Table I). Such a structural basis for a peptide substrate for 
factor C is also supported by the observation that n-Phe-
Pro.Arg-chloromethyl ketone, which is sensitive to a -
thrombin strongly inhibits factor C activity, the Ki value 
being 7.4 x 10' M. The entire cDNA sequence and deduced 
amino acid sequence of T.-factor C have been determined 
(manuscript submitted). Then, the factor C-derived B 
chain corresponding to a serine protease domain of this 
zymogen is the most homologous with human a -thrombin 
(38.5% identity) among various known mammalian serine 
proteasea. Presumably, the serine protease domain of 
T.-factor C is closely related with a-thrombin, in terms of 
molecular structure and substrate specificity. 

Although the active factor C shows the Arg-Xaa specific-
ity toward synthetic peptide substrates, cleavage of the 
Phe-Ile bond by LPS-bound factor C is not unreasonable, 
because the residue preceding Phe is Pro (7). The reactive 
site of avantitrypsin has been identified as Met-Ser with 
Met proceded by Pro (21). Moreover, the reactive site of 
heparin cofactor II is a Leu-Ser bond that is cleaved by 
a -thrombin. The rapid hydrolysis of MUTMAC by the 
LPS-bound factor C indicates that it should have intrinsic 
chymotrypsin-like activity. It seems likely that structural 
properties of horseshoe crab factor C beyond the specific 
cleavage site residues play an important role in the 
LPS-mediated activation of this zym.ogen. Further detailed 
studies on the molecular interaction of LPS and factor C are 
underway. 

We wish to express our thanks to Drs. T, Nakamura and S. Kawabata 
for the helpful discussions, T. Miura for the technical assistance, N. 
Ueno for the secretarial services, and M. Ohara for the comments on 
the manuscript. 

REFERENCES 

1. Bang, F.B. (1956) Bull. Johns Hopkins Hosp. , 925-351 
2. Levin, J. & Bang, F.B. (1964) BulL Johns Hopkins Hosp. 115, 

F. Tokunaga et al. 

265-274 
3. Mtirer, Levin, J., & Holme, R. (1975) J. Cell. Physia 86, 

533-542 
4. Nakamura, T., Morita, T., & Iwanaga, S. (1985) J. Biochem. 97, 

1561-1574 
5. Nakamura, T., Horiuchi, T., Morita, T., & Iwanaga, S. (1986) J. 

Blodgett. , 847-857 
6. Nakamura, T., Morita, T., &Iwanaga, 8. (1986) Bur. J. Biochem. 

154, 511-521 
7. Tokunaga, F., Miyata, T., Nakamura, T., Morita, T., Kuma, K., 

Miyata, T., & Iwanaga, S. (1987) Eur. J. Biochem. 187,405-416 
8. Nakamura, T., Tokunaga, F., Morita, T., & Iwanaga, B. (1988) J. 

Biochem. 108,370-374 
9. Nakamura, T., Tokunaga, F., Morita, T., Iwanaga, S., Kuatanoto, 

S., Shiba, T., Kobayashi, T., &Inoue, K. (1987) Bur. J. Biochem. 
176,89-94 

10. Tai, J.Y., Said, R.C., Jr., Huhn, R.D., & Liu, T.-Y. (1977) J. 
Biol. Chem. 252,4773-4776 

11. Miyata, T., Hiranaga, M., Umesu, M., & Iwanaga, S. (1984) J. 
Biol. Chem. 259,8924-8933 

12. Tai, J.Y. & Liu, T.-Y. (1977) J. Biol. Chem. 252,2178-2181 
13. Liang, S.-M., i.isng, C.-M., & Liu, T.-Y. (1981) J. Biol. Chem. 

256,4968-4972 
14. Nakamura, S. & Levin, J. (1982) Biochem. Biophys. Res. 

Commun. 108,1619-1623 
15. Nakamura, S. & Levin, J. (1982) Biochim. Biaphys. Acta 707, 

217-225 
16. Kawabata, S., Miura, T., Morita, T., Kato, H., Fujikawa, K., 

Iwanaga, S., Takada, K., Kimura, T., & Sakakibara, S. (1988) 
Bur. J Biochem. 172, 17-25 

17. Woodbury, R.G., Everitt, M.T., & Naurath, H. (1981) Methods 
Eraymol. 80,588-597 

18. Jameson, G.W., Roberts, D.V., Adams, R.W., Kyle, W.S.A., & 
Elmore, D.T. (1973) Mechem. J. 131,107-117 

19. Walker, B., Wikatrom, P., & Shaw, E. (1985) Biochem. J. 230, 
645-650 

20. Kashihara, Y., Odai, H., Takahashi, K., Nagasawa, S., & 
Koyamn, J. (1985) J. Biochem. 97,365-372 

21. Johnson, D. & Travis, J. (1978) J. Biol. Chem. 253,7142-7144 
22. Laemmli, U.K. (1970) Nature 227,680-685 
23. Eisenthal, R. & Cornish-Bowden, A. (1974) Biochem. J. 139, 

715-720 

Seikagaku Corporation Exhibit 2032 - Page 5 of 8
Charles River Laboratories, Inc. v. Seikagaku Corporation

IPR2025-00440



LPS-Sensitive Serine Protease Zymogen (Factor C) 

Supplemental Materials 

MATakIALE AND METHODS 

Materials American horseshoe crabs (Limulus polyphemue) were obtained from Mae. 
fishery Co., Ltd., Tokyo. T. tridentatue factor C (two eaaan form) from hemocytee of 
Japanese torseeinte crabs wa-g-hIghly purified. as described 46). The active enzyme, factor 
C, vas prepared from the isolated factor C by treatment with (6). The LPS (Eacherichia 
Cali 0111;84), obtained from List Biochemical Laboratories, Inc., CA, vas beetedliC15-'7Elor 
1- E- before use. Synthetic E. colt type lipid A analog, 15-15-PP, and aprotinia were 
products of Daiiehl Pharm., Co., Ltd., Tokyo, and Nochida Pharma., Co., Ltd., Tokyo. 
rempectively. Bovine pancreatic a-chymotrypsin treated with a-Mayl-L-lysyl chloramethyl 
ketone and trypsin treated with Matosyl-L-phenylalanyl chlormilithyl ketone were obtained 
from Worthington Blocheelval Case., PreeWold, NJ. Boo-Val-Fro-Arg-all-ap and an endotaxin 
detection kit, Toxicalor0  LS-1 set, which contains the T. tridentatua hemocyte lyeate, were 
gazerous slats from S. Tanaka, Seikagaku Itogyo Co., Ltd., Tokyo. -Wei meat cell 
chymotrypain-like enzyme, shymase IRMCP II, was kindly provided by Dr. N. KatUnuma, 
Institute of Enzyme Research, The University of Tokushima. Fluorogenic tripaptide 
substrate. 114) were obtained from Peptide Inatitiate Inc., Osaka. 4-Methylumbelliferyl a-
guanadinobanmate (NIMBI 4-methylumbellafaryi p-(16 N H-tramethylammonium) cinnamate 
(NUTMAC), and soybean trypsin inhibitor were purofiaZe3 from Sigma Chemical, Co., St. Louis, 
MO. HaAla-Ala-Phe-chloromethyl ketone and r-Gly-Gly-Ph.-chloromethyl ketone were free 
Becalm. Bubendorf, Switzerland, and 0-Phe-Pro-Arg-chlosamathyl ketone wee from Calbiacham, 
La Jolla, CA. Sephaxose Ca-68 and CM-Septarose CL-60 were purchased from Pharaacia Lea 
Biotechnology, Uppsala. All other chemicals were of the highest quality commertially 
evadable. 

Factor C assay The amide,. activity of factor C generated after activation with LPS 
was measured using toe-Val-Pro-ArgaNH-ap de a substrate, as described (6), The reaction 
mixture, comprising 10-20 pl of sample in Tris/HC1/SA buffer in a total—volume o₹ 200 al, was 
preincubated at 37 'C for 10 min le the presence or absence of 4 el of IFS (10 ;Waa). 
Then, 50 pa of 2 ,nM roc-Val-Pro-arg-M41-1ap was added and the mixture was incubated further 
for 10 man. Finally, 0.64 ml of 0.6 M acetic acid was added to terminate the ...eaten and 
the absorbance at 405 nm was read. One unit of enzyme activity was defined as 1 anal of 
p-pitroaniline liberated par min. The amidase activity of factor (active form) was 
measured as described for teeter C in the absence of LPS. 

Bpsipplyecrylamide 2.,A1 electro boreal and Western blotting SDS-PAGE wad performed 
according to the reaWidelLaanili(12)67--Ifestern blotting was performed using rabbit 
antiserum raised againet T.-factor C7-as described (7). For Ouchterlany analysis. a 1 t 
agarose gel dissolved in Sc ma Tris-HC1, pH 0.0, and  6.15 a NaCI watt used. 

Reduction end S-alkylation The sample wee reduced and s-pyridylethylated and each 
chain was separated by reversed phone liquid chromatography on a TOO phenyl SaWaP aalama 
14,6 x 75 mm), as described (7). 

Amino acid and sequence wellosLa Samples were hydrolysed an 5.7 N HC1 at 110 'C for 
117-WV and 71- h or 3 14 mareaptoethanesulfonic acid for 24 h in evacuated and sealed tube.. 
After evaporation, the hydrolyzatem were analyzed mane a Hitachi 83S eutomatic anelyeer. 
Amino acid sequence determination was carried out with a gas-phase sequencer (Applied 
Biosystems 47756 and a 120A-phonylthiohydentoin analyzer on-line system (7). 

Activation of factor C _Loy tryeain, ft-ehymotrypain and ehymase Factor C (206 aglml) bee 
incubated at 37—atiaafh- 1/WOD (tatio) of trypaan, uaaramotrypsin or chymase, in a total volume 
of 350 Cl of 0.1 N Trae/HC1 buffer, pH 8.0. At the indicated times, a 10 al ...Pat was 
taken and mixed with 50 pg/m1 of aprotinin for a-chymotrypsin and trypsie, or 50 ug/tra of 
saybeae trypsin inhibitor for chymase. Then* proteam inhibitors were dissolve:ad in a total 
200 al of Tris/HC1/SA buf€er. Each mixture was incubated for a further 5 min to inhibit 
the protease activity and finally the factor C activity generated wee measured. 

Activation of the horseshoe crab maaulation ayalam hy a-chymotrypsin e-Chrmotrypein-

mediated activation of horseshoe crab coagulation system was measured teeing Toxicolora 
reagent, LS-1 set, obtained from Seikageku Kogyo, Ltd., Tokyo, according to the 
manufacturer'. manual. The LS-1 set contained Taabypleue hemocyte 'yenta end Bot-Leu-Gly-
erg-NH-NO, the letter of which is an appropriate s—ubstrata for the clotting enzyme generated 
during activation of the coagulation system. The LS-1 net (100 el) and various 
concentrations of a-chymetrypain dissolved an 100 pl of 20 mH Tria/HC1 buffer, pH 8.0, 
containing 0.15 M NaCI. were mixed end incubated for 36 min at 37 °C, and then 0.8 ml of 0.4 
M acetic acid was added and the absorbance at 405 nm was read. 

Kinetic analysis The factor C activity was measured at 37 'C in 50 ma Tria/66C1 
buffer, pH $6.6, containing 0.15 M Neel and 0.1 mg/ma of bovine serum albumin (BSA), with 
verioue fluorogenlo peptide substrates. The initial rate of hydrolysis was measured with a 
Hitachi 650 fluorometer with excitation at 380 nm and emission at 440 nm at 37 'C, an 
described in detail elsewhere 414). Substrate concentrations of 1 pal to 2 ma and 2.7 ea 
factor C were used- Kinetic parameters were determined by direct linear plotting (23). 
The concentration of active factor C was determined with MUTNAC from the initial buret of 4-
eethylumbelliferons in 0.1 14 sodium barbiturate buffer, pH 8.3, containing 0.1 mg/ma of BSA 
at 25 'C (18). itineties analysis for irreversible inhibitors, ouch as D-Phe-Pro-Arga 
chlorometRa71 ketone, was performed by the method of Walker et al. (12). 

Inhibitory effects of natural and synthetic inhibitors on factor C The Screening of 
various inhtbstore was performed with an inhibitor concentration of 0.2 ma and a factor "E 

concentration of 10 6614 in aria/MCl/SA buffer. Each mixture was incubated at 37 'C for 10 

min, in a total volume of 200 al, and then the remaining factor C activity vita measured. 

RESULTS 

pariaaaaaim of L. polypheams factor C Purification of L.-factor C was carried out 
Under aterilized - Wanditione a cording to the method of Nakamura et al. (61. The lysate (595 
ml) was first applied to a dextran-sulfate Sepharose CL-68 column (2.6 x 24.0 cm). stepwise 

elution was performed with NaCI concentrations of from 50 ma, 0.25 a, 0.5 a and 2 a, ea thewn 
in supplementary fig. 1. Factor C in the 0.5 M NaC1 Erection. was collected. pooled and 

concentrated by Olathe ultrafiltration. The concentrated fraction was then applied to a 
Sepharcee CL-6E column (2.6 x 141 cm), equilibrated with 20 net acetate buffer, 011 5.0, 
coetaining 0.1 a NaCI (Supplementary Fig. 2). The pooled factor C fraction was finally 
applied to a CM-Sepaaroaa CL-68 column (2.0 x 24_6 cal, equilibrated with the same buffer an 

used in Supplementary Fig. 2 and elated with a linear gradient of NaC1 (0.1-0.35 N) in 20 cal 
acetate buffer. pH 5.0 (Supplementary rag. 3). A (summary of the purification of factor C is 
shown in sepplementary Table 1. The yield of purified factor C wee 5.2 ag from 80 g 
hemocytes (wet weight), 14.7-fold purification from the dextranasulfate Sepharose CL-68 
fraction )supplementary Fig. 16 being achieved 46). 
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Supplementary Table I 

Summary of the purification procedure for L._011.yphemue factor C. 

Step Volume Total Total Specific Purifi- Yield 
protein activity activity cation 

Hemocyte lysate 
Destran-sulfate-Sepharose CL-68 
Sepharose CL-68 
CM-Sepharose CL-6B 

mg units units/mg -fold 9 

298 -- -- -- -- --
138 140 397 2.8 1 100 
90 17.3 421 24.3 8.7 106 
130 5.2 214 41.2 14.7 54 

Supplementary Table 

Imo acid com_ositions of t. 

II 

emus factor C 

1S 

its S-alk&lated derivatives 

Factor Amino 
acid 

C 

L chain 

Factor b' 

hole H chain A chain 11 chain 

Residues/molecule 

Asp 101.0 (101) 69.4 (67) 39.4 (341 4.8 ( 5) 34.6 (29) 
Thr 53.6 ( 59) 36.7 (37) 20.5 (221 2.2 ( 2) 18.7 (20) 
Ser 88.0 ( 821 59.7 (55) 31.5 (27) 11.2 (13) 25.1 (14) 
Glu 92.1 ( 89) 60.7 (58) 34.1 (31) 5.8 ( 5) 30.8 (26) 
Pro 60.8 ( 69) 47.4 (52) 23.7 (17) 6.9 ( 6) 26.1 (11) 
Gly 89.9 ( 88) 55.4 (57) 32.6 ( 291 7.7 ( 7) 27.6 (22) 
Ala 57.4 ( 56) 34.7 (35) 22.1 (211 3.0 ( 3) 18.3 (161 
Val 61.3 ( 64) 44.7 (42) 23.8 (22) 3.9 ( 4) 20.4 (19) 
Met 9.3 ( 10) 6.3 ( 7) 3.5 ( 3) ( 01 3.2 ( 3) 
Its 39.5 ( 41) 22.9 (23) 16.0 (18) 2.2 ( 21 13.3 (16) 
Lau 69.0 ( 711 45.4 (47) 25.4 (241 3.9 ( 4) 22.2 (201 
Tyr 36.3 ( 37) 22.1 (22) 14.6 (15) 4.2 ( 4) 11.4 (111 to 

Phe 29.4 ( 28) 20.4 (20) 12.3 ( 8) 1.9 ( 1) 14.6 ( 71 
Lye 54.7 ( 50) 37.8 (381 15.9 (121 3.4 ( 21 15.0 (10) 
His 17.7 ( 17) 13.2 (121 5.3 ( 5) 1.1 ( 1) 5.1 ( 41 
Trp 16.0, 23) 11.9 (121 8.9 (111 1.6 ( 1) 8.0 (101 

Pe-Cye 
Arg 

n.d."( 56) 
44.4 ( 53) 

37.5 
25.6 

(45) 
(34) 

13.5 
15.8 

(11) 
(19) 

3.4 
6.8 

( 4) 
( 8) 

12.3 
11.8 

( 7) 
(11) 

0 

Total 920.4 (994) 651.7 (665) 358.9 (329) 74.0 (72) 312.5 (257) 

Ga15112

a: Numbers in parentheses are taken from the sequence data for T.-factor 
C (manuscript summitted). 

b: not determined. 
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Supplementary rig. 1. Destran-sulfate Sepharoee CL-68 chromate raphy of the L. polyphamon 
hemocyte lysate. Details of the proteduse ars given under Methods. TEi TYieTions indicated 
by a solid bar sere pooled and concentrated. The activitier7=Tictor C 40 g and its active 
form, factor C ( 0). were assayed, using roc-Val-Pro-Arg-MX-Hp as a substrate, the 
absorbance at 260 no was measured. 

a 
LL

Supplementary Fig. 2. Sepharese CL-6S gel filtration of the L.-factor C fraction obtained from a 
doetten-sulfate Sepharose CL-61! eare.a. The symegen factor C ( 0 ) and-the activity of ---- — 
factor C ( gy ( were assayed, usiTy— PUUTVal-pre-erg-m-Mp as a substrate. The absorbance at 
200 nm was measured. 

Supplementary rig. 3. Ca-Seabarese CL-6S chromatography of the L.-factor C fraction obtained 
from Is Sepharose CL-643 column. The symagen factor C 0 ) and the activity of factorerne7 
were essayed, using soc-val-Pro-Arg-Se-mp as a substrate. The absorbance at 280 nm was 
meaeurad and gradient elution ( ) with ?MCI wan started at the position indicated by the 
arrowhead. 

031 

t 

0 
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Supplementary Fig. 4. SOS-PAGE and western blotting of the purified L.-teeter C. Ten pg of 
L.-factor. C was subjected to SOSPAGE—TETfie ebeence Tin 1) end presence (lane 21 of 2-
mercaptoethanol. Western blotting (lane 3) of the reduced L.-factor C was also performed 

using rabbit anti-T-factor C serum as the let antibody, and the positions of co-
electrophoresed standards of known molecular weight (lane 4) are indicated. 

Supplementary Fig. 5. Immunodiffueion of the purified 1,-factor C (1) and I,-factor C (2) against 

rebbit anti-T.-fecter t antiserum (nester 1.111. 

Supplementary Fig. 6. Tie. course of activation of the L.-factor C an the presence of LPS 

re
and  a lAplg. A analogue. — Aer—ArrTfiled L.-factor C—T937T pg/ml) was 1ncuriTed at 37 Tin the 
presence  1 and absence ( 0 1 of 'US (10 pg/m1). V. colt type-synthetic lipid A 

analogue. LA-15-PP ( . 10 pg/m1), was also used. At th'enlidicated times, 70 pi aliquots 

were withdrawn and assayed for factor C activity. 

Supplementary Fig. 7. COMPOriaon ff the En -terminal sequences of the 1122=4 Ilahl 242 a. chains 
derived from each of L.-factor C and 12 =factor C. Residues identical in the tiin—fector C's 

—7617cart e7.7—TWe—ioni circle in7iViEes the careaydrate attachment site (7). 

Supplementary Fig. e. Orono structure of T.- and L.- factor C's. N. A. a and L denote the 

heavy, A, B and Light chains of factor C. The arrowheads and solid bare indicate the 

cleavage sites and the locations of the light chains of the factor C's. respectively. 

Supplementary Fig, 9. SOS-PACE at T.-factor C activated by a-chymotrypsin. Samples of the 

synods:, factor C (lane 1) and the factor C treated with o-chymotrypsin-lweight ratio of 
enzyme/substrate . 1/2001 for 30 min (lane 2) and 60 min (lane 3) were subjected to SOS-PAGE. 

H, L and It denote the heavy. light and S chains of the factor C. respectively. 

supplementary Fig. 10. Active site titration of T.-factor Z. A, 4-methylumbelliferyl p-
guanidinobensoate (140011)-766716,-1:ZethylumbellITeliaE77114 N-trimethylammonium) einnemate 
imUTMAC) were used as titrants, being added, respectivelT, to the reaction mixture containing 
'1 -factor C at the times indicated by arrow. after pryincubstion for SO enc. 
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