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2.6. Fibrinogen digest

Fibrinogenase activity was determined using 1.5 mg of purified
alsophinase incubated with human fibrinogen (final fibrinogen
concentration of 1.0 mg/mL) in a total volume of 200 mL. 20





additional peaks, was also observed after 4 or 24 h incubation (data
not shown). The fractions comprising these peaks (1 h incubation)
were SpeedVac dried and analyzed via MALDI-TOF MS. The
observed molecular masses, the corrected expected masses, and
the corresponding sequences of the fragments (as well as the intact
peptide) are given in Table 1. The most labile bond was
Ala14eLeu15, while the Tyr16eLeu17 bond was hydrolyzed at
a much lower frequency under these assay conditions.
3.5. Inhibition assays

When alsophinase was incubated with the metalloproteinase
inhibitor 1,10-phenanthroline, complete loss of proteinase activity
was observed at concentrations as low as 50 mM 1,10-
phenanthroline (Fig. 6A); the concentration at which 50% metal-
loproteinase activity was inhibited (IC50) was approximately
15.2 mM. There appeared to be only minor inhibitory effects (at 1.0
and 5.0 mM) of the serine protease inhibitor AEBSF (Fig. 6B), as
w62% activity remained at both of these concentrations.












	Alsophinase, a new P-III metalloproteinase with α-fibrinogenolytic and hemorrhagic activity from the venom of the rear-fang ...
	1. Introduction
	2. Materials and methods
	2.1. Materials
	2.2. Purification of alsophinase
	2.3. Reduction/alkylation followed by RP-HPLC
	2.4. MALDI-TOF MS
	2.5. N-terminal sequencing
	2.6. Fibrinogen digest
	2.7. Gelatinase assay
	2.8. Oxidized insulin B-chain digest
	2.9. Proteinase inhibition assays
	2.10. Hemorrhagic activity
	2.11. Local and systemic damage

	3. Results
	3.1. Purification of alsophinase
	3.2. Protein sequencing
	3.3. Fibrinogen and gelatin digests
	3.4. Peptide bond specificity of alsophinase
	3.5. Inhibition assays
	3.6. Hemorrhagic activity
	3.7. Local and systemic damage

	4. Discussion
	5. Conclusions
	Acknowledgments
	References


