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OBJECTIVE : One o f  the prevail ing hypotheses concerning immunity in trichinosis is that secretions and/or 
excretions (here referred t o  as "secretions") of adult Trichinella spiralts contain antigen(s) which provoke(s) - 
protective immunity in  infected experimental animals',2. I t  has been postulated that these antigen(s) 
consist o f  (or include) enzymes which are involved in the digestion o f  helminth nutrients, although there is 
no evidence for  this a t  present. However, protease activity has been found in esophageal extracts o f  
Ancylostoma - caninum and this activity was inhibited b y  immune serum3. Furthermore, antibody inhibitory t o  
la rva l  lactic dehydrogenase has been obtained from rabbits infected with T. spiralis4 and anti-enzymes have -- 
been described in  other nematode infections. The objectives o f  this proiect are to (a) evaluate   rich in el la . . 
spiralis - secretions fo r  protease activity and, i f  found,. to  (b) assess the ab i l i t y  o f  antisera raised in response 
to  infection to inhibit  this activity. 

DESCRiPTION: T. spiralis larvae are isolated from the muscle o f  rats infected four weeks previously by  a -- 
oeosin digestion technique and are incubated at 37°C  in saline. Viabi l i ty o f  larvae i s  assessed by micro. . . 
scopic sampling; larvae- that are neither t ightly coiled or motile are taken t o  be non-viable. ~ rod "c t i on  o f  
secretion i s  monitored by  spectrophotometry a t  280 and 260 mp. The saline incubates are routinely 
cultured on blood agar and fluids showing bacterial growth are discarded and any data already obtained 
using such material reiected. Protease assays are performed using casein as substrate; the difference in  
absorbance a t  280 mp. between a trichloroacetic acid (TCA) extract o f  an unincubated control and that o f  
the experimental reaction mixture i s  taken as an estimate of proteolytic activity. A l l  protease determin- 
at ions are  performed i n  duplicate. Serum or serum fractions from rabbits infected with T. -- spiralis are tested 
for  ef fect  on protease ac t iv i ty  by  incubation with culture f lu id fo r  30 minutes at 37°C pr ior  to  protease 
assay. 

G e l  dif fusion tests are performed by standard techniques using both culture f luid and a somatic extract as 
sources o f  antigen. 

PROGRESS: Essentially complete survival of the larvae i s  observed fo r  the first 35 hours o f  incubation; 
after this, increasing numbers are found dead a t  each sampling. A significant amount o f  material absorbing 
a t  2 6 0  and 280 mlu. can be detected as early as 15 hours and increases in  an approximately linear fashion 
up un t i l  at least 35 hours. Routinely, culture f lu id i s  harvested a t  about for ty hours, when only a few 
larvae are nonviable. Protease activity has been found in  both the culture f lu id and in  homogenates o f  
the worms. TCA soluble material increases in  the reaction mixtures for  up to  three hours, although linearity 
i s  not maintained. Since the activity i s  low, assays are routinely performed util izing the three hour incu. 
bation period. The response obtained in this way is approximately linear with concentration o f  culture 
f lu id (Fig. 1). The activity is abolished by boiling and appears to  deteriorate on freezing and thawing. 
For this reason, most experiments are conducted wi th fresh material. Dialysis o f  the preparations in  an  








