AD-A132 408

UNCLASSIFIED

THE EFFEC"VENESS OF APROTININ IN BLOCKING A SHOCK
ACTOR OF PANCREATIC 0..(0) LETTERMAN ARMY INST OF
RESEARCH PRESIOIO OF SAN FRANCISCO CA L W TRAVERSO

AUG 83 LAIR-153 F/Q 8/15




LY

.
0 Lika s
il & w g
g 122
=

Fr
3
rr

i £ 5

|2

22 ML e

MICROCOPY RESOLUTION TEST CHART
NATIONAL BUREAU OF STANDARDS - 1963 A




L 9 INSTITUTE REPORT NO. 153
\ N " THE EFFECTIVENESS OF APROTININ IN BLOCKING A SHOCK FACTOR
! ™ OF PANCREATIC ORIGIN FROM THE PIG, DOG, OR MONKEY
? )
; (]
q . \ < L. WILLIAM TRAVERSO, MD, MAJ MC
" :
DIVISION OF COMBAT CASUALTY CARE
ELECTE
SEP 1 41983 1
S
Q.
S
AUGUST 1983
wJ
=
L LETTERMAN ARMY INSTITUTE OF RESEARCH
E PRESIDIO OF SAN FRANCISCO, CALIFORNIA 94129
83 - 09 13 0190




.
;

The Effectiveness of Aprotinin in Blocking a Shock Factor of Pancreatic
Origin from the Pig, Dog, or Monkey--Traverso

Reproduction of this document in whole or in part is prohibited except with the permission of the
Commander, Letterman Army Institute of Research, Presidio of San Francisco, California 94129.
However, the Defense Technical Information Center is authorized to reproduce the document for
United States Government purposes.

Destroy this report when it is no longer needed. Do not return it to the originator.

Citation of trade names in this report does not constitute an official endorsement or approval of the
use of such items.

In conducting the research described in this report, the investigation adhered to the “Guide for the
Care and Use of Laboratory Animals,” as promulgated by the Committee on Revision of the Guide
for Laboratory Animal Facilities and Care, Institute of Laboratory Animal Resources, National
Research Council.

This material has been reviewed by Letterman Army Institute
of Research and there is no objection to its presentation and/
or publication. The opinions or assertions contained herein
are the private views of the author(s) and are not to be con-
strued as official or as reflecting the views of the Department
of the Army or the Department of Defense. (AR 360-5)

(signed) JOHN D. MARSHALL, JR.
. Colonel, Medical Service Corps

(Signature and date) .

Tais document has been approved for public relesse and sale; its distribution is unlimited.




e e ——————

Vil idyo Ll LEu

SECURITY CLASSIFICATION OF THIS PAGE (Whea Data Entered)

REPORT DOCUMENTATION PAGE

READ INSTRUCTIONS
BEFORE COMPLETING FORM

1. REPORT NUMBER 2. GOVT ACCESSION NOJ

Institute Report No. 153 AD-A13 3yl

3. RECIPIENT’S CATALOG NUMBER

N Sul o,

‘ qﬁﬁng%bg'q&eness of Aprotinin in Blocking a
Shock Factor of Pancreatic Origin from the Pig,
Dog, or Monkey .

S. fyPE OF REPORY & PERIOD COVERED
Fina

6. PERFORMING ORG. REPORT NUMBER

7. AUTHOR(s)

L. William Traverso, MD

8. CONTRACT OR GRANT NUMBER(s)

9. PERFORMING ORGARIZATION NAME AND ADDRESS
Division of Combat Casualty Care

Letterman Army Institute of Research
Presidio of San Francisco, CA 94129

10. PROGRAM ELEMENT, PROJECT, TASK

PABEA RIVARfIIY | NUMBERS
Proj 3M161102BS10
Task BA, WU 215

11. CONTROLLING OFFICE NAME AND ADDRESS
US Army Medical Research & Development Command

12. REPORT DATE
August 1933

Ft. Detrick, Frederick, MD

3. NUMBER OF PAGES
14

4. MOMITORING AGENCY NAME & ADDRESS(/! diflerent from Controlling Olfice)

18. SECURITY CLASS. (of thie report)
Unclassified

1Sa. DECL ASSIFICATION/DOWNGRADING
SCHEDULE

16. DISTRIBUTION STATEMENT (of this Report)

distribution is unlimited.

This document has been approved for public release and sale; its

17. DISTRIBUTION STATEMENT (of the abstract entered In Block 20, il difterent from Report)

18. SUPPLEMENTARY NOTES

19. KEY WORDS (Continue on reverse sida !f neceseary and identity by block number)

Pancreas; Shock; Aprotinin; Circulation; Kallikrein; Trypsin

20 ADSTRACT (Canthaue an reverse side N nesescary and Identity by block number)

3ee reverse

DD ,"o%": WUI3  €omon oF 1 wov e81s ossoLeTE

Unclassified

SECUMTY CLASSIFICATION OF THIS PAGE (When Deta Entered)




UNCLASSIPILD
SECURITY CLASSIFICATION OF THIS PAGE(When Dats Entered)

20. Abstract:

Pancrestic shock factor (PSF) causes profound hypotension when
injected into the species of origin (i.e., "within species,"” pig PSF into
the pig, etc.). Aprotinin, a proteolytic enzyme inhibitor, successfully
blocked Lhe PSF-induced hypotension "within species” in the pig but did not
slter the hypotension in the dog or monkey. This "within species”
variability of aprctinin blockade was further investigated by infusing PSF
frem either the pig, dog, or monkey into the other two species ("across
species”). PSF was a hypotensive agent "across species”; aprotinin blocked
the hypotensive reaction in each "across species" combination. Aprotinin
is more effective as a blocking agent of PSF when infused “acrouss" than
"within species.” These species differences of the aprotinin blockade
should be considered when designing treatment for shock associated with
protzolytic enzymes.

| dovezsien ror ]
NTIS GRA:I k- i
DTIC TAB m}
Unannounced 0
Justification__ _
By.

Distribution/
Avauabflity Codes

[Avail and/or
Dist Special

UNCLASSIFIED
SECURITY CLASSIFICATION OF THIS PAGE(When Date Entered)




ABSTRACT -

Pancreatic shock factor (PSF) causes profound hypotension when
injected into the species of origin (i.e., "within species,” pig PSF
into the pig, etc.). Aprotinin, a proteolytic enzyme inhibitor,
successfully blocked the PSF-induced hypotemsion "within species" in
the pig but did not alter the hypotension in the dog or monkey. This
"within species” variability of aprotinin blockade was further
investigated by infusing PSF from either the pig, dog, or monkey inte
the other two species ("acrosa species”). PSF was a hypotensive agent
"across species”; aprotinin blocked the hypotensive reaction in each
"across species” combination. Aprotinin is more effective as a
blocking agent of PSF when infused ™across” than "within species.”
These species differences of the aprotinin blockade should be
considered when designing treatment for shock associated with
proteolytic enzymes.

Key Words: Pancreas; Shock; Aprotinin; Circulation; Kallikrein;
Trypsin
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THF. BFFECTIVENESS OF APROTININ IN BLOCKING A SHOCK FACTOR OF PANCREATIC
ORIGIN FROM THE PIG, DOG, OR MONKEY

Severe systemic hypotencion and portal hypertension were
transiently associated with our human mixed cell pancreas
autotransplants (1). Using a canine model, Mehigan and colleagues (2)
suggested that the portal hypertension could be blocked with aprotinin.
This drug should prove useful because aprotinin will bind three
pancreatic enzymes in vitro: trypsin, chymotrypsin, and
kallikrein (3,4). Unfortunately, this enzyme-binding agent is derived
from bovine lung {5) and exhibits species blockade differences when
tested in vivo (6). We have shown that a centrifuged supernatant from
the mixed cell pancreas autotransplant (pancreatic autotransplant shock
factor, PSF) exhibits all the vascular effects seen during the clinical
transplants and that one of the major vasoactive agents was probably
glandular kallikrein (7). PSP was obtained from the dog, pig, and
monkey and was equally vasoactive in these three animals. 1In the
"within species” experiments, the vascular effects of PSF were
effectively blocked by aprotinin in the pig with as little as
2,500 kallikrein inhibitory units (KIU)/kg. Aprotinin was not
effective as a blocker in the dog or monkey, even in doses as high as

j 10,000 KIU/kg (6).

Aprotinin and PSF were mixed in a syringe before injection to

allow for the rapid binding of enzyme and inhibitor. We assumed that

the species difference of the aprotinin blockade resulted either from a

weaker enzyme inhibitor complex with the dog and monkey PSF, or the dog
| and monkey circulation contained a factor with more affinity for
| aprotinin than PSF. The current experiment was designed to test these
two possibilities. PSF was injected "across species” to determine if
one animal's PSF was vasoactive in another species, i.e., pig PSF into
a dog or monkey. Fach animal species PSF was found to be vasoactive in
the other two species. Aprotinin was then added to the PSF before
injection. Regardless of the PSF source, aprotinin could block the PSF
vascular reaction when the engyme inhibitor complex was injected
"across species.” For instance, when monkey PSF plus aprotinin was
injected "within species” (back into the monkey) the vascular reaction
was not blocked, but when monkey PSF plus aprotinin was infused into
the pig or dog the vascular reaction was totally inhibited. These data
indicate that the enzyme inhibitor complex was functional when injected

"across species” but was probably weakened when injected "within
species.”
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MATERTALS AND METHODS
Preparation of the Fancreatic Shock Factor (PSF)

During a sterile laparotomy under general anesthesia, a total
pancreatectomy was performed on two animals. of each species: pig, dog,
and monkey. The pancreas was immediately immersed in Hank's Balanced
Salt Sclution (HBSS, Gibce). The pancreatic tissue volume was
determined by volume displacement in a graduate cylinder. The pancreas
was then minced to 1-mm fragments and washed three times with iced
HBSS. After the finsl wash, iced HBSS was added to the tissue
fragments so that the final volume represented one and a half times the
original wet pancreatic tissue volume. Pancreatic fragments were then
digested for 20 min at 37% using 1,440 units of collagenase
(Worthington Type IV, Freehold, NJ, lot #40N0O75) per milliliter of wet
pancreatic volume in a shaking water bath. The flask containing the
incubated mixture of PSF and collagenase was immersed in ice and
centrifuged at 800 g at 10°C for 5 min. The procedure required 45 min.
The supernatant was decanted and frozen until used for intravascular
injections.

Animal Monitoring Model

Five animals of each species were used in this study within a
6-week period: domestic pigs (16-23 xg), mongrel dogs (18-21 kg), and
Rhesus monkeys (6-9 kg). The anesthesia technique was customized for
eech animal species to minimize cardiac depression during in vivo
monitoring; the anesthesia is therefore not identical among species.
Premedication was given intravenously to the dogs and monkeys and
intramuscularly to the pigs in the following dosages: dogs, 4% sodium
thiamylal (1 ml1/6.8 kg); pigs, ketamine (0.45 mg/kg) and xylazine
(0.45 mg/kg); and monkeys, ketamine (0.45 mg/kg). Pigs and dogs were
then anesthetized under light endotracheal enflurane anesthesia, and
monkeys were anesthetized with nitrous oxide and intravenous narcotic
(fentanyl citrate (0.4 mg/ml) and droperidol (20 mg/ml), t ml/22 kg).
Animals were placed in the dorsal position on a heating blanket;
cannulae were inserted in the femoral vein for administration of normal
saline and in the femoral artery to obtain blood samples and to monitor
femoral artery pressure (FAP). Blood gases were measured every 30 min
and the pH was kept at 7.4 + O.1 with respirator adjustment or
intravenous sodium bicarbonate injections. After FAP and blood gases
were stabilized, the abdomen was entered via an upper midline incision
and a large bore polyethylene catheter (I.D.=0.23 cm, 0.D.=0.36 cm) was
placed into a branch of the splenic vein and advanced into the portal
vein. FAP was then continuously monitored with a P2306 pressure
transducer (Statham Instruments, Oxnard, CA) and recorded with a Gould
Brush 2000 recorder (Gould, Inc., Cleveland, OH). The model required
30 to 45 min to prepare from premedication to recording of test data.
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Experimental Design

After recording control measurements, each of the 15 animals
received into the portal vein a sequence of 4 PSF injections
(0.05 ml/kg) from the other 2 apecies. Table 1 gives an example of the
injection sequence into a dog. In the third and fourth injectionms,
10,000 KIU/kg (6) of aprotinin (lot #L3/81, FBA Pharmaceuticals, NY)
was added to the 0.05 ml/kg of PSF. Continuous hemodynamic monitoring
followed each injection. The next injection in the sequence was given
after control values were regained, blood gases were normal, and at
least 15 min had passed.

Table 1. Injection Sequence into a Dog

PSF2 Source

Injection # Aprotinin Pig Dog Monkey
1 b's X
2 X
3 X x
4 b4 X

8pancreatic shock factor

The FAP was recorded as the mean. To determine if PSF was
vascactive in another species, we compared the FAP before and the
maximal FAP changes after PSF injection with a paired Student's t test.
The ability of the enzyme inhibitor, aprotinin, to block the "across
species” PSF-induced fall in FAP was analyzed with Dunnett's test for
multiple comparisons (8). The maximum decrease of FAP associated with
PSF alone was compared to the maximum change in FAP after the injection
of PSF plus aprotinin. Aprotinin was considered an effective blocker
of the PSF-induced vascular reaction if a significant difference
(p<0.05) was found between the PSF alone versus the PSF+aprotinin
injections.

RESULTS

Bach PSF isolated from one species when injected into the other
two animal species produced a significant fall in blood pressure
(p<0.01, Fig. 1). Pig. 2 illustrates the percent change in FAP from
the immediate preinjection value when PSF was intravascularly injected
across svecies lines in combination with aprotinin. Aprotinin was an
effective blocker of the PSF-induced hypotension in every instance.
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Figure 1. When 0.05 ml/kg of PSF from a dog, pig, or monkey was injected into the portal vein of the
other two antmal species there was a significant fall in FAP (femoral artery pressure) from pre-
injection values (open bar).
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Figure 2. When PSF from a dog, pig, or monkey was injected into the portal vein of the other two species,
aprotinin blocked the percent fall in femoral artery pressure (% AFAP) in all animals.
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DISCU3SION

The hypotensive agent, PSF, is a centrifuged supernatant obtained
from minced pancreas after collagenase digestion. A collagenase
solution alone or minced pancreas before collagenase digestion did not
produce a vascular response when tested in a canine monitoring model.
The following supernatants from collagenase-digested tissues or organs
also did not produce a vascular response: muscle, lung, liver, ki v,
stomach antrum, duodenum, and small intestine (7). A supernatant e
collagenase-digested submandibular gland produced a vascular respc
equal to PSF (7). Since glandular kallikrein is present in pancre
and submandibular gland, and the vascular response to PSF,
submandibular supernatant, and commercially available glandular
kallikrein are the same, we speculated that one of the active
components in PSF was glandular kallikrein (7).

The hypotensive effect of pig PSF can be blocked in the pig
("within species”) by using 2500 KIU/kg of aprotinin added to the PSF
before injection, but this vascular reaction "within species" was not
altered in dog or monkey using PSF from their own species, even when
the dosage of sprotinin was 10,000 KIU/kg (6). Additionally, pig PSF
is easily blocked in the other two species. Dog and monkey PSF are
blocked with aprotinin only when the complex is injected into another
animal species. The relationship of aproiinin blockade of an animal's
own PSF ("within species") (6) and the results of the current study
("across species”) are illustrated in Fig. 3.

APROTININ

4 PSF PARTIALLY BLOCKED  #PSF COMPLETELY BLOCKED  (OPSF NOT BLOCKED

\]
SRR

Figure 3. The “across species” blocking capability of aprorinin in this study is combined with the “within
species’ results of a previous study. The top figures represent the PSF source and the bottom
figures represent the animal species used for the injection.
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The aprotinin/enzyme complex is reversible (10) and, if other
proteins are present in monkey or dog serum with a higher affinity for
aprotinin, we could speculate that PSF could become uncomplexed and
hemodynamically active. An agent that will block the autologous PSF in
a monkey might be useful to prevent the shock associated with human
pancreas autotransplantation (1) and might even be more useful than
eprotinin in the treatment of acute pancreatitis.

This study poinis out *hat even though aprotinin is reported to be
an inhibitor of enzyme activity in vitro (3,4) it may not be effective
in vivo, and that an inhibitor of a shock agent from one animal may not
rhitit a shock agent from anvther species. Determination of
dissociation counstants in vitro between blocking agents and the
hemodynamically active substances (PSF, trypsin, kallikrein, etc.) only
indicate possible blocking agents; these constraints do not confirm the
affectiveness of the agent in a particular species.

We must examine potential pancreatic shock agents that may account
fer the hemodynamic changes associsted with pancreatic zutotransplanta-
tion when placed both inr vitro and im vivo. Only then can we hope to
be successful in extrapolating the results of animal enzyme inhibitor
experimentatiun to the humen c¢linical situation.

CONCLUSIONS

PSF was injected "across species” to dete~rmine if one animal’'s PSF
wae vasvactive in another species, i.e., pig PSF into a dog or monkey.
Kach animal species PSF was found to be vasoactive in the other two
species. Aprotinin was then added to the PSF before injection.
Regardless of the PSF source, aprotinin could dlock the PSF vascular
reaction when the enzyme inhibitor complex was injected "across
speciss." For instance, when monkey PSF plus aprotinin was injected
"within species” (back into the momkey) the vascular reaction was not
btlocked, but when monkey PSF plus aprotinin was infused into the pig or
dog the vascular reaction was totally inhibited. These data indicate
that the enzyme inhibitor complex was funct onal when injected "across
species” but was probably weakened when injected "within species.”

RECOMMENDATIONS

Aprotinin is more effective as a hypotensive blocking agent
"acrooss speciea” than "within species” in the dog or monkey. These
species differences of the aprotinin blockade should be considered when
designing treatment for shock syndromes which may be associated with
proteolytic enzymes.
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