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Three Vibrio cholerae, non-0-1 isolates, pathogenic in both adult rabbit ligated
ileal loop and infant rabbit assays, produced no heat-labile or heat-stable toxins.
Their pathogenicity did not correlate with the presence of plasmids.

Cholera has not been epidemic in the United
States since 1911 (15); however, in 1978, eleven
people in Louisiana became infected with Vibrio
cholerae, O-1 (causative agent of Asiatic chol-
era), after eating insufficiently cooked and/or
recontaminated cooked crabs (3). Although V.
cholerae O-1 infections had occurred sporadi-
cally in the United States between 1911 and
1978, these infections were either in isolated
individuals or were laboratory acquired (15, 17,
23). The incidence of diarrhea caused by V.
cholerae, serogroup non-O-1 (often referred to
as NAG, nonagglutinable, or NCV, noncholera
vibrios), in the United States has increased since
1972 (12). The most recent outbreak occurred in
November 1979 (5) and was associated with the
consumption of raw oysters harvested from Flor-
ida waters. Bacterial cultures obtained from
three of the affected individuals were designated
strains 2193c, 2194c, and 2227c; these isolates are
the subject of this report.

The three strains were characterized biochem-
ically, using the following dehydrated media:
Kligler iron agar (Difco), lysine iron agar (Difco),
Simmon’s citrate agar (Difco), motility-indole-
ornithine medium (Difco), 1% tryptone medium
(Difco), and nutrient gelatin medium (BBL Mi-
crobiology Systems). Andrade carbohydrate
broth was made by the formula provided in the
Manual of Clinical Microbiology (22), using 0.2
g instead of 0.5 g of acid fuchsin. Carbohydrates
were filter sterilized and added aseptically to the
basal medium. The biochemical profiles of the
three strains are shown in Table 1. The strains
were serotyped according to the method and
scheme of Smith (18). Two strains, 2193c and
2194c, were untypable with Smith’s serotyping
scheme (18); strain 2194c was Smith serotype
17.

The tests for heat-labile toxin, heat-stable
toxin, and cholera toxin consisted of the Y1
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mouse adrenal cell assay for heat-labile toxin (8,
16), the solid-phase radioimmunoassay for chol-
era toxin (11), and the suckling mouse assay for
heat-stable toxin (6, 10). Bacterial cultures were
grown with shaking for 18 to 24 h at 35°C in
TN, broth (18) before animal or toxin testing.
Known toxigenic cultures of V. cholerae O-1
(strains 569B and MP15434) and of V. cholerae
non-0-1 (strains 61892, G12R, and 62058) as well
as uninoculated T;N; broth were included as
controls for animal and toxin testing. Known
toxigenic strains of V. cholerae O-1 and non-O-
1 were obtained from William Spira, Johns Hop-
kins University School of Medicine, Baltimore,
Md. None of the isolates gave positive results in
these tests. Adult rabbit ileal loops and infant
(8 to 12 days old) rabbit intraintestinal inocula-

TaBLE 1. Biochemical profiles of three isolates of
V. cholerae non-0O-1°¢

Test

Reaction®

K/A° H,S—
K/K, H.S—
<+

Kligler iron agar
Lysine iron agar
Simmon’s citrate
Motility-indole-ornithine
1% Tryptone broth (indole)
Nutrient gelatin (23°C)
Esculin hydrolysis
Fermentation of:

Salicin

Inositol

Mannitol

Arabinose

Mannose

Melibiose

Lactose

Dextrose

Sucrose

¢ Strains 2193c, 2194c, and 2227c¢ yielded identical
biochemical profiles.

® Positive reaction = +; negative reaction = —.

¢ Slant/butt; K = alkaline, A = acid.
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+
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tions were performed to ascertain the biological
activity of the isolates and their culture filtrates
(4, 8, 9, 21). Infant rabbits were inoculated in-
traintestinally with 0.1 ml of a suspension con-
taining 10° colony-forming units. The results of
the rabbit ligated ileal loop assays are presented
in Table 2. In the infant rabbit pathogenicity
assays, all 15 animals inoculated (5 per strain)
showed a positive reaction. Fluid accumulated
in the intestines, and the animals either died or
became sick with diarrhea after intraintestinal
inoculation with 10° bacterial cells.

Scanning electron microscopy was performed
on ileum sections taken from the infant rabbits.

TABLE 2. Rabbit ligated ileal loop results with
three isolates of Vibrio cholerae non-0O-1

Culture

Isolate Live

filtrate® culture®
2193c 0/3° 5/9°
2194c¢ 0/3 8/9
2227¢ 0/3 2/9
% A 1-ml amount of culture filtrate was inoculated
into each ligated ileal loop.
% Bacterial cells (10°) were injected into each ligated
ileal loop.

¢ Number of positive loops per number of loops
inoculated.
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Sections were removed 2 cm above the cecum
and were fixed immediately with 2.5% glutaral-
dehyde in 0.04 M phsophate-buffered saline. In-
testinal sections were cut longitudinally, pinned
to styrofoam blocks, and fixed overnight at 4°C.
The specimens were dehydrated in a graduated
ethanol series and dried at the critical point in
carbon dioxide. They were then mounted on
scanning electron microscope pegs, sputter-
coated with gold, and viewed at an accelerating
voltage of 10 kV in an ISI Super IIIA scanning
electron microscope (Fig. 1 and 2).

Previous studies (13) of the pathogenicity of
V. cholerae non-0O-1 clinical isolates for infant
rabbits did not report electron microscopic ex-
aminations of the intestinal lumen and included
no information as to whether the isolates studied
produced cholera toxin. Other studies (14) have
reported that infection with cholera toxin-pro-
ducing V. cholerae gave the intestinal villi of the
infant rabbit a rough appearance. Our research
showed that infection with the non-O-1 strains
of V. cholerae studied in this investigation
caused total destruction of the infant rabbit
intestinal villi, followed by infiltration with
polymorphonucleocytes (Fig. 2).

The methods of Birnboim and Doly (2) and
Portnoy, White, and Falkow (D. A. Portnoy, F.

Fl(?. 1. .Scanning electron micrograph of infant rabbit intestine (ileum) 18 h after infection with 10° colony-
forming units of V. cholerae non-O-1 strain 2227c. Bar represents 1 ym.
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F1G. 2. Scanning electron micrograph of infant rabbit intestine (ileum) 18 h after infection with 10° colony-
forming units of V. cholerae non-O-1 strain 2227c. Note infiltration of polymorphonucleocytes (arrow). Bar

represents 1 um on left and 10 um on right.

F. White, and S. Falkow, submitted for publi-
cation) were used to screen the V. cholerae
isolates for the presence of plasmids; however,
no plasmids were observed when these methods
were used. When lysates were prepared by the
method of So et al. (19), a small extrachromo-
somal element (3 to 5 megadaltons) was ob-
served in strain 2193c.

V. cholerae non-O-1 strains can produce a
toxin that is similar to but not identical with
cholera toxin (1, 24, 25). Some V. cholerae non-
O-1 strains also produce heat-stable toxin, and
some human isolates do not produce either a
cholera toxin-like or heat-stable toxin (20).
Whole-cell cultures of these isolates are positive
in either the infant rabbit or the rabbit ileal loop
assay (20). Except for the illnesses reported in
Bangladesh (20), V. cholerae non-O-1 isolates
from human diarrhea that do not produce chol-
era toxin-like or heat-stable toxin have not been
reported to cause human illness.

The isolates discussed here appear to possess
a virulence mechanism similar to that recently
described by Spira and Daniel (20), i.e., patho-
genicity in the infant rabbit or adult rabbit ileal
loop assay or both by whole-cell cultures without
production of either a heat-labile or a heat-stable
toxin by conventional assays.

We thank Minnie Schreiber, Department of Health and
Rehabilitative Services, State of Florida, Jacksonville, for
kindly supplying the three Vibrio cholerae strains.

LITERATURE CITED

1. Bhattacharya, S., A. K. Bose, and A. K. Ghosh. 1971.
Permeability and enterotoxic factors of nonagglutinable
vibrios Vibrio alcaligenes, Vibrio parahaemolyticus.
Appl. Microbiol. 22:1159-1161.

2. Birnboim, H. C., and J. Doly. 1979. A rapid alkaline
extraction procedure for the screening of recombinant
plasmid DNA. Nucleic Acids Res. 1:1513-1523.

3. Blake, P. A, D.T. Allegra, J. D. Snyder, T. J. Barrett,
L. McFarland, C. T. Caraway, J. C. Feeley, J. P.
Craig, J. V. Lee, N. D. Puhr, and R. A. Feldman.
1980. Cholera—a possible endemic focus in the United
States. N. Engl. J. Med. 302:305-309.

4. Boutin, B.K,, S. F. Townsend, P. V. Scarpino, and R.
M. Twedt. 1979. Demonstration of invasiveness of Vi-
brio parahaemolyticus in adult rabbits by immunoflu-
orescence. Appl. Environ. Microbiol. 37:647-653.

5. Center for Disease Control. 1979. Non-O-1 Vibrio chol-
erae infections—Florida. Morbid. Mortal. Weekly Rep.
28:571-577.

6. Dean, A. G., Y. C. Ching, R. G. Williams, and L. B.
Harden. 1972. Test for Escherichia coli enterotoxin
using infant mice: application in a study of diarrhea in
children in Honolulu. J. Infect. Dis. 125:407-411.

7. Donta, S. T., H. W. Moon, and S. L. Whipp. 1974.
Detection of heat-labile Escherichia coli enterotoxin
with the use of adrenal cells in tissue culture. Science
183:334-336.

8. Dutta, N. K., and K. Habbu. 1955. Experimental cholera
in infant rabbits: a method for chemotherapeutic inves-



VoL. 33,1981

9.

10.

11.

12.

13.

14.

15.

16.

17.

tigation. Br. J. Pharmacol. 10:153-159.

Finkelstein, R. A., H. T. Norris, and N. K. Dutta. 1964.
Pathogenesis of experimental cholera in infant rabbits:
observations on the intraintestinal infection and exper-
imental cholera produced with cell-free products. J.
Infect. Dis. 114:203-216.

Giannella, R. A. 1976. Suckling mouse model for detec-
tion of heat-stable Escherichia coli enterotoxin: char-
acteristics of the model. Infect. Immun. 14:95-99.

Greenberg, H. B, D. A. Sack, W. Rodriquez, R. B.
Sack, R. G. Wyatt, A. R. Kalica, R. L. Horswood,
R. M. Chanock, and Z. A. Kapikian. 1977. Microtiter
solid-phase radioimmunoassay for detection of Esche-
richia coli heat-labile enterotoxin. Infect. Immun. 17:
541-545.

Hughes, J. M., D. G. Hollis, E. J. Gangarosa, and R.
E. Weaver. 1978. Non-cholera vibrio infections in the
United States: clinical, epidemiologic, and laboratory
features. Ann. Intern. Med. 88:602-606.

Mcintyre, O. R., J. C. Feeley, W. B. Greenough, A. S.
Benenson, S. 1. Hassan, and A. Saad. 1965. Diarrhea
caused by non-cholera vibrios. Am. J. Trop. Med. Hyg.
14:412-418.

Nelson, E. T., J. D. Clemonts, and R. A. Finkelstein.
1976. Vibrio cholerae adherence and colonization in
experimental cholera: electron microscopic studies. In-
fect. Immun. 14:527-547.

Public Health Reports. 1911. The cholera situation.
Public Health Rep. 26:1133-1136.

Sack, D. A, and R. B. Sack. 1975. Test for enterotoxi-
genic Escherichia coli using Y1 adrenal cells in mini-
culture. Infect. Immun. 11:334-336.

Sheehy, T. W., H. Sprinz, W. S. Augerson, and S. B.

18

19.

20

21

NOTES 619

Formal. 1966. Laboratory Vibrio cholerae infection in
the United States. J. Am. Med. Soc. 197:321-326.

. Smith, H. L. 1979. Serotyping of non-cholera vibrios. J.
Clin. Microbiol. 10:85-90.

. So, M., W. S. Dallas, and S. Falkow. 1978. Characteri-
zation of an Escherichia coli plasmid encoding for
synthesis of heat-labile toxin: molecular cloning of the
toxin determinant. Infect. Immun. 21:405-411.

. Spira, W. M., and R. R. Daniel. 1979. Biotype clusters
formed on the basis of virulence characters in non-O
group 1 Vibrio cholerae. Proc. 15th Joint Cholera Res.
Conf. U.S. Japan Coop. Med. Sci. Prog., p. 440-457.

. Twedt, R. M., and D. F. Brown. 1974. Studies on the
enteropathogenicity of Vibrio parahaemolyticus in the
ligated rabbit ileum, p. 211-217. In T. Fujino, G. Saka-
guichi, R. Sakazahi, and Y. Takeda (ed.), International
symposium on Vibrio parahaemolyticus. Saikon Pub-
lishing Co., Tokyo.

22. Vera, H. D., and M. Dumoff. 1974. Culture media, p.

881-929. In E. H. Lennette, E. H. Spaulding, and J. P.
Truant (ed.), Manual of clinical microbiology, 2nd ed.
American Society for Microbiology, Washington, D.C.

23. Weissman, J. B., W. E. DeWitt, J. Thompson, C. N.

Muchnick, B. L. Portnoy, J. C. Feeley, and E. J.
Gangarosa. 1975. A case of cholera in Texas, 1973.
Am. J. Epidemiol. 100:487-498.

24. Zinnaka, Y., and C. C. J. Carpenter, Jr. 1972. An

enterotoxin produced by noncholera vibrios. Johns
Hopkins Med. J. 131:403-411.

25. Zinnaka, Y., and S. Fukuyoshi. 1974. Further obser-

vations on the NAG Vibrio toxin. Proc. 9th Joint Chol-
era Res. Conf. U.S. Japan Coop. Med. Sci. Prog., p. 61~
81.



