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and Chanock and l‘b1n2'3 to investigete the nature of viral inhibitors may
be a feasible approach fcr investigating bacterisl inhibitors. It may
also be possible to utilize the ability of sodium amylosulfate to separate
beta-lipoprotein to further elucidate this problem. Consideration could
alsc be given to other chrometographic techniques. The use of electro-
phoretic techniques would not be practical as the amount »f sample used
and that recovered would not allow the use of the HI test.

Individual and pooled erythrocytes fr-u
investigated for use in the HA titratior and

LS were previously
s

1l and

individual

yoolgd RBC reacted satisfactorily, pocled a finer reac-
tion?, When the HA titration was performed nt study, if
feiled. It was determined, after careful all factors in-

volved, that the pooled REC were not re: ~ti
roosters individually, it was found the
rool werz not satisfactory sources of FEC

'{ciency masked the

ability of the erythrocytes from the other 2 roosters to react in the HA
titration. Since the previous study, there was a turn-cver of roosters

-~
in the animal house. This points out & need to test each animel individu-
ally prior to pooling t.eir red blood celis.

.





















MATERIALS AND METHODS

I of Influenza Virus thr Centrifugation. Centri-
fugation at 15,000 rpm for 45 minutes in a Model L Spinco Ultracentrifuge
(Rotor Head #30) did not separate non-viral protein (egg protein) from
the viral particles in PR-8 infected allantoic fluid, as may be seen from
the results in Table 1. When centrifugation was increased to 30,000 rpm
for 30 minutes, the influenze virus particles were sedimented (Table 2).
In each regimen, 100 ml of infected allantoic fluid (IAF) were treated.
The procedures were identical except for the rate of centrifugation.

Five milliliters was set aside for later study, and the viral ac-
tivity, as measured by hemagglutination inhibition, of the remaining volume
was determined by microtiter (Fig. 3) using 0.5% suspension of chicken red
blood cells. Neuraminidase levels were determined by the method of Wurrene
except that 6% HC1l in butanol wes substituted for cyclohexanone. The IAF
was then centrifuged at 5,000 rpm for 10 minutes to remove urate precipitates.
After removal of urate precipitates, the fluid was centrifuged at 30,000 rpm
Jor 30 minutes. The top 3/5 of the supernatant was removed with a syringe,
labellsd "original supernatent”, and stored at 2 C. The sediment (virus
concentrate) was resuspended to an equal volume in phospate buffer 'pH 6.7
in 0.1 M concentration), thoroughly mixed and centrifuged at 30,000 ~pm for
30 minutes. Agein, the top 3/5 of the supernatant was removed, labelled
"1st wash", and refrigerated at 2 C. The procedure was repeated a third time,
the top 3/5 of the supernatant being labelled "2nd wash". The sediment was
resuspended to its original volume in phosphate buffer. The viral activity
and neuraminidase levels were measured in the original supernatant, the lst
and 2nd wash, and in the final virus suspension.

The Isolation of an Influenza Virus by Methanol Extrnctiong. The
reserved ¢ ml sample of the IAF was immersed in a dry ice and methanol bath

and, with sonstant agitation, 2.5 ml of cold (-64 C) methanol was added,
drop by drop, over a 10 minute period. The mixture was removed from the
cold bath, allowed to stand 3 1/2 hours at -2 C, then centrifuged for 10
minutes at 3,500 rpm. Thez supernatant containing the methanol soluble
frection was decanted and allowed to evaporate at -2 C. Five milliliters
of phosphate buffer was added to the sediment, shaken, allowed to stand
at room temperature for 10 minutes, then centrifuged for 10 minutes at
1,500 rpm. The supernstant was removed, labeled "#1" and refrigerated at
-2 C. The sediment was again treated in the same manner, the supernatant
removed and labelled "#2", and refrigerated. The sediment was discarded.
Viral activity and neuraminidase levels were measured in tle methanol
soluble fraction and in the phosphate buffer washings.

Additional Work on tne Centrifugation Supernatants. More work was done on
the supernatant, lst wash, and 2nd wash obtained from the original procedure.
A 3C ml sample was taken from each of these and centrifuged at 30,000 rpm

for 1 hour. This procedure was repeated a second time. Each of the original
supernatants, lst and 2nd washes, and the final suspensions were measured
for neuraminidase levels and viral activity.
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FIGURE 3. AGGLUTINATION TEST

C - Supernatant (Centrifugation 30,000 rpm 30")
D - Final Volume (Centrifugetion 30,000 rpm 30")
E - 1st Phosphate Buffer (CH;0H EXT)

F - 2nd Phosphate Buffer (CH30H EXT)

G - CH30H Layer (CH30H EXT)

H - Nothing

Samples read from left to right as dilutions: (1/2)2 n = 1 to 12
[DaYRs ayArsa Y8 Rya6 SRy SR ete]
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AN INVESTIGATION ON THE INCIDENCE OF ACUTE RESPIRATORY DISEASE
CONCOMMITANT WITH MENINGOCOCCAL DISEASE*

Ensign Thomas L. Davis III
University of Colorado Medical School

Preceptor: Earl A. Edwards

Chief, Immunology Division
Meningococccal infection, in a human populatior is manifested
or more of several clinical entities. These include (1 v 3
(2) meningococcemia, (3) meningoccccal meningitis, and
~tions of body fluids and/or membranes. In the carrie
is the most common infection of Neisserias meningitidis anis
recovered from cultures of the nasopharynx. The carrier has no apparent
syidence of disease. However, in disease, in addition to
s asophe geal cultures, the organism can be re ered e
- - ng 0 er - he "‘"9.3! ’\S )~ "4-' a gCC C
€ gits ence AMRU-4L , ganis a ls
s /
. - pericardial fluid case) and nt .| 3583
1 - March 1971, the carr ate ;TOU
leisser e .5 to k2% in recruite at Oreat Lakes
laval T ese s represent 4,500 to 17,500 recruit
processed. During this pericd ‘ecruits, 0.5% were sho to have Groug
~ Svmerd +4 2 w4 \
C meningococcemia or meningitis© ig. 1).

#From Naval Medical Research Unit No. L (NAMRU-L), Great Lakes, Illinois.
This investigation was done in connection with Research Project No. MF12,.52k.
009-4013BEEI, Bureau of Medicine and Surgery, Navy Department, Washington,
D. C. The vpinions and nssertions contained herein are those of the authors
and are not to be construed as official or as reflecting the views of the
Navy Department or the Naval Service at large. The use of commerically
aveilable products does not imply endorsement of, nor preference for these
products. The experiments reported herein were conducted according to the
principles enunciated in "Guide for Laboratory Facilities and Care" prepared
by the Committee on the Guide for Laboratory Animal Resources, National
Academy of Sciences-National Research Council. The animal care facilities are
fully accredited by the American Association for Accreditation of Laboratory
Animal Care.
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Comparison of these two figures suggests several possibilities that
could account for a break cown in the host-parasite relationshir where
only a2 few recruits acquire cliinical disease: (1) & genetic defect in
complement production®, (2) & deficiency in the concentration of immunc-
globulins, (3) immuncic ressi~n ceused by drugs, (4) immuncdepression
related to concurrent viral infection-L" a

Previous studies have shown that = number of vires
an immunoérepressive state. Rubells has been sh

positive children to becoms

prior to the appearance of th It els S 33 -
cyte tr and may sibl 2 :
* 4 v as dars
gesa caused 0O - e
and/or meningitis, and common respi: sease Y
reports of such a stud
T TATC ™
N P - - -
Sera senpless were take: ta
(acute) and three weeks af r e ) stored at -
The three-week time perio ign: t
entibody response to either
Several serclogical tests were used c . it n 1
findings to verify meningococcal disease cluded > lere
fixation test and the passsive hemagglu r i
(four-fuld or greater) and the counte
presence of antigen in the acute phas

Acute and convelescent sera from P
of disease and one or more positive s Q W
gitidis were tested against 13 egents t eti C
D able

acute respiratory disease in & recruit population

Neutralization, cot;lemen:-fixat;gnioani hemagglutination tests were
carried out using the micro-technigue~“»4<,

RESULTS

0Of the agents tested, }-%ﬁﬁ%m paeumoniae, adenovirus and influenza
type B showed the greates: n of four-fold rises between the acute and
convalescent sera. The seroconversion rates to these agents were 22.5, 17.5
and 17.5% respectively (Table II). However, there was an overall sero-
conversion rate of 65% against those agents used in this study.























