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ABSTRACT

Presence of antigen and antibodies in a sample may interfere
with the antibody, as well as with antigen detection assays. In
such a situation, avidity of the probing antigen or antibody
plays the key role in the assay. In the present study, using
monoclonal antibodies against a mycobacterial antigen,
lipoarabinomannan, patient serum is depleted of mycobacter-
ial antigen by capture immunoradiometric assay and this
antigen-depleted serum is tested for anti-lipoarabino-
mannan antibodies by inhibition immunoradio-metric assay.
It is observed that serum, after depletion of antigen, revealed
enhanced antibody activity compared to initial levels.
It, therefore, appears that the avidity of the probing mono-
clonal antibody may detach the antigen from the loosely
attached complexes and renders the complexed antibody
free, thus increasing the reactive antibody molecules in the
serum.
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INTRODUCTION

Detection of antigen and antibodies in body fluids has been the basis
of immunodiagnosis of various diseases. Detection of pathogen antigen
is possible, usually, when the antigen is in excess, compared to the anti-
pathogen antibodies. Such a phenomenon is possible when the antigen is
produced abundantly. However, quite often, detection of antigen is not poss-
ible for the reason that it is complexed with antigen. Antigen antibody com-
plexes (immune complexes) are known to be involved in the pathogenesis of
variety of diseases.(1,2) Detection of disease-specific immune complexes and
its implication in diagnosis of tuberculous meningitis has been recently eval-
uated.(3) In mycobacterial infections, like tuberculosis and leprosy, detection
of antigen in serum may not be always possible for the reason that the antigen
is meagre in the serum(4) and even the minute amount is presumably bound
with the antibody available in the serum, thus forming immune complex. The
present study reports the impact of probable presence of antigen on antibody
levels in a set of serum samples from leprosy patients.

EXPERIMENTAL

Monoclonal antibody ML34,(5) which binds to mycobacterial
lipo-arabinomannan (LAM), is used to capture LAM antigen from

Table 1.
Pre Absorption of Antigen Post Absorption of Antigen
Anti-LAM Anti-LAM
LAM Antigen Antibody LAM Antigen Antibody
Name of (CPM) (%binding) (CPM) (%binding)
Patient 1:1 1:5,1:25 1:1 1:5,1:25
1. BPS 200 7, 65 150 1,29
2.F 680 8, 90 350 1,21
3. GP 220 8, 60 120 1, 21
4. RB 180 11, 100 100 2,29
5. MS 400 1, 30 300 0, 2.15
6. KPS 380 69, 87 270 24, 90

CPM: Counts/minute; sample taken as LAM antigen positive if CPM is > 200 (Patil
et al., 1995); %binding: (100 — %inhibition); sample taken as anti-LAM antibody
positive if %binding is < 50% (Patil et al., 1995).
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serum samples on a microtiter plate, and a second antibody ML34,
which is labelled with '*°I is used as a probing counterpart in the
antigen capture immunoradiometric sandwich assay.(6) For detection
of antibody, M. leprae soluble antigen is coated to a microtiter plate
and serum sample is competed with monoclonal antibody ML34
labelled with '*’1.(6) Depletion of antigen in the serum is done by
coating microtiter plate with monoclonal antibody ML34 and incu-
bating the test serum for 2 hours in the microtiter plate wells.
After incubation, the serum is aspirated, which will be fairly depleted
of LAM antigen. This antigen depleted serum sample is retested for
antibody levels.
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Figure 1. (A) Immunoradiometric sandwich antigen capture assay using ML-34
monoclonal antibody. CPM-counts per minute, a: Antigen detection in serum before
antigen absorption; b: Antigen detection in serum after absorption. CPM > 200 in a
sample indicates antigen positivity. The drop in CPM is observed after absorption.
(B) Immunoradiometric antibody detection by competition inhibition. a: Antibody
detection in pre-absorbed serum; b: Antibody detection in post-absorbed serum.
Inhibition of binding of labelled monoclonal antibody to more than 50% is taken
as antibody positive. The increase in inhibition of binding of radiolabelled mono-
clonal antibody is observed post absorption of antigen from the serum.
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RESULTS AND DISCUSSION

The findings reveal that LAM antigen and anti-LAM antibody could
be possible to detect in the same sample (Table 1). Probably, the avidity of
serum antigen towards the monoclonal antibody ML34, which is coated to
the plate, is more than the available antibody in the serum itself. Hence,
even the complexed antigen is attracted towards the monoclonal antibody,
leaving its serum antibody partner. This type of immunological infidelity
might occur in loosely attached complexes (lesser avidity) like polysacchar-
ide and anti-polysaccharide antibody complexes, thus making it possible to
detect antigen. It is also observed that antibody titer increases in serum
samples which are depleted of antigen by antigen capture (Figure 1A &
1B). The rise in antibody titer might probably be because of the freed
binding sites of antibody molecules which were earlier taken up by antigen.
In such a situation, it may also be possible that a sample with antigen excess,
which was antibody negative earlier, may become antibody positive (as seen
in pt. No.6) after depletion of antigen.

ACKNOWLEDGMENTS

We are highly indebted to Dr. R. J. W. Rees, NIMR, London, for
his kind help in providing us with M. leprae antigen and to Dr. J. Ivanyi,
Hammersmith Hospital, London, for his kind help in providing the
monoclonal antibodies against M. leprae during the studies.

REFERENCES

1. Theofilopoulos, A.N.; Dixon, F.J. The Biology of Detection of
Immune Complexes. Adv. Immunol. 1979, 28, §9-220.

2. Hoftken, K.; Bosse, F.; Steih U.; Schmidt, C.G. Dissociation and
Isolation of Antigen and Antibody From Immune Complexes. J.
Immunol. Meth. 1982, 53, 51-59.

3. Patil, S.A.; Gourie-Devi, M.; Anand, A.R.; Vijaya, A.N.; Pratima, N.;
Neelam, K.; Chandramuki, A. Significance of Mycobacterial Immune
Complexes in the Diagnosis of Tuberculous Meningitis. Tubercule
Lung Dis. 1996, 77, 164-167.

4. Patil, S.A.; Girdhar B.K.; Singh, K.P.; Sengupta U. Detection of
Mycobacterial Antigens in the Sera of Leprosy Patients by Sandwich
Immunoradiometric Assay Using Monoclonal Antibodies. J. Clin.
Microbiol. 1990, 28, 2792-2796.

Copyright © Marcel Dekker, Inc. All rights reserved.

MaRcEL DEKKER, INC. ﬂ
270 Madison Avenue, New York, New York 10016 o



10: 37 16 January 2011

Downl oaded At:

ORDER | _=*_[Il REPRINTS

ENHANCED ANTIBODY ACTIVITY 411

5. lIvanyi, J.; Sinha, S.; Aston, R.; Cussel, D.; Sengupta, U. Definition of
Species Specific and Cross-Reactive Antigen Determinants of
Mycobacterium leprae Using Monoclonal Antibodies. Clin. Exp.
Immunol. 1983, 52, 528-536.

6. Patil, S.A.; Ramu, G.; Patil, M. Lipoarabinomannan Antigen and
Anti-Lipoarabinomannan Antibody Profile in the Serum of Patients
With Mycobacterial Infections and Their Significance in Disease
Process. Serodiagn. Immunother. Infect. Dis. 1995, 7, 59-63.

Received February 6, 2001 Manuscript 3031
Accepted March 20, 2001

Copyright © Marcel Dekker, Inc. All rights reserved.

MaRcEL DEKKER, INC. m
270 Madison Avenue, New York, New York 10016 o



Downl oaded At: 10:37 16 January 2011

Request Permission or Order Reprints|nstantly!

Interested in copying and sharing this article? In most cases, U.S. Copyright
Law requires that you get permission from the article’ s rightsholder before
using copyrighted content.

All information and materials found in this article, including but not limited
to text, trademarks, patents, logos, graphics and images (the "Materials"), are
the copyrighted works and other forms of intellectual property of Marcel
Dekker, Inc., or itslicensors. All rights not expressly granted are reserved.

Get permission to lawfully reproduce and distribute the Materials or order
reprints quickly and painlessly. Simply click on the "Request
Permission/Reprints Here" link below and follow the instructions. Visit the
U.S. Copyright Office for information on Fair Use limitations of U.S,
copyright law. Please refer to The Association of American Publishers
(AAP) website for guidelines on Fair Use in the Classroom.

The Materials are for your personal use only and cannot be reformatted,
reposted, resold or distributed by electronic means or otherwise without
permission from Marcel Dekker, Inc. Marcel Dekker, Inc. grants you the
limited right to display the Materials only on your personal computer or
personal wireless device, and to copy and download single copies of such
Materials provided that any copyright, trademark or other notice appearing
on such Materialsis also retained by, displayed, copied or downloaded as
part of the Materials and is not removed or obscured, and provided you do
not edit, modify, alter or enhance the Materials. Please refer to our Website

User Agreement for more details.

Order now!

Reprints of this article can also be ordered at

http://www.dekker.com/servlet/product/DOI/1010811 A S100107404


http://www.copyright.gov/fls/fl102.html
http://www.publishers.org/conference/copyguide.cfm
http://www.dekker.com/misc/useragreement.jsp
http://www.dekker.com/misc/useragreement.jsp
http://s100.copyright.com/AppDispatchServlet?authorPreorderIndicator=N&pdfSource=Dekker&publication=IAS&title=ENHANCED+ANTIBODY+ACTIVITY+IN+SERUM+DEPLETED+OF+ANTIGEN&offerIDValue=18&volumeNum=22&startPage=407&isn=1532-1819&chapterNum=&publicationDate=11%2F30%2F2001&endPage=411&contentID=10.1081%2FIAS-100107404&issueNum=4&colorPagesNum=0&pdfStampDate=07%2F28%2F2003+10%3A30%3A43&publisherName=dekker&orderBeanReset=true&author=Shripad+A.+Patil&mac=ChgaibtbcOYiCkKzhtdvGw--

