unangda
swalasoms: Aaniaafi 468002 178991

Zalavans: mnﬂ&'UuT.uTuIﬂamau,auauaﬁmamg‘lwﬁ'lﬁmmms”wﬂﬁwUﬂﬁa‘ém‘iﬂu
naayduduasuusd  Raldlunsinulmdng cavlaslulsda) uaznns
as L. | s d' d‘d s oA [ n‘ 3 ;
Waniadullasnulsninufifivszininmlunsilasiulsefiiennizenae
ERUT LS

Zaundsouazanniiu . a1y a3 TwWy Todin

AU REMITAIRAS AMIINLISUTITUANRAS quﬁ%’a%m

Email Address: tmwcc@mahidol.ac.th, tmwcc@yahoo.com

7:{1:!.’)&"!1@15071'15 © 15 RIWAN 2546 119 14 FInan 2549

Isﬂﬁﬂgﬁamﬂm‘lﬂk% (leptospirosis) ﬁmmqmmnmiam%aLLUﬂﬁL‘%U‘T%a
Leptospira spp. "fiﬂiﬂﬁgﬂi‘fﬂ’hLﬂﬂiﬂﬁnﬁumtﬂuﬂtywﬂﬂﬂ (re-emerging infectious
disease) maoﬂszmﬂvlml,ta:ﬂszmﬂﬁu‘]ﬁayjluqﬁnms”auua:%u Tasawizatebalu
ﬂs:‘ﬁmsn&im'z’«'m 1w 1w i filssnuandad daaunnd w‘%ap‘?ﬁﬁﬁammﬁﬁﬂﬁ
FasduiatudaTwne datfiiulin nia du wie i ﬁﬁv‘hraamﬁmfﬁaim (pathogenic
Leptospira spp.) Uuwitian (Hadate pjﬁm%adauwﬁamﬂajﬁmmiﬂau'l@\q wiadlans
CHEGHDGT] lummzﬁ;ﬁm‘ﬁraﬁm‘hmwﬁaﬁmmsﬂ’:nﬁLﬁuuweYu (acute) UATTUUTY
(severe) Fymnifasufianaa wie %’nm"l;iﬁ'mmﬁLLa:gnﬁaaﬁ%nﬁu%"mvlﬁ'lué'mwmm”i
daud19gs n13inwlsn  leptospirosis Tuszozi@ouwandnldoyUjiiuzuasinmw
UszfurszAadaaInT (supportive treatment) Hilasunamisatadasldiunisinelu
wihedihedngfiwnzatauiaadisnzng 15w a8 dunne tiaguadniay uaz/miall
1Ranaananadolznieludne g 1w Yaa Jmiiannsdugindas aglsfidnsinm
dopUfFucluszer acute ﬁc&’ﬂ’mﬁt%a Leptospira spp. af;l:'lunizuiﬂaﬁﬂ (leptospiremia)
uazaduardns 93 wanann anafinatnadsafiFundt “UfnIoneFr-i@nduiuad (Jarisch-
Herxheimer reaction; JHR)" “fmLﬂuwaﬁnnm'sv“imﬂﬁ%’mzﬁﬂﬁ"ﬁra Leptospira spp. WL@N
uazUdasansisen Jaananluivimsvadfihawiaa s]ﬁ'u'luﬂ‘%mmmn“fm:ﬁ'ﬂﬁgﬂa ufidl
mms;mmag;ua"'sflmmsﬂ'aumn%mummﬁu%ﬁm fanumsinmdnfFuzans
Wlenannmainmatrluszssfiasanizosdsuwdnwliuds wszde Leptospira spp.

Vll] ' et a ad . v\l VL ¢ R ' A'VL & [ &
“RUGQG\']NE)'JEI'JVW'N ‘]"nm‘ng’muwm Jlainy 1w hle guas Eﬂﬂ'] Wuedu wananni



- 178991

”ﬂ'mmu‘v\uda’mtwmﬂgmwT@mawmnamwwﬂaaummu drug of choice uazlal
mmsn‘l'nmmna'mnm'lm

s
a

Fanuinnd ”ej’uﬁuTsa leptospirosis tinanuandvaduaziuniduiuifianuianie

Y
a

A va & . ) a ) v & A _Aawv & )
3N nﬂq’lﬂaﬁd ﬂl'ﬂaﬂqu‘lﬂﬂiﬂ‘ﬂi’nﬂﬂ L&IEJW]tllJ’JULI.ﬂ')ﬂﬁ):&lQNﬂuﬂumW]:ﬂal'ﬁaﬂq&l

q
& v

& & a & ¢ el a_ A &al Vel v A . T

funtedlinfuunazervdaizanguduniedlsniduldlnign Jaduilosnulsa

leptospirosis tuffagiufiamzdmivlilusad iu gy -0 watlosruldanzigedt

mama'lnaLﬂmnumywuﬁn'l'm.mumwnummu 'Jﬂ‘nummuﬂaonuT'sﬂomummum
ddﬁ L34

unzd@ du el utaYadufififdnnd a'lmnﬂmmsmommw"luwaﬂs:mﬁ'luamw‘lmu
myaatadudndas

[ & a sSa 4 A’d v a a [ ~ -3
driulasansidowiidvenla ana. lasansfidsldiauanindadiuuuluduanivad
oY . . ' & . Y s
mm‘[ﬂu‘[aama (humanized-monoclonal antibody) @alT8 Leptospira spp. Waldinwnlsn
leptospirosis unugnUFFue lanfsulavseinluanawaudvedziialululaauiavamy
(‘JA 1 A’ . o g val (Y P-1 -
\udnsianuanizdaiio Leptospira spp. auvutinalia Ihfilassadrandauluanaduin
o o A"/ ¥/ Qo L P ar
Tunaayfud (Laudue®) vesuuwd wananidildiananisvauitaduilasnulse
{ et a a a ‘r . i a
leptospirosis Afanusnsalunistlesnulsafiiaaniae Leptospira spp. mamuwuﬁfﬁn
@t

Aduldndaumadlauilaananuylud (murine hybridomas) FanasluTulnawiauon
@uad (murine monoclonal antibody) lawzdalte Leptospira spp. ﬁ’wﬁufﬁaiiﬂ fael
mailalauslaan (hybridoma technology) uazlald immunoglobulin genes 423 hybridoma
fIn§1Nenda humanized-murine monoclonal antibody lugﬂuuu'ﬂaouauauaammﬁm
(single chain variable fagment; huScFv) laumslfinafiauandvadidudiisSluniaa
DNA sequences ﬁ encode murine complementarity determining regions (CDRs) 37N
murine immunoglobulin genes usilUdany human genes ﬁ encode immunoglobulin VH
War V0L frameworks “fm huScFv ﬁnaﬂ‘lﬁmmml‘ﬁﬂﬂﬂiﬂ leptospirosis u Leptospira-
infected- hamsters 184N original murine monoclonal antibody daldiminrindw uas
&a130iledny in vitro Leptospira-mediated hemolysis 'lo@l daiu huScFv finAalased
AnamMwWaINN&MIUNTIINET  leptospirosis luﬂu'ﬁLLﬁUWﬂﬁ'ﬁ’H&:LLRﬂWEﬂ’JUﬁf}mﬂ’ﬁ
LaﬂuwﬁuguuﬁLﬁ'aﬂﬁmgmn’mﬁﬂ Jarisch-Herxheimer reaction

;fﬁﬂvlﬁll"ﬁ'mﬂﬁﬂ two dimensional electrophoresis (2DE)-based-proteomics gz

. . U A . { & . .
2DE-immunomics 32811 bioinformatics \Wafinwvilus@duvasise pathogenic Leptospira
spp. (proteomes), immunomes, Tus@unfianmzlu pathogenic Leptospira spp. W\82 in vivo

. . ve a P . .
expressed Leptospira antigens wazldnaidan genes 11 encode virulence factors (in vivo



178991

expressed antigens) @19 ‘}ﬁtﬂu immunogenic proteins 283 pathogenic Leptospira spp.
w‘i'a‘l'ﬁ'l.ﬂu candidates §WIULAIBA broad spectrum leptospirosis vaccine Y‘fmuﬂu.ﬂﬂ
genes A8 flaA, flaB1, ompL1, lipL32, hiyA, hlyB, tlyA U8z hipA Tow'lé amplify genes 7
é’mﬁanﬁgﬂlﬂﬂ genes 31N genomic DNA %aJ Leptospira interrogans, serogroup
|cterohaemorrhagiae, serovar copenhageni ninld clone genes vaule genes Vg
mammalian expression vector NAIIN LANATBLNNT express 184J genes ﬁu'duﬂﬂ genes u
mammalian cells ud1 1el% recombinant plasmids ‘ﬁ carry Leptospira spp. genes md’]i{lu
A7 immunize ®Y hamsters Tasdaunnduitasazsaslas Tuszssazniudaclos
14 5w uazld empty plasmid unz phosphate buffered saline (PBS) tuindunaan
(placebos) mmfu"lﬂ" challenged Wi hamsters @2t Leptospira interrogans, serogroup
Pomona, serovar Pomona "fiatflu human clinical primary isolate (heterologous challenge)
Wyl 80% VBINY hamsters mﬁu leptospirosis DNA vaccine ‘13561’1£|Lfiav|.ﬁ§UL%a
Leptospira spp. 37WIUNNH4 10 LD50 §Iuwy hamsters A%y empty plasmid DNA &
Finven 46.6% Seleésuide Leptospira spp. Faafunldinfaen innate immune
response @8 foreign DNA &IUWY hamsters Alesufine PES eevimuadialeiude
Leptospira spp. Namnﬂﬂﬁﬁummma@ﬂ‘lﬁiw DNA vaccine #i§$1931n genes audla
genes susntlastulsafiiaanifa Leptospira spp. @mmuﬁuﬂ@? wasfidnomwiians
wan e U148 snulsn leptospirosis da'lyl



Abstract

Project Code: 468002 178991

Project Title : Humanized monoclonal antibodies for leptospirosis immunotherapeutics

and development of a broad spectrum leptospirosis vaccine
Investigators: Professor Dr. Wanpen Chaicumpa et al.
Affiliation : Faculty of Allied Health Sciences, Thammasat University

Email Address : tmwcc@mahidol.ac.th, tmwcc@yahoo.com

Project Period: 15 August 2003 to 14 August 2006

Human leptospirosis is a re-emerging zoonotic disease caused by bacteria of the
family leptospiraceae, order Spirochaetales, genus Leptospira. Human gets infection
through abraded skin, macerated skin or mucous membranes (e.g. oral, conjunctival),
either directly by contact with infected/reservoir animals or their contaminated specimens,
or indirectly by exposure to damp soil, mud, vegetation or fresh water seeded with the
animal's urine or carcass. Human-to-human transmission is relatively rare. Human
leptospirosis used to be recognized as an occupational disease with high incidence
among veterinarians, abattoir workers, sewer workers and farmers. However, a number of
cases were found among travelers to the disease endemic areas and individuals after
various re-creational activities such as canoeing, swimming, hiking, and rafting.

Mbst Leptospira infections in humans are subclinicai which can be retrospectively
recognized by the presence of serum antibodies to the bacteria. A portion of infected
individuals succumb different degrees of morbidity ranging from mild, flu-like symptoms,
indistinguishable from other febrile illnesses, to acute and severe disease which often
leads to rapid fatality of high rate. Human leptospirosis is usually manifested in two
common forms, ie. anicteric and icteric or Weil's disease. Anicteric leptospirosis is
usually biphasic; the initial septicemic phase starts as early as one day or as late as one
month post-Leptospira-exposure and is characterized by generalized leptospiremia.
Symptoms including high fever, chill, cough, sudden onset of intense headache, muscular
pain especially calf muscles, abdominal pain, conjunctival suffusion, blurred vision, and
photophobia are common. An immune phase follows the septicemic phase about a week
later and is characterized by appearance of specific antibodies and disappearance of

leptospiremia although the bacteria still can be found in many tissues. Kidney, brain and
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aqueous humor are immunological privilege sites for the Leptospira during the immune
phase when the bacteria are excreted with the urine. Leptospiruria may last for several
months. Icteric leptospirosis is a form of severe ailment with high mortality that occurs to a
fraction of clinically infected individuals. In this form of the disease, several vital organs
are affected leading not only to the previously mentioned clinical manifestations, but may
also include vasculitis, jaundice, hemorrhage, myocarditis, aseptic meningitis, vascular
collapse and/or hepatic and renal failure.

Acute leptospirosis responds well to antibiotic (penicillin and its derivatives) therapy
especially when started early in the course of the illness. Ampicillin, amoxicillin, and
doxycycline have been commonly used for mild anicteric form of the disease. Patients
with severe anicteric and icteric leptospirosis are usually treated with intravenous
peniciflin, ampicillin, erythromycin or amoxicillin. Jarisch-Herxheimer reactions (JHR) due
to bacterial toxic substances massively released from the antibiotic mediated-bacterial
lysis occur in a fraction of the treated patients which may aggravate the clinical
manifestations.

immunity to leptospirosis is believed to be serogroup/serovar specific. Immunity
acquired after an infection, either clinical or subclinical, is protective only to the serogroup
‘or serovar matched with the previously infecting or antigenically related serogroup or
serovar. Currently, vaccines are available only for prevention of canine and bovine
leptospirosis of which the so-elicited immunity is limited to the infection caused by
serogroups or serovars homologous to those in the vaccines. No vaccine is available for
human or other veterinary use.

Thus the aims of this research were: (1) to produce a humanized-murine
monoclonal antibody for treatment of acute leptospirosis as an alternative of antibiotics in
order to avoid Jarisch-Herxheimer reaction and drug hypersensitivity in patients allergic to
the antibiotics, and (2) to invent a prototype of a broad spectrum leptospirosis vaccine.

A murine hybridoma clone which secretes monoclonal antibody (MAb) specific to
pathogenic Leptospira spp. was established by using conventional hybridoma technology.
Genomic DNA of the hybridoma cells was used as a source of immunoglobulin genes for
production of a humanized-murine monoclonal antibody specific to pathogenic Leptospira
spp. in the form of single chain variable antibody fragment (huScFv). The gene sequences
encoding complementarity determining regions (CDRs) of the murine VH and VL chains
were molecularly grafted onto the respective immunoglobulin frameworks (FRs) of the

most matched-human VH and VL chains. The humanized-murine single chain variable
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fragments (huScFv) conferred neutralizing activity against both heterologous Leptospira-
mediated-human red blood cell lysis in vitro and heterologous Leptospira infection in vivo.
The preparation has high therapeutic potential as an alternative of antibiotics for human
[eptospirosis.

For the second part of research, we used two dimensional electrophoresis (2DE)-
based-proteomics, 2DE-immunomics and bioinformatics to study proteomes, immunomes,
proteins unique to pathogenic Leptospira spp. and in vivo expressed antigens of the
pacteria. Information so-gained together with the data on the complete genomes of
pathogenic Leptospira spp. deposited in the database were used to select a total of eight
Leptospira genes as DNA vaccine candidates. These are: flaA, flaB1, ompL1, lipL32, hiyA,
hiyB, tlyA and hipA. Genomic DNA of Leptospira interrogans, serogroup
Icterohaemorrhagiae, serovar copenhageni was used as a template to amplify the
selected genes by PCR. The amplicons were individually cloned into a mammalian
expression vector. Gene expression in mammalian cells was determined by transfecting
COS-7 cells in an in vitro culture with individual recombinant plasmids. The recombinant

plasmids were combined and used to intramuscularly immunize a group of four week old

“ hamsters. A booster dose was given 14 days later. Hamsters of two control groups

“ received injections of empty plasmids and phosphate buffered saline as placebos. All

- treated mice were then challenged with 10 LD50 of heterologous Leptospira interrogans,

1

serogroup Pomona, serovar pomona which is a human clinical primary isolate
(heterologous challenge). it was found that all hamsters injected with PBS died from the
lethal Leptospira challenge. The Leptospira plasmid DNA vaccine conferred 80%
protection to the immunized hamsters. The animals immunized with empty plasmids

showed 46.6% survival which could be due to the innate immune response to the foreign
DNA,

Our results indicate a good protective efficacy of the DNA vaccine against
leptospirosis. This prototype DNA vaccine or its protein counterpart shouid be evaluated
further in leptospirosis susceptible animals before trials on safety, tolerability,

immunogenicity and protective efficacy are attempted in humans.





