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Summary

Lymphatic filariasis is caused by thread-like, parasitic filarial nematodes. This disease is a
major social and economic burden in the tropics and sub-tropics of Asia, Africa, the Western
Pacific and parts of the Americas, covering over120 million people in more than 80 countries.

In tropical and subtropical areas where the disease is well established, the incidence of
infection is continuing to increase. Thisis primarily due to the rapid and unplanned growth of
cities, which creates numerous breeding sites for the mosquitoes that transmit the disease.

Today, lymphatic filariasis is a significant cause of acute and chronic illness in both urban and

rural areas, affecting people of all ages and both sexes, particularly the poor and vulnerable.

The World Health Report in 1995 identified lymphatic filariasis as the second leading cause
of permanent and long-term disability worldwide. Earlier methods were insufficient to control

the disease in many countries. However, during the past decade, significant research progress
has led to an increased understanding of the severity and impact of the disease, the
development of new diagnostic tools and most importantly, new treatments and control

methods. The development of practical, feasible control measures that can be applied on a
community-wide basis and integrated within existing public health activities, has renewed

hope for eliminating the disease and reducing suffering.

Presently, the best form of individual prevention is avoidance of contact with the infective
stage of the parasites. In the case of lymphatic filariasis, this would be avoidance of mosguito

bites by using repellents, mosquito nets and protective clothing. This clearly indicates the
need of further methods to control nematode infections and it seems evident that the best

preventive protection would be a specific immunoprophylactic vaccine.

The overal aim of the present thesis is to identify, proteinaceous molecules that are involved

in the interaction between the parasite and the host during the infection process. Nematodes
congtitute one of the most abundant groups of animals. Their filiform morphology in

combination with the fact they are entirely covered by a layer of proteins that forms the

cuticle, have enabled them to colonise many environments. Several species are parasitic in

insects, vertebrates or plants. This extra-cellular matrix consists of several layers that protect

the nematode from the adverse conditions of the environment and at the same time forms the

site of important exchanges. In parasitic species it constitutes an interface between the

nematode and its host, i.e. a barrier between the worm and the vertebrate’s immune response.

The interactions occurring between the parasite and its host are critical for the success of the

infection, during which the cuticle plays a key role in controlling the interactions. As more
than 80% of the cuticle is composed of specific nematode collagens, the present thesis is
focused on these collagen proteins. Although the cuticular collagens are usually not directly

exposed to the host immune system, some collagen fragments from the old cuticle are present

in the blood during each moult, making them accessible to the immune system of the host

cells. For this reason, it is interesting to study the structure of cuticular collagens. A better

understanding of the molecular structure of this surface is essential, since the successful

establishment of the parasite within its host depends on the composition of the cuticle and on
the interactions with the host.

The free-living nematode worm Caenorhabditis elegans, the intestinal parasite Ascaris suum

and the filarial parasite Brugia pahangi were used to study the protein profiles of the different

cuticular collagens. The comparison of these different protein profiles confirms that the major

structural components of the cuticular matrix consist of a set of collagen proteins (>80%) of

various molecular weights, ranging from 30 kDa to more than 200 kDa. The exact molecular

weights of the collagen differed between the three different nematodes, but the predominant

ones were usualy between 90-120 kDa. The collagen molecules were found to be present in

the form of monomers, dimers and trimers. The monomers are the 30 kDa polypeptides, the

dimers are represented by the group of polypeptide between 50-70 kDa and the trimers by the

group of 90-120 kDa polypeptides. The exact molecular weight of the collagen species



depends on the transcription of the corresponding gene, as well as the relative amounts of
cross-linking between the proteins and the location of the cross-links in the polypeptide
chains.

Studies on cuticular collagen proteins revealed that they are strongly immunogenic. This was
confirmed by the finding that collagen molecules of nematode parasites are early-recognized
parasite components in infections of laboratory animals. Moreover, it was found that the
monomeric form is less immunogenic than the trimeric form, indicating that the
immunogenicity depends on the structure and molecular weight of the collagens.

No specificity was observed for antibodies raised against cuticular collagen when tested by
immunoblot analysis of different cuticular collagen proteins from different species of
nematodes. However, one antibody was specific to its immunogen. This antibody (a-Bpcol-1)
was obtained by immunizing mice with a recombinant cuticular collagen protein of B.
pahangi. This recombinant protein was obtained from a yeast-based expression system of the
Bpcol-1 gene of B. pahangi. Immunoblot analysis of this antibody shows no cross-reaction
when tested on A. suum and C. elegans cuticular collagens.

This study demonstrated that even if cuticular collagen of nematodes are quite similar in their
structure and show high levels of homology in their sequences, they posses specific
immunogenic properties.



Résumé

La filariose lymphatique est causée par un ver parasite de la famille des nématodes. Cette
maladie est la cause de I'un des fardeaux économique et socia les plus important dans la
partie tropical et subtropical de I’ Asie, de I’ Afrique, de I’Est du Pacific et d’une partie des
Amérigues, touchant plus de 120 millions de personnes dans plus de 80 pays. Dans les régions
tropicales et subtropicales, ou la maladie est bien établie, le risgque d’infection est sans cesse
croissant. Ceci est en magjorité du a |’ accroi ssement démographique non planifié des villes, ce
qui crée de nombreux lieu de reproduction pour les moustiques qui sont les vecteurs de cette
maladie. Aujourd’ hui, la filariose lymphatique est une cause importante de maladie aigué et
chronique autant dans les régions urbaines que rurales, touchant des populations de tout age
et des deux sexes, particulierement les populations pauvres et vulnérables. Le rapport mondial
de la santé de 1995 a identifié la filariose lymphatique comme étant la seconde cause
d infirmité permanente ou a long terme dans le monde. Dans de nombreux pays, les premieres
méthodes furent insuffisantes pour contréler la maladie. Cependant, au cours des dix dernieres
années, des recherches importantes ont permis d’ accroitre nos connaissances sur la gravité et
I"'impact de cette maladie, et ont également permis de développer de nouveaux outils de
diagnostiques et de nouvelles méthodes de contrdle et de traitement. Ces mesures de controle
ont redonné I’ espoir de pouvoir éliminer la maladie et réduire le nombre de victimes souffrant
de cette maladie.

Actuellement, la meilleure forme de prévention individuelle est |’ absence de contact avec la
forme infective du parasite. Dans le cas de la filariose lymphatique, ceci correspond a
I’absence de contact avec les piqlres de moustiques en utilisant des répulsifs, des
moustiquaires et des habits qui protégent. Ceci démontre clairement le besoin de développer
de nouvelles méthodes pour contrdler les infections par des nématodes et il semble évident
gue ce soit dans une protection préventive comme un vaccin immunoprophylactique.

Le but principal de ce présent travail, est d'identifier la nature protéiqgue de molécules
impliquées dans I'interaction hote-parasite qui intervient lors d’une infection par un
nématode. Les nématodes comptent parmi les animaux les plus nombreux. Leur morphologie
filiforme ains que le fait qu'ils sont entierement recouverts d’ une couche de protéines qui
forme la cuticule sont des conditions qui leur a permis de coloniser de nombreux milieux. De
nombreuses especes sont parasites d'insectes, de plantes ou de vertébrés. Cette matrice
extracellulaire est constituée de plusieurs couches et protége |I’animal des agressions de son
environnement. Elle est le siege d’'importants échanges et dans le cas des espéces parasites,
elle congtitue une interface entre le nématode et son héte, une barriere entre le systéme
immunitaire du vertébré et le ver. Les interactions entre le parasite et son héte jouent un role
primordial dans la réussite de I'infection, et la cuticule est & coup sur le siege de telles
interactions. Etant donné que plus de 80% de la cuticule est composée de collagenes
spécifigques aux nématodes, ce présent travail traitera des protéines collagénes. Bien que les
collagénes cuticulaires ne soient habituellement pas directement exposés au systeme
immunitaire de | héte, des fragments de collagénes de I’ ancienne cuticule peuvent néanmoins
étre présents dans le sang au moment de chague mue, et sont de ce fait accessibles au systeme
immunitaire des cellules. Pour cette raison, il est intéressant de travailler sur les collagénes
cuticulaires. Une melilleure compréhension de la structure moléculaire de cette surface du
nématode est indispensable pour mieux comprendre la réussite de I’ établissement de ce
parasite al’intérieur de son hote. Cet établissement dépend de la composition de la cuticule et
de son interaction avec son hote.

Le nématode libre Caenorhabditis elegans, le parasite intestinal Ascaris suum et le parasite
filaire Brugia pahangi ont été utiliseé pour éudier les profils protéiques de ces différents
collagénes cuticulaires. La comparaison de leur différents profils protéiques a permis de
confirmer que le composant principal de la cuticule est fait de protéines collagenes (>80%) de



différents poids moléculaires alant de 30 kDa a plus de 200 kDa. Le poids moléculaire exact
de ces protéines collagenes varie parmi ces trois nématodes, mais le plus présent se situe aux
alentours de 90-120 kDa. Ces molécules de collagéne sont présentes sous forme de
monomeres, de dimeres et de trimeres. La forme monomeére correspond au polypeptide de
taille 30 kDa, la forme dimeére est représentée par le groupe de polypeptides compris entre 50
et 70 kDa et la forme trimére par le groupe de polypeptides compris entre 90 et 120 kDa. Le
poids moléculaire exact de ces collagenes dépend d’'une part du gene collagéne qui est
exprimé et d’ autre part du nombre de réactions croisées entre les protéines et de la localisation
de ces réactions croisées dans la chaine polypeptidique.

Des études sur les protéines de collagenes cuticulaires ont démontré gque ces protéines sont
fortement immunogenes. Ceci est confirmé par le fait que des molécules collagenes de
nématodes parasites sont tres vite reconnues en tant que composants du parasite lors
d'infection d’animaux de laboratoire. De plus il a é&é démontré que la forme monomeére est
moins immunogene que la forme trimére, ce qui indique que I'immuogénicité dépend de la
structure et du poids moléculaire des collagénes.

Aucune spécificité n'a éé observée chez des anticorps dirigés contre des collagenes
cuticulaires lorsgue ceux-ci ont été utilises pour des analyses sur immunoblot contre
différentes protéines de collagénes cuticulaires de différentes especes de nématodes.
Cependant, un anticorps a démontré une spécificité. Cet anticorps (a-Bpcol-1) a été obtenu en
immunisant des souris avec une protéine recombinante de collagéne cuticulaire de B. pahangi.
Cette protéine recombinante a été obtenue par I'expression du gene Bpcol-1 présent chez B.
pahangi. Cette expression a été réalisée a l'aide d'un systeme d'expression de levures. Les
analyses dimmunoblot de ces anticorps n‘'ont démontré aucune réaction croisee lorsque ces
anticorps ont été testés sur des collagénes cuticulaires d'A. suum et de C. elegans.

Cette étude a démontré que malgré le fait que les collagenes cuticulaires de nématodes sont
relativement similaires au niveau de leur structure et démontrent une forte homologie au
niveau de leur séquence, ils possedent des propriétés immunol ogiques spécifiques.
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CHAPTER 1: INTRODUCTION

1 Nematodes

The nematodes, or 'round worms, are a part of a large assemblage of relatively simple

structure  with a widespread distribution, their cylindrical non-segmented bodies
distinguishing them easily from other helminthes. Nematodes are among the most abundant

animals on earth. They occur in fresh water, in the sea and in the soils, and are among the

most common parasites of plants and animals. Some 49% of the 80'000 described nematode

species are parasites of plants, invertebrates and vertebrates. Most of the free-living

nematodes are microscopic, as well as many of the parasitic species invading the body fluids
such like the blood or the lymph channels. The species, which live in the intestine, are

generaly larger, while some in tissue habitats grow sometimes to relatively enormous lengths
(more than 8,5 m for Placentonema gigantissimum a parasite that invades the placenta of the

whale) (Smyth, 1994).

Nematodes are elongated, tapered at both ends, bilaterally symmetrical, and possess a
pseudocoel, that is, a body cavity derived from the embryonic blastocoel. The pseudocoel

exists however under a large variety of different shapes. The digestive system is complete,

with a mouth at the anterior extremity and an anus near the posterior tip. The lumen of the

pharynx is characteristically triradiate. The body is covered with a noncellular cuticle that is

secreted by an underlying hypodermis and is shed four times during ontogeny. The muscles of
the body wall are only one layer thick and are distinguished by being longitudinally arranged

with no separate circular layer. The excretory system consists of lateral canals or ventrd

canals or eventually both of them, which open near the anterior end through a ventra

excretory pore. With the exception of some sensory endings of modified cilia, neither usua

cilia nor flagella are present, even in the male gamete. Most nematodes are dioeciously and

show considerable sexual dimorphism: the females are usually larger, and the tail of the male
is more curled. Some species are hermaphroditic, and others are parthenogenetic. The female
reproductive system opens through a ventral genital pore; the male system opens into a
cloaca, together with the digestive system (Smyth, 1994).

Anatomically, nematodes are comprised of two concentric tubes, the intestine being the
internal, and the cuticle, hypodermis, muscle layers and nervous system, the external. These
two concentric structures are separated by the pseudocoelomic space, which in the adult worm
also contains the gonad (Fig.1) (Politz, and Philipp, 1992).

Fig. 1. Ascaris lumbricoides. Diagrammatic
transverse  section  showing  general
morphology (After Brown, 1950) (Wood,
1988).
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An agreed classification of nematodes has been difficult to devise and agreement is still not
universal. However the separation into two classes presented by Maggenti (1981) is accepted.
Nematodes have been traditionally divided broadly into the Aphasmidea (Adenophorea) and

1



CHAPTER 1

the Phasmidea (Secernentea), depending on whether caudal sense organs, the phasmids, are
present or not (Table 1).

Class Order Family Genus, Species
Adenophorea Trichocephalida Trichuridae Trichuris sp.
Trichinellidae Trichinella sp.
Mermithida Mermithidae
Secernentea Rhabditida Rhabditidae Rhabdias bufonis
Caenorhabditiselegans
(free-living soil nematode)
Strongylida Strongyloididae Srongyloides stercoralis
Ancylostomatidae Ancylostoma sp., Necator sp.
Trichostrongylidae Trichostrongylus sp.,
Haeamonchus contortus
Dyctiocaulidae Dictyocaulus sp.
Ascaridida Ascarididae Ascarissuum
Toxocarididae Toxocara sp.
Oxyuridea Enterobius vermicularis
Spirurida Filariidea Filarial worm
Acanthocheilonema vitae
Brugia pahangi, Onchocerca
volvulus
Camadllarida Dracunculoidea Dracunculus medinesis
Diplogasterida Parasites of insects
Aphelenchida Parasites of plants and insects
Tylenchida Parasites of plants and insects

Table 1: Classification of nematodes. Only a selection of some orders and species of nematode is presented here
(Mehlhorn, 1988).

The process of growth in size of nematodes is accompanied by moults. In general, there are
four moults and the nematode formed as the fifth stage is the adult, although some growth in
size may follow. The stages in the postembryonic growth of nematodes are usually referred to
as “larvae’ athough according to some authors “juveniles’ is a more suitable term for such
stages.

After the first moult, larvae are termed second-stage larvae; after the second, third-stage, and
so on. The stage at which the larvae are capable of infecting the host is termed the infective
stage.

The degree of development of the egg when laid varies considerably with species. In some,
the eggs are laid in an unsegmented condition (e.g Ascaris and Trichuris), while in others
early segmentation has commenced (e.g. hookworms). Still others (e.g. Syphacia) may reach a
stage with a coiled larva visible and in the ovoviviparous species and the so-called viviparous
species, fully developed larvae are released by the females (e.g. Dracunculus) (Smyth, 1994).
The biology and the life cycles of three nematode species are described in more detail because
they were studied in this thesis more closely.




GENERAL INTRODUCTION

2 Caenorhabditis elegans

Caenorhabditis elegansis a small free-living soil nematode found commonly in many parts of
the world. It feeds primarily on bacteria and reproduces under optimal conditions with a life
cycle of about 3 days (Fig.3). The two sexes, hermaphrodites and males, are each about 1 mm
in length but differ in appearance as adult. Hermaphrodites produce both oocytes and sperms
and can reproduce by self-fertilization. Males, which arise spontaneoudly at low frequency,
can fertilize hermaphrodites;, hermaphrodites cannot fertilize each other. The male tail has
speciaized neurons, muscles and hypodermal structures for mating that gives it quite a
different appearance from that of the hermaphrodite (Fig. 2). The male tail is fan-shaped with
18 sensory rays. At the base of the taill are two spicules, which are inserted into the
hermaphrodite vulva during copulation to aid in transfer of sperm (Wood, 1988).
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Fig. 2: Photomicrographs showing major anatomical features of C. elegans adult
hermaphrodite (above) and male (below) (Wood, 1988).

C. elegans reflects the typical nematodes body plan described by Wharton (1986). C. elegans
is easily maintained in the laboratory, where it can be grown on Agar plates or in liquid
culture with Escherichia coli as a food source. The key attributes of C. elegans, as an
experimental system for biological studies, are their simplicity, transparency, ease of
cultivation in the laboratory, short life cycle, suitability for genetic analysis, and small
genome size. C. elegans is used as an 'in vitro" model of nematodes due to the similarity of
the cuticle’ s structure compared to other nematodes.

Like other nematodes, C. elegans sheds and replaces its cuticle at each of four postembryonic
molts. Juvenile worms hatch and develop through four stages (larval stages) punctuated by
molts. The mature adult emerging from the fourth molt is fertile during 4 days and then lives
for an additional 10-15 days. Cuticle proteins are synthesized at high rates during the molts
and at lower rates between molts (Wood, 1988).

In response to adverse conditions such as lack of food, the L2 larva molts into a specidized
stage called the dauer larva, which is a developmental alternative to the L3. The dauer larvais
developmentally arrested and can survive for several times the normal life span in the absence
of food. Dauer larvae are more resistant to noxious chemicals than are the other stages

3
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(Cassada, and Russell, 1975; Klass, and Hirsh, 1976). When it encounters suitable
environmental conditions, the dauer larva resumes development by molting into an L4 (Fig.3)
(Wood, 1988).

fertillsaticn
cogenesis
spermatogenesis

[£]

L34

| “ The lifecycle of Caenorhabditis elegans |
howrs al 25°C

hatcheo

Fig. 3: Thelife cycle of C. elegans.
http://nema.cap.ed.ac.uk/Caenorhabditis/C_elegans.html
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3 Ascaris species

The best-known species of the genus Ascaris is the so-called "large roundworm™, Ascaris
lumbricoides which is a parasite of man, of some apes and pigs, al over the world.
Controversial debates took place concerning the taxonomic status of the human and pig
Ascaris. Scanning electron microscopy has, however, confirmed that differences do occur in
the shape of lips and denticles. Some workers refer to them as separate species, A.
lumbricoides (man) and A. suum (pig), or subspecies, A. lumbricoides lumbricoides and A.
lumbricoides suum. Actually, it is admitted that Ascaris lumbricoides infects the human and
Ascaris suum, the pig (Smyth, 1994).

3.1 Morphology

Ascaris lumbricoides (Fig. 4a and 4b) are large stout nematodes, tapering at both ends.
Sexually mature mae and female Ascaris worms typically measure 200 and 300 mm,
respectively, with a width of 2-6 mm. The males are generally thinner than the females, and
can aso be distinguished by the prominent curvature of the posterior end (Crompton, 1989).
The morphology of Ascaris worms reflects the general nematode body plan described by
Wharton (1986). It is noteworthy, that the female parasite produces eggs with daily average
output of about 200'000; up to a total of 25 millions eggs during her lifetime. The fertilized
eggs are broadly ovoid, measure 50-70 x 40-50nmm and possess a thick transparent light brown
shell consisting of four layers (Fig.5) (Smyth, 1994).

Ascaris lumbricoides
Female

Male

{by P.W. Pappas and 5.M. Wardrop;
original by P. Darben)

Fig. 4a: Female and male Ascaris lumbricoides; the female
mesure approximately 30 cm in length.
http://martin.parasitology.mcgill.ca/images/ascaris.qif
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Fig. 4b: A female Ascaris|lumbricoides.
http://www.dpd.cdc.gov/dpdx/HTML /Imagel ibrary/Ascariasis il.htm
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3.2 Thelife cycle of Ascaris lumbricoides

Fig. 5: Three fertilized eggs (one decorticated, on the right) of

Ascaris lumbricoides.
http://www.dpd.cdc.gov/dpdx/HTML/Imagel ibrary/Ascariasis il.htm

About two weeks after passage in the feces, the eggs contain an infective larval or juvenile
stage. Humans are infected when they ingest such eggs. The larvae hatch in the small
intesting, the juvenile penetrates the small intestine and enters the circulatory system, and
eventually, the lungs. In the lungs, the juvenile worm leaves the circulatory system and enters
the air passages of the lungs. It usually migrates up the air passages into the pharynx where it
is swallowed, and once in the small intestine, it grows into an adult worm. The life cycle is
completed in about 2 months; adult worms may live 1 to 2 years (Fig.6). It is not known why
Ascaris undergoes such a migration through the body to only end up where it started (Smyth,
1994).
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A= Infective Stage
A= Diagnostic Stage

Fertilized egg .ﬂ. Unfertilized egg ,ﬂ
will not undergo
biglogical development

Fig. 6: Life cycle of Ascaris lumbricoides. Adult worms
Erreur! Argument de commutateur inconnu.live in the lumen of the
small intestine. A female may produce approximately 200,000 eggs per
day, which are passed with the feces
Erreur! Argument de commutateur inconnu.. Unfertilised eggs may be
ingested but are not infective. Fertile eggs embryonate and become
infective after 18 days to several weeks
Erreur! Argument de commutateur inconnu., depending on the
environmental conditions (optimum: moist, warm, shaded soil). After
infective eggs are swallowed
Erreur! Argument de commutateur inconnu., the larvae hatch
Erreur! Argument de commutateur inconnu., invade the intestinal
mucosa, and are carried viathe portal, then systemic circulation to the lungs
Erreur! Argument de commutateur inconnu.. The larvae mature further
in the lungs (10 to 14 days), penetrate the alveolar walls, ascend the
bronchial tree to the throat, and are swallowed
Erreur! Argument de commutateur inconnu.. Upon reaching the small
intestine, they develop into adult worms
Erreur! Argument de commutateur inconnu.. Between 2 and 3 months
are required from ingestion of the infective eggs to oviposition by the adult
female. Adult worms can live 1 to 2 years.
http://www.dpd.cdc.gov/dpdx/HTML/Imagel ibrary/Filariasis il.htm

Ascaris suum life cycle is identical to that of A. lumbricoides. If a human ingests eggs of A.
suum the larvae will migrate to the lungs where they are not able to survive. This can cause a
particularly serious form of “ascaris pneumonia’. Adult worms of this species do not develop
in the human intestine (Smyth, 1994).
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3.3 Ascariasis

Ascaris is a cosmopolitan parasite. Ascaris infections in humans are called Ascariasis, which
is common in both tropical and temperate climate, where there is adequate moisture and low
standards of hygiene and sanitation (Crompton, 1989). Ascariasis is the most prevalent

intestinal helminths infection in the world; current estimates suggest that more than 1 billion
persons are infected, resulting in about 20'000 deaths, each year (WHO, 2002). A clear health
hazard is untreated sewage being discharged into rivers, lakes and the sea. The eggs, resistant

to disinfectants, pollution and lack of oxygen, are able to continue development in sea water

and remain viable for 40 days at —23°C, athough they will not embryonate below 18°C. The

soil type is important in transmission; clay soils favour survival of eggs, since they better

retain water. Where there is a marked rise in standards of sanitation, Ascaris infection falls
quickly. At the personal level, thorough washing and preferably cooking of vegetables and

supervision of children’s play areas is important. In addition, properly designed modern
sewage treatement plans, such as composting and septic tanks will remove or destroy the

majority of Ascaris eggs (Kilma, 1989).

Although the great mgjority of infections are symptomless, the presence of even a few worms
can be potentially dangerous. The first clinical sign that may arise is a pneumonitis
accompanied by cough and sometimes fever at 5-6 days after infection. There is aso a
moderate eosinophilia. The severity of symptoms depends both on the number of eggs
ingested and on the previous infection history; hypersensitivity to infection may cause strong
asthmatic symptom. The migration of the larvae through the lungs causes the blood vessels of

the lungs to hemorrhage, followed by an inflammatory response accompanied by edema. The

resulting accumulation of fluids in the lungs results in “ascaris pneumonia’ and this can be
fatal. The second phase of pathogenesis results from the presence of adult worms in the
intestinal lumen. The main manifestations of adult ascariasis are gastrointestinal discomfort,

nausea, colic and restless sleeping. A serious complication of Ascaris infection is intestinal
obstruction accompanied by abdominal pain, loss of appetite, and nausea. Most rare
complications, such as inflammation of the bile and pancreatic ducts result from the
wandering of adult parasite to these locations (Manson-Bahr and Bell, 1987; Pawlowski and

Davis, 1985).

A diagnosis of Ascaris infections can be made by detection of eggs in the feces of the patient,

or clinically, by the detection of an eosinophilia accompaniying the pneumonitis caused by the
migrating larvae. These tests can be complemented by rather unestablished but potentially

valuable diagnostic methods, such as radiography and serological diagnosis, athough the
latter is greatly impeded by cross reactivity with other helminthic determinants (Manson-Bahr

and Bell, 1987).

Treatment is effective only against the adult worms. Although the vast majority of Ascaris
infections cause few symptoms, it is however wise to treat any established infection. Most
efficacious drugs are available. (Davis, 1985; Manson-Bahr and Bell, 1987). If other intestina

helminthes are present, Ascaris must be treated first to prevent aberrant migration of adult
worms. Alleviation of obstructive complications may require surgical or endoscopic
intervention
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4 Filarial nematodes

The filariidae are parasitic nematodes with highly evolved cycle. All species employ
arthropods as intermediate hosts. They are parasitic in all classes of vertebrates except fish.
Generaly speaking, filariidae are slender worms with reduced lips and ora capsule. A large
number of the worms are parasites of wild animals especialy of birds, several others being
important disease inducers in human as well as in domestic animals (Manson-Bahr and Bell,
1987)

Filariasis is a broad term for a wide variety of symptoms that are described in the human
disease resulting from infection with one of nine distinct species of nematode parasites of the
class Secernentea, order Spirurida, family Filariidae. These parasites can conveniently be
classified into groups according to the normal habitat of the adult worms:

1. Lymphatic filariasis: Wuchereria bancrofti
Brugia malayi
Brugia timori

2. Subcutaneous filariasis:.  Onchocerca volvulus
Loaloa
Mansonella streptocerca
Dracunculus medinensis

3. Serous cavity filariasis.  Mansonella perstans
Mansonella ozzardi

4. Other (unclassified) species

Although the parasites within each group might exhibit similarities in their nature; there is a
great difference between the groups. Within the topic of filarial disease, the present thesis
deals with nematodes of the genus Brugia.

4.1 Four different lymphatic filarial worms

Adult W. bancrofti are thread-like white worms. The male (40 mm x 0,1 mm) is coiled, with a
corkscrew-like tail and two spicules. The female (65 mm x 0,3 mm) has a tapering anterior
end with a rounded swelling. Microfilariae mesure 250-300 pm x 10 um, they are sheathed
and have nocturnal periodicity (Manson-Bahr and Bell, 1987) (Fig.7).

This species causes bancroftian filariasis, resulting in elephantiasis in man, a disease inducing
swellings often in the legs or in the genital system. The adult worm occurs in tightly coiled
nodular masses in the major lymphatic ducts. The distribution of the worms is limited to the
tropical and subtropical countries, chiefly in Asia, Africa, America and in the corresponding
Pacific regions, with a long and humid intermediate-host season. It also occurs in Australia
and the Mediterranean area between 40°N and 30°S (Smyth, 1994).

The most important vectors of W. bancrofti are members of the Culex pipiens “complex” in
urban areas and species of Anopheles, Aedes and Mansonia (Smyth, 1994) (Fig.7d).
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Fig. 7a Microfilaria of Wuchereria Fig.7b; Female Wuchereria bancrofti. Fig. 7c; Male Wuchereria bancrofti.

bancrofti , from a pati ent seen in Haiti. http://circuit.neb.com/fgn/pnb/wuchban.html#path http://circuit.neb.com/fgn/pnb/wuchban.html#path
http://www.dpd.cdc.gov/dpdx/HTML/ImageL ibrary/Filariasis il.htm

Fig. 7d: Anopheles sp.
http://www.biosci.ohi o-state.edu/~parasite/anophel es.html

Adult worms of Brugia malayi parasites are white, thread-like worms. Female and males
measure 55 x 0,16 mm and 23 x 0,09 mm respectively. Of particular interest is the fact that
the females are viviparous and that the first stage larvae, the microfilariae, are surrounded by a
sheath. The microfilariae measure 250 x 6 um and have nocturnal periodicity. (Manson-Bahr
and Bell, 1987) (Fig.8).

That species aso parasites the lymph nodes and lymphatic system; the adults cause Malayan
filariasis and besides man also infect monkeys, various wildcat species. Malayan filariasis is
limited to South and Southeast Asia. The major vectors belong to the genus Mansonia and a
few species of Anopheles. (Smyth, 1994).

Brugia timori is a species in Indonesia sharing many features with B. malayi but with no
known animal reservoirs.
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Fig. 8: Microfilariaof Brugia malayi.
http://www.dpd.cdc.gov/dpdx/HTML/ImageL ibrary/Filariasis il.htm

Brugia pahangi is a natural parasite of cats and dogs in Adia. It has been accidentally
transmitted to man and might be in Borneo a natural infection in man (Palmieri et al., 1985).
Because it develops readily in jirds, golden hamsters and mice, it forms a valuable laboratory
tool for research in filariasis.

Moreover, Brugia pahangi infection patterns in the cat closely parallel those of Brugia and
Wuchereria in human (Smyth, 1994).

4.2 Thelife cycle of lymphatic filarial nematodes

Infective larvae are transmitted by infected biting arthropods during a blood meal. After
entering the skin of man, the larvae migrate to the lymph glands and vessels were they moult
twice, from L3 to L4, and from L4 to the adult stage. The adults dwell in various human
tissues, where they can live for several years. The agents of lymphatic filariasis reside in
lymphatic vessels and lymph nodes. The female worms produce microfilariae, which circulate
in the blood. When the microfilariae are ingested with a blood meal by suitable mosqguito
species, they loose their sheath within 5-30 minutes in the stomach of the insect. They then
penetrate the midgut wall and migrate to the thoracic muscles in 1-24 hours. Two days later
they have moulted to the sausage-shaped second stage larvae L2. During the second week
they again molt to the third stage larvae L3, which is the infective form for humans. It
migrates to the head of the mosquito and enters the labium. While the mosquito feeds on the
hogt, the larvae emerge through the tips of the labella and enter the skin of the host through
the puncture wound. (Fig.9) (Manson-Bahr and Bell, 1987).
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Wuchereria bancrofti

Mosquito Stages o Mosquito takes Human Stages
a bleod meal
(L3 larvime @njer skin)

B Migrate to head and
mosgquite’s proboscis

e

_—
o L
o-'“S._rnh_\_,__\_\__‘__‘; - .

a.ﬁdults in lymphatics

f=i=
L1 larvae e Adults produce sheathed
- microfilariae that migrate
oMD@quim takes inte lymph and blood
a blood meal

) (ingests microflariae)
Micrafilariae shed sheaths,

pentrate mosquite's midgut,
and migrate to thoracic muscles

,ﬁ= Infective Stage
A= Diagnostic Stage

Fig. 9: Different species of the following genera of mosqguitoes are vectors of W. bancrofti filariasis depending
on geographical distribution. Among them are: Culex (C. annulirostris, C. bitaeniorhynchus C.
quinquefasciatus, and C. pipiens); Anopheles (A. arabinensis, A. bancroftii, A. farauti, A. funestus A. gambiae,
A. koliensis, A. melas A. merus, A. punctulatus and A. wellcomei); Aedes (A. aegypti, A. aquasalis, A. bellator,
A. cooki, A. darlingi, A. kochi, A. polynesiensis, A. pseudoscutellaris, A. rotumae, A. scapularis, and A. vigilax);
Mansonia (M. pseudotitillans M. uniformis); Coquillettidia (C. juxtamansonia). During a blood meal, an
infected mosquito introduces third-stage filarial larvae onto the skin of the human host, where they penetrate into
the bite wound Erreur! Argument de commutateur inconnu.. They develop in adults that commonly reside in
the lymphatics Erreur! Argument de commutateur inconnu.. The female worms measure 60 to 100 mm in
length and 0,24 to 0,30 mm in diameter, while the males measure about 40 mm by 100 mm. Adults produce
microfilariae measuring 244 to 296 um by 7,5 to 10 um, which are sheathed and have nocturnal periodicity,
except the South Pacific microfilariae which have no marked periodicity. The microfilariae migrate into lymph
and blood channels moving actively through lymph and blood Erreur! Argument de commutateur inconnu..
A mosquito ingests the microfilariae during ablood meal Erreur! Argument de commutateur inconnu.. After
ingestion, the microfilariae lose their sheaths and some of them work their way through the wall of the
proventriculus and cardiac portion of the mosquito's midgut and reach the thoracic muscles
Erreur! Argument de commutateur inconnu.. There the microfilariae develop into first-stage larvae
Erreur! Argument de commutateur inconnu.and subsequently into third-stage infective larvae
Erreur! Argument de commutateur inconnu.. The third-stage infective larvae migrate through the hemocoel
to the mosquito's proshocis Erreur! Argument de commutateur inconnu.and can infect another human when
the mosquito takes a blood meal Erreur! Argument de commutateur inconnu..

http: //www.dpd.cdc.gov/dpdx/HTML/Imagel.ibrary/Filariasis il.htm
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4.3 Filariasis

Filariasis is a broad term for a wide variety of symptoms that are described in the human
disease resulting from infection with one of nine distinct species of nematode parasites of the
family Filariidae (see page 9) (Manson-Bahr and Bell, 1987).

Together with W. bancrofti, Brugia parasites are the causative agents of lymphatic filariasis,
also known as elephantiasis, which is a highly prevalent tropical disease. It has been estimated
that 1.1 billion people, in at least 80 countries, are at risk. Some 120 million people are
estimated being infected. One third of those infected live in India, one third in Africa, and
most of the remainder in South Asia, the Pacific and the Americas. The current global
distribution of lymphatic filariasis is shown in Fig. 10.

Endemic
Non-endemic
Uncertain
= --,.;.f}
" \1‘

Fig. 10: Lymphatic filariasis-endemic countries.
http://www.who.int/ctd/filariasis/library/countries2.html

Globally, the infection has been recognized as the second leading cause of permanent and
long-term disability, with the deforming, mutilating disease of the limbs and genitals resulting
not only in physical crippling but also in serious psycho-social crippling (Fig. 11) (WHO,
2002).
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Fig. 11: Lymphatic filariasis
causing Elephantiasis.
http://circuit.neb.com/fgn/pnbl/fil path.html

Many cases are symptomless for years or throughout life and the only evidence of infection is
the presence of microfilariae in the blood. However, from the third month after entry of the
larvae there may be recurring attacks of acute lymphangitis (inflammation of the lymph
ducts), with inflamed tender lymph nodes, headache, nausea and sometimes urticaria (filarial
fever). The most serious clinical manifestations are due to disturbances of the lymphatic
system, that may result in lymphadenitis (inflammation of the lymph nodes), lymphoedema,
lymphocoeles, lymphuria chyluria (lymph containing fat in the urine) and, in males, genital
lesions including hydrocoele and lymph scrotum. In a matter of years, these lymphatic lesions
can lead to the grotesque disfiguring picture of elephantiasis of the limbs and the scrotum.
Histological studies on autopsy and biopsy material suggest that the damage to the lymphatic
vessels in elephantiasis is due to the extensive immune response to the presence of adult
worms. Furthermore, successive bouts of lymphangitis lead to fibrosis of the lymphatic
vessels and to the formation of lymphatic hypertension, and hence to a disturbed function
(Manson-Bahr and Bell, 1987).

A further medical implication resulting from microfilariae trapped in the lungs of the hogt, is
tropical pulmonary eosinophilia (TPE), a typical hypersensitivity reaction, that consists of
recurrent episodes of asthmalike attacks that often occur at night, filarial-specific
immunoglobulin E (IgE) and a marked increase in the number of eosinophilia granulocytes in
blood and tissues (Manson-Bahr and Bell, 1987; Piessens et al,. 1990).

The classical diagnosis of lymphatic filariasis is based on direct parasitological methods, i.e.
the microscopic demonstration of microfilariae in blood smears. However, microfilaraemia is
not a good measure of diagnosis of filaria disease since microfilarial density does not
correlate with disease severity and microfilariae may be present only in the early stages.
Microfilariae may be detected in the blood by direct examination, by counting chamber, and
by membrane filter techniques (Manson-Bahr and Bell, 1987). These techniques can be
supplemented by a number of immunodiagnostic methods (Hamilton, 1985). Nevertheless,
circulating parasite antigens can be used in serological detection of filaria infection but this
will not allow establishing a sure diagnostic (Weil, 1990). The complexity of the immune
response of the host against filariidae and the problems of cross-reactivity between all
nematodes make not possible the interpretation of a serologica diagnostic. Clearly, there is a
need to develop rediable and easy-to-handle serological diagnostic field-tests for the
appropriate specific detection of lymphatic filariasis.
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The treatement of filariasis mainly consists of chemotherapy directed against the
microfilariae. These are few existing, specific antihelminthic drugs with partially considerable
side effects. The drug most used is Diethylcarbamizine (DEC), a potent microfilaricide that in
addition, features some adulticidal activity. DEC interferes with the carbohydrate and folate
metabolisme of filarial parasites (Subrahmanyam, 1987). Ivermectin is a further potent
general microfilaricide, currently used in the mass-treatment of over two million resident of
the regions covered by the Onchocerciasis Control Programme (OCP) in West Africa
(Molyneux, 1995). This microfilaricide has been proposed to exert its antifilarial effect by
acting on the neuromuscular system of the parasite (Campbell, 1985). The search for a drug,
acting against adult filarial parasites that features limited side effects and can be used for mass
treatment without medical supervision has so far been elusive. Nevertheless, amocarzine and
UMF 078 are potential microfilaricidal drugs that are currently being investigated in clinical
trials (Molyneux, 1995).

5 The cuticle as the nematode surface

The nematode cuticle is multifunctional. Most significant among its function is certainly the
role as an exoskeleton, which defines the shape of the animal and provides a certain degree of
rigidity allowing a directed movement. It also forms a barrier between the anima and its
environment, providing resistance to desiccation, invasion by bacteria and fungi in free-living
species and resistance to the immune system in many parasitic species.

The cuticle is synthesized and secreted by an underlying layer of hypodermal tissue that
becomes activated for the synthesis of cuticle components at each postembryonic molt.
During the development, there is an oscillating pattern of high rates of cuticle synthesis during
molting and reduced rates in intermolt periods (Kingston, 1.B., 1991). The entire cuticle is
shed four times during the animal’s development and a new cuticle is formed ‘e novo" a
each molt (Singh and Sulston, 1978; Cox et al., 1981 a).

The nematode's cuticle is an acellular matrix comprising primarily collagen, organized into
different zones of distinct nature. There is no general agreement on the terminology used for
describing the layers of the cuticle, but without any doubt, it consists of three layers covered
by a triple-layered structure. Based on his ultrastructural and cytochemica studies, Bird
(1980) has concluded, that the outer covering is a 'modified cell membrane' and referred to it
as the epicuticle. This concept of the outside layer being a cell membrane has been disputed
by Wright (1987), who points out that the surface structure is likely to vary considerably in
different species as aresult of different functional and anatomical requirements. Nevertheless,
the term epicuticle now appears to be accepted for the outside layer.

Regarding the remaining layers of the cuticle, there now seems to be an agreement, that a
generalized cuticle would consist of an epicuticle, a cortical zone, a medium zone and a basal
zone, which overlies the epidermis (= hypodermis). The following brief description is based
on the results of Bird (1984) (Fig. 12) (Smyth, 1994).

Glycocalyx Structure composed of glycoproteins.

Epicuticle: This dtructure shows great morphological variability, with a range of
thickness of 6-40 nm. It consists of proteins and some lipids.
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Cortical zone;

Median zone:

Basa zone:

Epidermis:

These layers are referred to as 'zones: Although they contain severa layers,
the distinction between them is not always clear. The cortical zone is
generally amorphous and its composition varies greatly between species.

That zone is not well defined in some species and is absent in others. It often
contains some fluids, in which there are fibers, struts or globular material.

That zone contains spira fibers, laminae or dtriations, a large variety of
words have been used for these structures. The fibers consist of a collagen-
like protein.

Classicdly, the cell layer beneath the cuticle has been referred to as the
hypodermis, but the term epidermis now appears to be preferred (Wright,
1987).

CUTICLE OF LARVAL NEMATODE  MOMENCLATURE (SYNONYMS)

giycoprotains —, —— surface coal  {glycocalyx)
s,  coal absant ami oo _
. =— gpicuticle [external cortical)
(envalopa |
; Amorphous
f;:é?;ij?:mins and often E:-;@K — corfical zona  {internal cortical)
elgctron danse : -f& {exocuticla )
: i _H.-:sc
T
May cantain vl ) )
1I|H. struts, or ‘: madian zong  [mesoculicle ]
globular bodiss  * ’: [matrix, homoganeous)
May containg “Hiie |
laminas,
siriafions,
¥ spiral f'h“’s —— basal zane {fibre
{endocuticle)
L —-—______ =— call membrans
51""“1"1'3{ 0 2 epidermis (hypodarmis)
or cellular - _-.- (subcuticle )

Fig. 12: Generalized diagram of the zones or layers of the cuticle of atypical larval
nematode; the cuticle is ca. 0,5mm thick. Slightly different terminology has been
used by different workers (After Bird and Bird, 1991) (Smyth, 1994).

Although considerable differences are found in the architecture of the cuticle between
different nematode species and often between different developmental stages of the same
species, all nematode cuticles appear to be similar in their basic biochemical composition. The
typical nematode cuticle consists largely of proteins with small quantities of lipids and
carbohydrates usually being also present (Bird, 1971).

The external epicuticle of parasitic nematodes has been reported to contain lipid components.
These are organized in an osmiophilic structure.
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The outer layers of the cuticle contain proteins chemically different from the collagens. These
proteins congtitute the remaining residual pellet observed after extensive extraction of the
cuticle with detergents and reducing agents and treatment with bacterial collagenase. Fujimoto
and Kanaya have termed this structure in the intestinal parasite Ascaris lumbricoides
“cuticlin”, and have shown, that, by analysis of its amino acid composition and its X-ray
diffraction pattern, cuticlin is composed of a mixture of highly cross-linked proteins that
clearly differ from collagen (Fujimoto and Kanaya, 1973). Amino acid analysis indicated high
contents of proline and aanine, relatively low contents of glycine and basic amino acids and
no hydroxyproline. The component was not reacting with collagenase, strong acids or urea
and gave an X-ray diffraction pattern different from that of collagen. In contrast to the
extensive molecular information on the collagenous components of the nematode cuticle
(Cox, 1992), knowledge of the molecular structure of cuticlin components is amost
inexistent. This is probably due to their insolubility in presence of reducing agents and
denaturing detergents.

The inner cuticle layers are composed primarily of collagen-like proteins covalently linked to
each other through disulfide bridges. These proteins were studied initialy in A. lumbricoides
where they were solubilized by neutral salt solutions (Josse and Harrington, 1964). Later
studies showed that thiol-reducing agents could be used to solubilize collagens efficiently
from isolated A. lumbricoides and A. suum adult cuticle (McBride and Harrington, 1967;
Fujimoto, 1968; Winkfein et al., 1985; Betschart and Wyss, 1990). In fact, nearly 95% of the
cuticle mass is solubilized by extraction in thiol-reducing and denaturing agents, such as 2-
ME and SDS.

Even if the nematodes undergo four molts (the surface changes with the formation of a new
cuticle), the biochemical composition of the cuticle was shown to be remarkably conserved
(Politz and Philipp, 1992).

6 Molecular and biochemical aspects of cuticular
collagens of nematodes

Two types of collagen proteins have been characterized in nematodes. those of the basement
membrane collagen and those of the cuticle collagen. The genera features of these collagen
proteins as well as the corresponding encoding genes differ significantly. Nematode basement
membrane collagens share many features in common with that of vertebrates. In contrast,
cuticular collagens possess a unique structure, which might be a potential molecular target for
immunological tools in the context of the development of immunity to nematode infections
(Pritchard et al., 1988).

Early studies on nematodes have shown that the major protein components of nematode
cuticles are nematode-specific collagens (Josse and Harrington, 1964). Collagens are extra
cellular structural proteins with a characteristic triple-helical rod like structure, which is
formed by the association of 3 polypeptide chains. Every third amino acid in the polypeptide
chain must be glycine in order for the polypeptides to pack properly and to assume a triple-
helical conformation. Thus, the triple-helical portion of collagen polypeptides has a repeating
sequence that is commonly represented as (Gly-X-Y), where X and Y can be any amino acid
but often are proline or hydroxyproline (Cox, 1990).
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The cuticular proteins encoded by collagen genes have different primary sequences, but share
a common protein domain structure. They consist of about 300 amino acids, of which
approximately 150 are part of repeats (Gly-X-Y),. The proteins can be divided into 5 domains
(Fig.13). The sizes of the domains are smilar in different nematode proteins, but not identical.

Each protein contains 2 triple-helical domains and 3 non triple-helical regions. Potential

cross-linking amino acids, cysteine and tyrosine residues, are located primarily in the non
triple-helical domains. Domain A varies most in length and comprises in the different proteins
80-146 amino acids. Near the beginning of domain A is a stretch of hydrophobic amino acids,

which presumably functions as a signal sequence for secretion. Domain A contains 3 closely
spaced cysteine residues, 1 of which awaysis the third amino acid preceding the first (Gly-X-

Y)n triplet of domain B. Domain B is a short triple-helical domain, that usually consists of 10
(Gly-X-Y), triplets, athough some genes have 9 triplets and other genes have 11 triplets. The
globular domain C varies in length from 12 to 21 amino acids and contains 2 conserved
cysteine residues. Certain of the genes encode a protein with a third cysteine residue at a
conserved position in this domain. The large helical domain D contains 40-42 (Gly-X-Y ),

triplets. This triple-helical region is interrupted near of the middle (Cox, 1990). Some proteins
contain 1 or 2 additional interruptions in this region. The interruptions of the protein sequence
vary from 2 to 8 amino acids in length. By analogy with vertebrate basement membrane
collagens, the interruptions may serve to make more flexible the triple-helices formed by
these proteins. The interruptions also may serve as sites for cross-linking. The fina globular
region, domain E, varies from 9 to 25 amino acids in length and contains a high proportion of
potential cross-linking amino acids. This domain aways contains 2 closely spaced cysteine
residues, one of which sometimes is the fina amino acid of domain D. Domain E aso
contains conserved tyrosine and lysine residues, often next to conserved cysteine residues
(Cox, 1990).

Biochemical studies indicate that cysteinee cross-links play an important role in stabilizing
collagens within the cuticle. Cuticle collagens typicaly contain 3% cysteinee residues. All of
the sequenced collagens have cysteinee residues in particular locations. Each protein has three
cysteinee residues in Domain A, immediately preceding the first block of (Gly-X-Y), repeats.

In addition, al of the proteins have at least two cysteinee residues in Domain C. Additional

cysteinee residues are present in certain of the proteinsin Domain A and C and in the (Gly-

X-Y), repeats. The positions of cysteinee residues appear to be a critical feature of the
collagen polypeptides (Kramer et al., 1982; Shamansky et al., 1989).

In addition to disulfide links, cuticle collagens are covalently joined to one another through
tyrosine-based cross-links, such as dityrosine and isotrityrosine, which involve 2 and 3
tyrosine residues, respectively (Fujimoto et al., 1981; Marti, 1991; Fetterer et al., 1993).

Trityrosine has not been detected, while isotrityrosine has been found only in nematodes.

Dityrosine and isotrityrosine cross-links presumably are formed by the action of peroxidases,

but it is not yet known where cross-linking occurs. Tyrosine-based crosslinks are probably
primarily responsible for the high molecular weight forms of cuticle collagens, as other types
of cross-links seen in vertebrate collagens, such as those involving lysine residues, have not
been detected (Cox, 1992). Lysine residues may play a role in covalent cross-linking of
collagen chains. Although some lysines are conserved in C. elegans collagens, the positions of
lysine residues are not as conserved as those of cysteinee residues (Kramer et al., 1982;

Shamansky et al., 1989).
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Fig. 13: Schematic representation of the general features of nematode cuticle collagens. The position of the
signal sequence and (Gly-X-Y), -triplet coding regions are indicated by solid and shaded rectangular boxes,
respectively. Non-triplet-coding amino acids are indicated by horizontal lines. Triangles denote additional
interruptions of the repeating (Gly-X-Y), sequence. Cysteinee residues are indicated by vertical linesand a C
(Cox, 1990).

7 Cuticular collagen gene families

Based upon structural and sequence similarities in their proteins, nematode genes encoding
cuticular collagens can be grouped into gene families (Cox, 1992). The average amino acid
homology between family members is typicaly 60-70%. Collagens within a family are more
similar to one another than to collagen of other families, regardless to which nematode species
they belong. The structural features which define the families are the location of cysteine
residues in domains A and E and the amino acid sequence of domain E. Collagens within a
family have cysteine residues at identical positions in domains A and E and highly similar, but
not necessarily identical sequences in domain E. A further family-specific feature, athough
not that stringent, is the conservation of tyrosine residues in domain E. The conservation of
these tyrosine residues makes them prime candidates for participating in dityrosine and

isotrityrosine cross-links (Cox et al., 1990).

The first nematode collagen genes to be isolated were cuticular collagen genes from the free-

living nematode Caenorhabditis elegans. The complete sequence of the C. elegans genome
indicates upwards of 150 distinct collagen genes. These genes show a common structure; they
are less than 3kb and encode proteins of about 300 amino acids, their transcription gives a
1000-1500-bp mMRNA.. They contain only one or two short introns that distinguish them from
most vertebrate introns. Nucleic acid sequence analysis of the C. elegans collagen genes has
shown that they can be grouped into six subfamilies (Fig. 14) (Johnstone, 1993). The
corresponding polypeptides differ in their overall length and in the organization of the Gly-X-

Y domains, but the greatest differences are seen in the positions of the conserved cysteinee
residues and in the amino acid sequences of three non-helical regions. The amino acid

sequence of the carboxyl terminus appears to be particularly representative for each of the six
subfamilies.

This subdivision into families is not unique to C. elegans. Genes that are closely related to the
different proposed groups in C.elegans have been described for various distantly related

nematode species (Johnstone, 2000). Studies were made on different nematode parasites like
A. suum (Kingston et al., 1989), H. contortus (Shamanski et al., 1989), B. malayi (Scott et al.,

1995), etc. These genes can also be classified into these families.
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The exact way in which the triple helical structure of collagen is formed is not clear. It is now
clear that the cuticular collagens have a characteristic triple-helical structure that is formed by
the association of 3 polypeptide chains but no study was done on the nature of these 3
polypeptide chains. It is known that these polypeptide chains consist of about 300 amino acids
but it is not known if these proteins are encoded by a unique gene. It is possible to find 3
polypeptide chains encoded by 3 different genes in the same triple helical structure.
Disulphide cross-links and non reducible cross-links could occur between polypeptide chains
issued from different genes. For cross-linking reasons, it seems evident that only proteins
issued from the same family can bind to each other in order to pack properly and to assume
the triple helical conformation. As no study was done on this subject only hypotheses can be
elaborated.
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Fig. 14: Representation of different classes of collagens. A. Schematic
representation of cuticular collagen. B. Comparison of different cuticular collagen
families. As described by Johnstone (1993), domains I, Il and 11l represent the
conserved clusters of cysteine residues, where cysteine residues are indicated by C
and the numbers indicate the amount of amino acids between adjacent cysteine;
domains IV and V contain triple helical regions plus additional non Gly-X-Y
sequences.

8 Immunoparasitological consideration

A successful control of nematode infections has been so far achieved locally, but generally
without permanent effects. Presently, the best form of individual prevention is avoidance of
contact with the infective stage of the parasites. In the case of lymphatic filariasis this would
be avoidance of mosquito bites by using repellants, mosquito nets and protective clothing,
while in the case of ascariasis, an amelioration of the sanitation conditions would certainly
decrease the prevalence of infection. This clearly indicates the need of further methods to
control nematode infections and it seems evident that the best preventive protection would be
a specific immunoprophylactic vaccine. A considerable number of scientists has been
involved in immunoparasitological research giving evidence that the immune system of the
host does not play a passive role during infection, but reacts with a number of immunological
events (Philipp et al., 1988).

By far the most often assessed function of the nematode cuticle is the excellent protection
against unfavourable environmental conditions, which in the case of parasitic nematodes are
the various host tissues, such as blood, lymphatics and intestines, and their associated immune
responses. Therefore, the components of the cuticle are predisposed to be a potential target for
avaccine. The antigens expressed on the nematode surface are likely to play an important role
in the molecular host-parasite interplay. In fact, such antigens have been shown to dicit
immunological responses (Maizels and Selkirk, 1988; Betschart 1990). Already in their
review of 1980, Ogilvie and coworkers have discussed the role of the complement, antibodies
and cell adherence as important immunological devices to control nematode infections
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(Ogilvieet al., 1980). Therefore the question of the exact nature of this surface, addressed by
many research workers (Betschart, 1990; Maizel et al., 1993), is still of interest. A better
understanding of the molecular nature of this surface is clearly required: The successful
establishment of the parasite within its host clearly depends on the composition of the cuticle
and on the interactions with the host immune system (Betschart, 1990; Bird and Bird, 1991).
With the exception of the cuticular collagens of the non-parasitic nematode Caenorhabditis
elegans (Cox, 1992), knowledge on the structural proteins of the cuticle of parasitic
nematodes is almost inexistent. In this context, the elucidation of the molecular structure of
the cuticle will increase our understanding of how surface antigens interact with the complex
host environment.

As the mgjor protein components of nematode cuticles are collagens, a study on these proteins
is of great interest. In infections with filarial nematodes, antibodies to collagenous proteins of
the cuticle naturally occur (Selkirk et al., 1989; Selkirk and Blaxter, 1990); while the latter
could be due to the exposure of these molecules to the immune system following both decay
and molting events of nematode parasites, it clearly indicates the immunogenic potential of
these molecules and their involvement in the immunological host-parasite interplay. This is
confirmed by the finding that collagen molecules of filarial parasites are early-recognized
parasite components in infections of laboratory animals (Betschart, unpublished data). This
indicates the need to investigate whether variable (poorly conserved) collagen domains could
be at least of potential use as (recombinant) antigens in differential diagnosis.

9 The aim of the present thesis

As outlined by Ogilvie and coworkers, the successful establishment of a parasite clearly
depends on the nature and outcome of the initial and ongoing molecular interactions between
the host and the parasite (Ogilvie et al., 1980). In parasitic nematodes, it is the cuticle that
stands in direct contact with the host environment and it is agreed that a better understanding
of the host-parasite interactions that take place on the cuticle will lead to an increased
knowledge on the importance of these interactions with respect to the course of disease
(Maizels and Selkirk, 1988).

The study during this thesis is concentrated on cuticular collagens. It was the overall aim of
the present thesis to contribute to the molecular identification of cuticular collagen
components of nematodes of medica importance. In particular the specific goals of the
present study were as follows:

Comparative study of the composition of three different nematode cuticular collagens
(A. suum, C. elegans and B. pahangi).

Study of the immunogenicity and antigenicity of the cuticular collagens in order to
clarify the specificity.

Molecular study of the collagen genes.

Production of recombinant collagens in order to study the characteristics of the
immunogenicity of these collagens.

Production of antibodies raised against the recombinant collagens in order to study the

specificity.

V. VYV V V

22



GENERAL INTRODUCTION

10 References

Betschart, B., (1990) Structure, molecular biology and immunology of the cuticle of parasitic
nematodes. Acta Tropica (Specia Issue; Betschart, B., ed.) 47, 251-418.

Betschart, B. and Wyss, K., (1990) Analysis of the cuticular collagens of Ascaris suum. Acta
Tropica47, 297-305.

Bird, A.F., (1971) The structure of nematodes. Academic Press, New Y ork.

Bird, A.F., (1980) In: Nematodes as Biologica Models (Val. 2; Zuckerman, B.M., ed.), pp
213-236. Academic Press, San Diego.

Bird, A.F., (1984) Biology of the integument, Nematoda. (ed. J. Bereiter-Hahn, G. Maltoltsy,
and S. Richards), vol.1, pp 212-233. Springer-Verlag, New Y ork.

Bird, A.F. and Bird, J,, (1991) In: The Structure of Nematodes, pp 44-77. Academic Press,
San Diego.

Campbell, W.C., (1985) Ivermectin: An update. Parasitology Today 1, 10-16.

Cassada, R.C. and Russell, R.L., (1975) The dauer larva, a post-embryonic developmental
arrest, inducible environmentally and genetically. In Developmenta biology; Pattern
formation and gene regulation (ed. D.M. McMahan and C.T. Fox), pp. 539-547. W.A.
Benjamin, Mento Park, California.

Cox, G.N., (1990) Molecular biology of the cuticle collagen gene families of Caenorhabditis
elegans and Haemonchus contortus. Acta Tropica 47, 269-281.

Cox, G.N., (1992) Molecular and Biochemical Aspects of Nematode Collagens. Journa of
Parasitology 78(1), 1-15.

Cox, G.N., Kusch, M. and Edgar, R.S., (1981a) Cuticle of Caenorhabditis elegans: Its
isolation and partia characterization. Journal of Cell Biology 90, 7-17.

Crompton, D.W.T., (1989) Biology of Ascaris lumbricoides. In: Ascariasis and its prevention
and control (Crompton, D.W.T., Nesheim, M.C., and Pawlowski, Z.S., eds.), pp 9-44. Taylor
& Francis, London.

Davis, A., (1985) Ascariasis. drugs and drug policy. In: Ascariasis and its public health
significance (Crompton, D.W.T, Nesheim, M.C., and Pawlowski, Z.S., eds.), pp 239-244.
Taylor & Francis, London.

Fetterer, R.H., Rhoads, M.L. and Urban, J.F., (1993) Synthesis of tyrosine-derived cross-links
in Ascaris suum cuticular proteins. Journal of Parasitology 79, 160-166.

23



CHAPTER 1

Fujimoto, D., (1968) Isolation of collagens of high hydroxyproline, hydroxylysine and
carbohydrate content from muscle layer of adult Ascaris lumbricoides and pig kidney.
Biochemica and Biophysica Acta 168, 537-543.

Fujimoto, D. and Kanaya, S., (1973) Cuticlin: a noncollagen structural protein from Ascaris
cuticle. Archives of Biochemistry and Biophysics 157, 1-6.

Fujimoto, D., Horiuchi, K. and Hirama, M., (1981) Isotrityrosine, a new cross-linking amino
acid isolated from Ascaris cuticle collagen. Biochemical and Biophysical Reasearch
Communication 99, 637-643.

Hamilton, R.G., (1985) Application of immunoassay methods in the serodiagnosis of human
filariasis. Reviews of Infectious Diseases 7, 837-843.

Johnstone, 1.L., (1993) The cuticle of the Nematode Caenorhabditis elegans: A complex
collagen structure. BioEssay 16, 171-178.

Johnstone, 1.L., (2000) Cuticle collagen genes expression in Caenorhabditis elegans. TIG
January 2000 16 (1), 21-27.

Josse, J. and Harrington, W.F., (1964) Role of pyrrolidine residues in the structure and
stabilization of collagen. Journa of Molecular Biology 9, 269-287.

Kilma, W.L., (1989) Sanitation in the control of ascariasis. In: Ascariasis and its prevention
and control (Crompton, D.W.T, Nesheim, M.C., and Pawlowski, Z.S., eds.), pp 289-300.
Taylor & Francic, London.

Kingston, B., Wainwright, SM. and Cooper, D., (1989) Comparison of collagen gene
sequences in Ascaris suum and Caenorhabditis elegans. Molecular and Biochemical
Parasitology 37, 137-146.

Kingston, |.B., (1991) Nematode Collagen Genes. Parasitology Today vol.7, no. 1.

Klass, M. and Hirsh, D., (1976) Nonaging developmental variant of C.elegans. Nature 260,
523-525.

Kramer, JM., Cox, G.N. and Hirsh, D., (1982) Comparisons of the complete sequences of
two collagen genes from Caenorhabditis elegans. Cell 30, 599-606.

Maggenti, A., (1981) General Nematology. Springer-Verlag New Y ork Heidelberg Berlin.
Maizels, RM. and Sekirk, M.E., (1988) Immunobiology of nematode antigens. In: The

Biology of Parasitism (Englund, P.T., and Aher, A., eds), pp 285-308. Alan R. Liss, Inc.,
New York.

24



GENERAL INTRODUCTION

Maizels, R.M., Blaxter, M.L. and Selkirk, M.E., (1993) Forms and functions of nematode
surfaces. Experimental Parasitology 77, 380-384.

Manson-Bahr, P.E.C. and Bell, D.R., (1987) Manson's tropical diseases. Nineteenth edition
chapter 21 p. 408.

Marti, S., (1991) Biochemische und immunologische Charakterisierung von Cuticlin, einem
Strukturprotein aus der Kutikula von Ascaris suum. PhD Thesis, Swiss Tropical Ingtitute,
Basal, Switzerland.

McBride, O.W. and Harrington, W.F., (1967) Ascaris cuticle collagen: On the disulfide
crosslinkages and molecular properties of the subunits. Biochemistry 6, 1484-1498.

Mehlhorn, H., (1988) Parasitology in Focus. Facts and Trends. (Mehlhorn, H., ed.), Springer-
Verlag, Heldelberg.

Molyneux, D.H., (1995) Onchocerciasis control in West Africa; current status and future of
the onchocerciasis control programme. Parasitology Today 11, 399-402.

Ogilvie, B.M., Philipp, M., Jungery, M., Maizels, R.M., Worms, M.J. and Parkhouse, R.M.E.,
(1980) The surface of nematodes and the immune response of the host. In: The Host Invader
Interplay (Van den Bossche, H., ed.), pp 99-104. Elsevier, Amsterdam.

Palmieri, et al., (1985) Evidence of possible natural infection of man with Brugia pahangi in
South Kalimantan (Borneo) Indonesia. Trop. Geogr. Med. Sep. 37(3), 239-244.

Pawlowski, Z.S. and Davis, A., (1985) Morbidity and mortality in ascariasis. In: Ascariasis
and its prevention and control (Crompton, D.W.T, Nesheim, M.C., and Pawlowski, Z.S,,
eds.), pp 289-300. Taylor & Francis, London.

Philipp, M., Davis, T.B., Storey, N. and Carlow, K.S.C., (1988) Immunity in filariasis:
Perspective for vaccine development. Annual Review of Microbiology 42, 685-716.

Piessens, W.F., Fuhrman, JA. and Vickery, A.C., (1990) Immunology of lymphatic filariasis.
In: Modern Parasite Biology, Cellular, Immunological, and Molecular Aspects (Wyler, D.J.,
ed.), pp 289-311. W.H. Freeman and company, New Y ork.

Politz, SM. and Philipp, M., (1992) Caenorhabditis elegans as a model for parasitic
nematodes: A focus on the cuticles. Parasitology Today 8, 6-12.

Pritchard, D.l., McKean, P.G. and Rogan, M.T., (1988) Cuticular collagen-a concealed target
for immune attack in hookworms. Parasitology Today 4(9), 239-241.

Scott, A.L., Yenbutr, P., Eisinger, SW. and Raghavan, N., (1995) Molecular cloning of the

cuticular collagen gene Bmcol-2 from Brugia malayi. Molecular and Biochemical
Parasitology 70, 221-225.

25



CHAPTER 1

Selkirk, M.E. and Blaxter, M.L., (1990) Cuticular proteins of Brugia filarial parasites. Acta
Tropica 1990 Jul; 47 (5-6), 373-380. Review.

Selkirk, M.E., Nielsen, L., Kdly, C., Partono, F., Sayers, G. and Maizels, R.M., (1989)
Identification, synthesis and immunogenicity of cuticular collagens from the filaria

nematodes Brugia malayi and Brugia pahangi. Molecular and Biochemica Parasitology 59,
229-246.

Shamansky, L.M., Pratt, K., Boisvenue, R.J. and Cox, G.N., (1989) Cuticle collagen genes of
Haemonchus contortus and Caenorhabditis elegans are highly conserved. Molecular and
Biochemical Parasitology 37, 73-86.

Singh, RIN. and Sulston, JE., (1978) Some observations on molting in C. elegans
Nematologica 24, 63-71.

Smyth, D.J, (1994) Introduction to Animal Parasitology. (Third Edition), Cambridge
University Press.

Subrahmanyam, D., (1987) Antifilariadls and their mode of action. Ciba Foundation
Symposium 127, 246-264.

Well, G.J,, (1990) Parasite antigenemia in lymphatic filariasis. Experimental Parasitology 71,
353-356.

Wharton, D.A., (1986) In: A Functional Biology of Nematodes (Calow, P., ed.), Croom Helm,
London and Sydney.

WHO, (2002) Bulletin of World Health Organisation 2002. 80 (1) 40-46. World Health
Organisation, Geneva.

Winkfein R.J.,, Pasternak, Mudry, T. and Martin, L.H., (1985) Ascaris lumbricoides:
Characterization of the collagenous components of the adult cuticle. Experimental
Parasitology 59, 197-203.

Wood, W.B., (1988) The Nematode Caenorhabditis elegans. Cold Spring Harbor Laboratory
Press.

Wright, K.A., (1987) The nematodess cuticle — Its surface and the epidermis. Function,
homology, analogy — A current consensus. Journal of Parasitology 73, 1077-1083.

26



CHAPTER 2. COMPARISON OF CUTICULAR COLLAGEN
PROTEINS OF DIFFERENT NEMATODES AND
ANALY SIS OF THEIR IMMUNOGENICITY

1 Introduction

The initial biochemical studies of cuticle collagens indicated that they are a heterogenous
mixture of proteins that varied in molecular weight among species and among developmental
stages of the same species. McBride and Harrington (1967) also suggested that cuticle
collagens formed triple-helices through a single polypeptide folding back on itself rather than
through the association of 3 separate polypeptide chains. The cloning and sequencing of
cuticle collagen genes revealed a quite different picture. Since the initial studies of Ascaris
cuticle collagens, biochemical studies of cuticle collagens have been reported for several other
nematodes, such as Panagrellus silusae (Leushner et al., 1979), C.elegans (Cox et al.,
19814), Meloidogyne incognita (Reddigari et al., 1986), Haemonchus contortus (Fetterer,
1989), O. volvulus, Dirofilaria immitis (Petralanda et al., 1991), B. malayi and B. pahangi
(Selkirk et al., 1989). In each nematode, cuticle collagen comprise a mixture of proteins with
molecular weights ranging from 30 kDa to greater than 200 kDa, when analyzed by SDS-
polyacrylamide gel electrophoresis (SDS-PAGE). The exact molecular weight of the collagen
species differ in different nematodes, but generally there are minor amounts of approximately
30 kDa species, more of 60-80 kDa species, large amounts of 90-120 kDa species, and again
minor amounts of higher molecular weight species (Cox, 1992). From molecular studies, it is
known that cuticle collagen genes encode approximately 30 kDa proteins, which indicates that
most, if not all of the higher molecular weight collagen species observed by SDS-PAGE are
cross-linked aggregates of 30 kDa proteins. The 60-80 kDa species and the 90-120 kDa
species represent 2 and 3 cross-linked collagen chains, respectively (Betschart and Wyss,
1990). The true picture is likely to be more complicated, because the exact molecular weights
of the collagen species are expected to vary depending upon which cuticle collagen genes are
expressed, the relative amount of cross-linking between proteins, and the location of the
cross-links in the polypeptide chains. Moreover it seems that additional cross-links allow the
association of polypeptide chains in a head-to-tail or a head-to-head orientation. These long
fibers interact with each other to form the multilayer cuticle (Cox, 1992). All these parameters
influence the migration properties of collagens in polyacrylamide gels.

In this chapter, studies are focused on the comparison of the protein profiles of three different
nematode cuticular collagens: A. suum, C. elegans and B. pahangi. As no comparison of these
three different protein profiles was published till today, this analysis is done in order to verify
the presence of the three forms (monomer, dimer, trimer) in these three species and aso to
verify the presence of cross-links between the polypeptide chains. The collagenous nature of
these cuticular proteins is aso demonstrated using enzymatic digestion by collagenase and
pepsin.

The second part of this chapter is based on the immunogenicity and the antigenicity of the
cuticular collagens in order to clarify the specificity. As the cuticle of nematodes is in direct
contact with the host, an immunological study on the cuticle seems to be interesting. As
mentioned in the general introduction, the major protein components of nematode cuticles are
nematode specific collagen. Although the cuticular collagens are usually not directly exposed
to the host immune system, some collagenic fragments from the old cuticle are present in
blood during each molt, therefore accessible to the cells of the immune system. For that
reason the studies of the immunogenicity of cuticular collagen are undertaken. Any substance
eliciting an immune response is said to be immunogenic and is called an immunogen. Thereis
a clear operationa distinction between an immunogen and an antigen. An antigen is defined
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as any substance that can bind a specific antibody. All antigens therefore have the potential to
elicit specific antibodies, but some need to be attached to an immunogen in order to do so.
This means that athough all immunogens are antigens, not all antigens do possess
immunogenic properties (Janeway, Travers, Walport and Capra, 1994).

The specificity of the cuticular collagen antibodies is also of interest. Antisera contain many
different antibody molecules that bind to the immunogen in dightly different ways. Some of
them are cross-reactive. A cross-reaction is defined as the binding of an antibody to an antigen
other than the immunogen; most of them generally cross-react with closely related molecules.
Some of them indicate the presence of cross-reactivity. These cross-reacting antibodies can
create problems, when the antiserum is used for the detection of a specific antigen. Thisis one
reason to study the specificity of cuticular collagen antibodies. Moreover, it is known (Selkirk
et al., 1989) that antibodies against cuticular collagens have been detected in patients infected
with nematode parasites. The production of antibodies raised against A. suum cuticular
collagens, the study of their specificity and the study of cross-reaction with cuticular collagen
of other nematodes will be discussed.
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2 Materials and methods

2.1 Parasites

Adult Ascaris suum worms were received from a local daughterhouse and stored at —20°C.
The C. elegans worms (strain Daf 7; kindly provided by Dr. Fritz Mdller, University of
Fribourg, Switzerland) were grown according to the method described by Sulston & Brenner
(1974).

Brugia pahangi were kindly provided by Dr. E. Deveney (Department of Veterinary
Parasitology, University of Glasgow, UK).

2.2 Protein extraction

The cuticles from adult A.suum were isolated by freezing the worms several times and then
removing the cuticle mechanically (Fujimoto and Kanaya, 1973; Marti, 1991). The cuticle
fragments were cut into pieces and incubated 2 minutes at 100°C, then treated overnight at
room temperature in SDS 1% and 125mM Tris-HCI pH of 6,8. Cuticles were then centrifuged
at 4°C (15 minutes at 10'000g). The residue was boiled during 2 minutes (in 125mM Tris-HCI
pH 6,8; 1% SDS; 5% 2-ME) before its incubation overnight at room temperature. The
supernatant containing the collagen proteins was recovered after centrifugation at 4°C (15
minutes at 10'000g) and dialyzed overnight in 5% 2-ME (Cox et al., 1981a; Betschart, 1990).
C. elegans were briefly washed in cold phosphate buffered saline (140 mM NaCl, 100mM
phosphate buffer pH 7,4), sonicated in 125mM Tris HCI, pH 6,8, ImM EDTA, ImM PMSF,
1% SDS, 5% 2-ME and stirred for 4 hours at 4°C. The extraction of the collagen proteins was
made as for A. suum (Cox et al., 1981a).

Cuticular proteins of Brugia pahangi were prepared by Bisoffi (1995). The protocol was the
same used for C. elegans. However the proteins correspond to a soluble extract of nematodes
and not to collagen extract only.

2.3 Sample of proteins

The quantification of the proteins was made by gravimetry. The protein samples were
dialysed, freeze-dried, weighted and resuspended into the appropriate buffer (125mM Tris-
HCI pH 6,8; 1% SDS; 5% 2-ME) at a concentration of 1mg/ml.

2.4 SDS-PAGE (Sodium Dodecyl Sulfate Polyacrylamide Gel
Electrophoresis)

Soluble collagens of A. suum (Img/ml) were analyzed by polyacrylamide gel electophoresis
in the presence of sodium dodecyl sulfate (SDS-PAGE, MiniGel: Bio Rad Laboratories).
Samples prepared under reducing condition were boiled for 3 minutes in SDS polyacrylamide
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gels sample buffer (62,5 mM Tris-HCI, pH 6,8, 10% glycerol, 2% SDS, 5% 2-ME). Collagen
proteins were loaded onto the gel. Each well contained 15ug of cuticular collagen. The
stacking gel was composed of 3,5% acrylamide and the separating gel 12% acrylamide.
Electrophoresis was carried out at 100-150 Volts in electrode running buffer (25 mM Tris,
192mM glycine, 0,1% SDS; pH 8,3) until the coloured dye contained in the loading buffer
(Sambrook, et al., 1989) reached the end of the gel. One well contained 5ul of a molecular
weight marker (Bio Rad, Broad range molecular marker).

After fixation of the proteins (25% Isopropanol, 10% Acetic acid), the gel was stained with
Coomassie blue solution (0,1% Coomassie blue in 50% Methanol, 10% Acetic acid). Finally
the detection of separated protein bands was obtained by fading the gel in a solution of 5%
methanol, 7% Acetic acid (Sambrook et al., 1989).

2.5 Collagenase treatment

High purity collagenase from Clostridium histolyticum (Sigma type VII, Switzerland) was
used for the digestion of the dissolved proteins. 15 g of collagen proteins were treated with
0,6 g of enzyme and the experiment was performed for various periods of time at 37°C in 10
mM Tris-HCl, pH 7,5, 10 mM calcium chloride (Selkirk et al. 1989).

The reactions were terminated by addition of a protein loading buffer (62,5 mM Tris-HCI, pH
6,8, 10% glycerol, 2% SDS, 5% 2-ME) followed by heating the samples for 2 minutes at
100°C. Samples were submitted to usual electrophoresis.

2.6 Pepsin treatment

0,6 pg of Pepsin from hog stomach (Fluka) was used to treat 15 pg of collagen protein. The
reaction was performed for various times at 37°C in 10 mM Tris-HCI, pH 7,5, (Selkirk et al.
1989).

Digestions were terminated diluting the samples into protein loading buffer (62,5 mM Tris-
HCl, pH 6,8, 10% glycerol, 2% SDS, 5% 2-ME) and heating the samples for 2 minutes at
100°C. Samples were submitted to usual electrophoresis.

2.7 Antisera

A polyclonal antiserum raised against cuticular collagen proteins of adult A. suum was
produced in Balb/c mice using cuticular collagen extracts of adult A. suum, prepared
according to Fujimoto and Kanaya (1973) and isolated from polyacrylamide gels (Marti,
1991).

A polyclonal antiserum raised against cuticular collagen proteins of adult B. pahangi
nematodes was provided by Dr. M.E. Selkirk, Imperial College of Science, London, UK. The
cuticular collagens from adult B. pahangi were isolated essentially as described for C. elegans
(Cox et al., 19814). The soluble material was used to immunize rabbits according to standard
protocols (Maniatis et al., 1982). This polyclonal antiserum was named B. pahangi (a-205).

30



CHAPTER 2

An afinity-purified anti- Bpcol-1 antibody, named Bpcol-1 (a-19-1) was kindly provided by
Bisoffi (1995). The denomination 19-1 corresponds to the clone used to produce the
recombinant cuticular collagen protein Bpcol-1. The clone (19-1) codes for cuticular
collagens.

Human sera from infected patients kindly provided by Yves Moosman from the Diagnostic
Parasitaire, University of Neuchéatel, Switzerland. The list of the sera used in this work is
presented in Table 1.

Name Primary antibodies Secondary antibodies
(Nordic Immunological Laboratory)
a30colA.s Mouse/anti  A.suum  cuticular|Goat/anti-mice (IgG, H+L) peroxidase
collagen30kDa

a50-70colA.s [Mouse/anti A.suum cuticular|Goat/anti-mice (1gG, H+L) peroxidase
collagen 50-70kDa
a120colA.s Mouse/anti  A.suum  cuticular|Goat/anti-mice (IgG, H+L) peroxidase
collagen 120kDa
CD68 Human (Ascaris lumbricoides) |Goat/anti-human (1gG, Fc) peroxidase
Bpcol-1 (a-19-1)|Mouse/anti  Brugia  pahangi|Goat/anti-mice (1gG, H+L) peroxidase
cuticular collagen specific gene

Bpcol-1
B. pahangi Rabbit/anti  Brugia pahangi|Goat/anti-rabbit (IgG, H+L) peroxidase
(a-205) cuticular collagen

Table 1: List of primary and secondary antibodies that were used during the research.

2.8 Purification of proteins by electroelution.

The Schleicher & Schuell Biotrap® system is an electroseparation method designed for the
rapid isolation and purification of macromolecular samples from fractionating gels or
solutions. In that system, protein solutions are filtered through a set of selective membranes
under the driving force of an electric field. This process yields highly pure, concentrated
isolates.

The gel containing the requested proteins is separated from the support by the aid of a scalpel
and introduced into the gutter of the Schleicher & Schuell system (Bio Rad). The gutter
contains two different membranes. The BT1 membrane is impermeable to proteins and the
BT2 contains pores of 0,8um. The electroelution was made according to the protocol
delivered by the distributor of the system. After the migration (16 hours at 100volts) in
electrode running buffer (25 mM Tris; 192mM glycine, 0,1% SDS; pH 8,3) the purified
protein solutions were recovered from the accumulation compartment.

The proteins were then precipitated with acetone (5X the initia volume). After 15 min
centrifugation at 4°C, the pellet of proteins was weighted and then suspended in 1X PBS
buffer (140mM NaCl, 100mM phosphate buffer pH 7,4) at a final concentration of 1mg/ml
and conserved at —20°C.
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2.9 Immunization

The production of antibodies is made using Balb/c mice (animalhouse from the Institute of
Zoology of Neuchéte!).

Before the immunization process, a blood sample of 100ul was taken from the mice as a
negative control by a retro orbital puncture. Balb/c mice were immunized by a subcutaneous
injection of 100ug antigen in Freund's incomplete adjuvant followed by another similar
subcutaneous immunization every 2 weeks. The blood was recovered 2 months after the initial
immunization by bleeding the mice. The blood was then incubated at room temperature
during a few hours and then centrifuged for 10 minutes at 3000 rpm. Sera containing the
antibodies were recovered and frozen at —20°C.

To produce antibodies raised against cuticular collagen of A. suum, the mice were immunized
separately with cuticular collagen proteins of different molecular sizes. Three kinds of sera
were produced: sera containing antibodies raised against cuticular collagen from 90-120 kDa,
named a-120colA.s, sera containing antibodies raised against cuticular collagen from 50-70
kDa, named a-50-70colA.s, and sera containing antibodies raised against cuticular collagen
from 30 kDa, named a-30colA.s.

2.10 Immunodetection of cuticular collagens

Transfer of proteins to cellulose nitrate 0,45um membrane (Schleicher & Schuell BA85) was
accomplished by applying 2mA/cnt of gel, for 45 minutes, in a solution of 20 mM Tris-HCI
pH 7,5, 25 mM Glycine 1,3 mM SDS, 20% Methanol (Lammli, U.K., 1970; Sambrook, et al.,

1989). After transfer (Trans-Blot Semy-Dry Transfer Cell, Bio Rad) the non-specific sites
were blocked by incubating the membrane for 45 min at room temperature with 5% powdered
milk (Rapilait Migros) diluted in TBS. The membrane was incubated overnight at room
temperature in a solution of TBS-1% powdered milk containing the primary antibody at a
final concentration of 1:100. After washing twice with TBS plus 0,05% Tween, the antigen-

antibody complexes on the nitrocellulose paper were analyzed by secondary antibodies. The
membrane was incubated for 2 hours at room temperature with a second antibody coupled to
peroxidase (Nordic Immunological Laboratory) diluted 1:1000 in TBS-1% powdered milk.

After washing, the revelation was performed with a colouring solution. Finally the membrane
was washed with water and dried. All steps were performed at room temperature with
moderate shaking.

TBS (Tris Buffered Saline): 20 mM Tris-HCI pH 7,5;
500 mM NaCl
TTBS (Tween TBS): TBS; 0,05% Tween-20
Powdered milk-TBS 1 % and 5%: TBS; 1% and 5% of powdered milk
Colouring solution: TBS; 500pg/ml 4-chloro-1-naphtol (in Methanol);

0,015% H,0O2
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3 Results

3.1 The extraction of A. suum cuticular collagen proteins

The analysis by SDS polyacrylamide gels from samples of different extraction stages of A.
suum cuticular collagens gives very different protein profiles. After a first treatment with
SDS, the obtained profile of the supernatant gives a lot of bands from 20 kDa to more than
200 kDa. Stronger bands are visualized around 200 kDa and 116 kDa. The second sample
corresponding to the supernatant after treatment with 2-ME gives a band of 30 kDa, a series
of bands aroud 60-90 kDa and a series of bands around 120-200 kDa. The second treatment
with 2-ME reveals three main bands of 30, 66 and 120 kDa. Other bands appear but less
strongly. The band of 200 kDa appears very weakly (Fig. 1).

200 kDa | | Fig.1: Polypeptide pattern of cuticular
116 kDa extracts of A. suum after separation on
97 kDa 12 % SDS-polyacrylamide gels. Lane 1:

66 kDa Marker; lane 2: Cuticle treated with
SDS 10 %; lane 3 and 4: First and
second treatment with 2-ME (Fujimoto
and Kanaya, 1973). The values in kDa
correspond to the size of the molecular
marker  (Bio-Rad, Broad range
molecular marker).

45 kDa

30 kDa

21 kDa

3.2 Comparison of soluble cuticular protein profiles of A. suum, C.
elegans and B. pahangi

Analysis by electrophoresis on 12 % sodium dodecy! sulfate polyacrylamide gel of the protein
profiles for the parasites A. suum, B. pahangi and the free-living nematode C. elegans was
carried out (Fig. 2). The protein extracts were prepared according to the protocols described in
materials and methods (see page 28).

Among A. suum, the protein profile alows to distribute the proteins into 3 different groups
corresponding to the collagen sizes. 30 kDa, 50-70 kDa, 90-120 kDa. A weaker band appears
around 200 kDa. In comparison with the protein profile of A. suum different bands appear for
C. elegans and B. pahangi. Among C. elegans, the main bands appear around 90-120 kDa. A
band is also present around 200 kDa. Weaker bands are present around 50-70 kDa. No band
appears at 30 kDa. Among B. pahangi, a lot of supplementary soluble proteins are present. A
digestion with collagenase will confirm the nature of these bands. However, series of bands
appear in the four groups described in the introduction. The bands around 200 kDa are more
visible than those observed among A. suum. A supplementary band is present around 45 kDa.
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200kDa Fig.2: SDS polyacrylamide gel
116KkDa 12 .%. Soluble cuticular
97 kDa proteins from adult nematodes,
extracted in presence of 2-
66 kDa mercaptoethanol.  Lane 1
Marker; lane 2: A. suum adults;
45kDa lane 3: C. elegans adults; lane
4. B. pahangi total cuticle
extract. The vaues in kDa
correspond to the size of the
30kDa molecular marker (Bio-Rad,
Broad range molecular
marker).
21kDa

3.3 Collagenase and pepsine digestion

The analysis by SDS polyacrylamide gels of soluble cuticular proteins of A. suum, B. pahangi
and C. elegans shows different profiles after digestion with collagenase or pepsine (Fig.3).

In A. suum, the bands around 90-120 kDa are no longer present after the digestion with
collagenase. The bands around 50-70 kDa are still present but the intensity of the bands is
weaker. Moreover a lot of supplementary bands appear from 20-50 kDa, bands that were not
present before the digestion with collagenase. For the digestion with pepsine, the bands
present in the four main groups discribed in the introduction are till present but the intensity
of the bands is weaker. Moreover alot of different bands appear from 30-120 kDa.

In C. elegans, the digestion with collagenase shows that the 200 kDa bands and the bands
around 90-120 kDa are weaker than those observed before the digestion. As for A. suum, a lot
of supplementary bands appear in the smaller molecular weights. The digestion with pepsine
shows bands of weaker intensity around 120 kDa.

In B. pahangi, the digestion with collagenase shows that the 200 kDa bands are not present
after the digestion. The band around 45 kDa is digested with collagenase. The bands around
90-120 kDa and 50-70 kDa are weaker but still present. As for A. suumand C. elegans, a lot
of supplementary bands appear in the smaller molecular weight range. Except in the intensity
of the bands, the digestion with pepsine shows no difference between the proteins that are not
digested with those that are digested.

The sensibility of the proteins towards collagenase and pepsine digestion confirms that the
proteins extracted corresponded to cuticular collagens having a polar and triple helical helix.
As a negativ control, the marker was also digested with collagenase and pepsin.
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Fig. 3: Collagenase and pepsin digestion. Lane 1: Marker; lanes 2-3: Marker digested respectively with
collagenase and pepsin; lanes 4-5-6: A. suum collagen protein profiles; lanes 7-8-9: Collagen protein
profiles of C. elegans lanes 10-11-12: Cuticular protein profiles of Brugia pahangi; lanes 5,8,11:
Proteins digested with collagenase. Lanes 6,9,12: Proteins digested with pepsin. The values in kDa
correspond to the size of the molecular marker (Bio-Rad, Broad range molecular marker).

3.4 Immunoblot on A. suum cuticular collagens using several
produced antisera

Antiserum a120colA.s, produced via A. suum cuticular collagen of 120 kDa, recognizes
different A. suum cuticular collagen proteins of different sizes. Numerous bands were
observed around 90-120 kDa and two bands around 60-66 kDa. Two bands appear around 40-
45 kDa. A weaker band appears at 30 kDa. For the immunoblot made with the primary
antisera a-50-70col A.s and a-30col A.s the same bands are recognized. The reactions are very

weak with the antiserum a-30colA.s (Fig. 4).
In parallel, immunaoblot on A.suum cuticular collagen digested with collagenase were made

with the three different antisera (Fig. 5). The antiserum a-120colA..s still reacts with proteins
with molecular weight around 60-66 kDa, 45 kDa and 30 kDa. Same results are observed with
the antisera a50-70colA.s and a30colA.s. However the reactions are very weak with

antiserum a-30colA.s.

Fig. 4: Immunoblot on A. suum cuticular
200kDa collagen. Lane 1. Marker; Cuticular
13‘73 tga collagens of A. suum were analyzed in SDS-

a PAGE (lane 2) and electroblotted onto
66 kDa nitrocellulose (lanes 3-4-5). Immunoblots

were performed using a-120colA.s (lane 3),

a-50-70colA.s (lane 4) and a-30colA.s (lane

45kDa 5). The values in kDa correspond to the size
of the molecular marker (Bio-Rad, Broad
range molecular marker).

30kDa
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200kDa 1R Fig. 5. Immunoblot on A. suum cuticular
13? igg ra e, A collagen digested with collagenase. Lane 1:
| Marker; A. suum cuticular collagens
66 kDa { digested with collagenase were analyzed in
- | SDSPAGE (lane 2) and electroblotted
45kDa onto  nitrocellulose  (lanes  3-4-5).
| Immunoblot were performed using a
120colA.s (lane 3), a-50-70colA.s (lane 4)
- | and a30colA.s (lane 5). The valuesin kDa
30kDa | correspond to the size of the molecular
{ ‘ marker (Bio-Rad, Broad range molecular

1 2 3 4 5 marker).

3.5 Crossreactions of different antisera

Immunaoblot on A. suum cuticular collagens with a120colAs and B. pahangi (a-205) show
bands around 90-120 kDa, 60-66 kDa and 30 kDa. The reaction is stronger with B. pahangi
(a-205) where additional bands appear from 40-60 kDa. The bands appear less intensively
with human sera and the band around 30 kDa is not visible. No reaction is formed with Bpcol-
1(a-19-1) (Fig. 6).

Immunaoblot on C. elegans cuticular collagens with B. pahangi (a-205) show a lot of reactions
around 60-200 kDa. Reaction with a120colAs serum shows 2 bands around 60-66 kDa and 3
bands around 90-120 kDa. A band around 30 kDa is also present. Reaction with human sera
reacts around 60-66 kDa and weakly around 90-120 kDa. A band is also present around 30
kDa. No reaction appears with the serum Bpcol-1 (a-19-1) (Fig. 7).

Immunaoblot on B. pahangi cuticular collagen show strong reaction with B. pahangi (a-205)
around 90-120 kDa, 60-66 kDa, 45 kDa and 30 kDa. Reaction around 120 and 66 kDa appears
with Bpcol-1 (19-1) (Fig.8).

200kDa Fig. 6: Immunoblot on A. suum cuticular collagen. Lane 1:

116KkDa Marker; Cuticular collagens of A. suum were analyzed in SDS-

97 kDa PAGE (lane 2) and electroblotted onto nitrocellulose (lanes 3 to

66 kDa 6). Immunoblot were performed using a-120colA.s (lane 3), B.
pahangi (a-205) (lane 4), Bpcol-1 (a-19-1) (lane 5). Lane 6
corresponds to the immunoblot obtained with human sera CD

45kDa 68. The values in kDa correspond to the size of the molecular
marker (Bio-Rad, Broad range molecular marker).

30kDa
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200kDa

116kDa
97 kDa
66 kDa

45 kDa

30 kDa

200kDa

116 kDa
97 kDa

66 kDa

45 kDa

30kDa

Fig. 7: Immunoblot on C. elegans cuticular collagen. Lane 1:
Marker; Cuticular collagens of C. elegans were anayzed in
SDS-PAGE (lane 2) and electroblotted onto nitrocellulose
(lanes 3 to 6). Immunoblot were performed using a-120colA.s
(lane 3), B. pahangi (a-205) (lane 4), Bpcol-1 (a-19-1) (lane 5).
Lane 6 corresponds to the immunoblot obtained with the
human sera CD 68. The valuesin kDa correspond to the size of
the molecular marker (Bio-Rad, Broad range molecular
marker).

Fig. 8: Immunoblot on B. pahangi cuticular proteins. Lane 1:
Marker; Cuticular collagens of B. pahangi were analyzed in
SDS-PAGE (lane 2) and electroblotted onto nitrocellulose
(lanes 3-4). Immunoblot were performed using B. pahangi (a-
205) (lane 3), Bpcol-1 (a-19-1) (lane 4) The values in kDa
correspond to the size of the molecular marker (Bio-Rad,
Broad range molecular marker).

37



COMPARISON OF CUTICULAR COLLAGEN PROTEINS OF DIFFERENT NEMATODES AND ANALY SIS OF
THEIR IMMUNOGENICITY

4 Discussion

4.1 Comparative study of the protein profiles of different cuticular
collagens

The analysis by SDS polyacrylamide gel of the extracted collagens from adult A. suum shows
that the major structural components of the cuticular matrix consist of a set of proteins of
various molecular weights ranging from 30 kDa to greater than 200 kDa. The exact molecular
weights of the collagen species differ between the three different nematodes, but the
predominant ones are usually between 90 and 120 kDa. These results are in accordance with
those observed by Betschart and Wyss, (1990). They observed that the extracted collagen
from adult A. suum can be separated by SDS polyacrylamide gel into four major groups of
polypeptides with apparent molecular masses of 30 kDa, 50-70 kDa, 90-120 kDa and >200
kDa. They aso demonstrated that a densitometric evaluation shows a proportiona
relationship between these four groups of 1:2:6:1 with the 90-120 kDa group as the most
prominent one. They concluded, that in the cuticles of adult worms of A. suum the collagen
molecules are present in the form of monomers, dimers and trimers. The monomers are the 30
kDa polypeptides found in the SDS polyacrylamide gel, the dimers are represented by the
group of polypeptides between 50-70 kDa and the trimers by the group of 90-120 kDa
polypeptides. In addition to disulfide cross-links, cuticular collagens are covaently joined to
one another through tyrosine-tyrosine cross-links. These non-reducible cross-links must
probably occur between polypeptides in different triple-helices in order to account for the

molecular weight species >200 kDa observed by SDS polyacrylamide gel (Cox 1992).

Therefore tyrosine cross-links are primarily responsible for the high molecular weight forms

of cuticle collagen proteins detected by SDS polyacrylamide gel. (Cox, 1992).

It has been shown that cuticular collagen genes encode approximately 30 kDa proteins,

confirming that most, if not all, of the higher molecular weight collagen species observed by

SDS polyacrylamide gel are cross-linked aggregates of 30 kDa proteins (Betschart and Wyss,

1990).

The comparison of the protein profiles of C. elegansand B. pahangi with those of A. suum

reveals similarities:

1. The mgor structural components of the cuticular matrix consist of a set of proteins of
various molecular weights ranging approximately from 30 kDa to greater than 200 kDa.

2. The four magor groups of polypeptides described for A. suum are aso present for C.
elegans and B. pahangi. The SDS polyacrylamide gel analysis of C. elegans does not allow
confirming the presence of collagen around 30 kDa. However immunoblots show the
presence of a band around 30 kDa. A collagenase digestion should be done to confirm the
nature of this band.

3. The principle of monomer, dimer and trimer is also present in C. elegans and B. pahangi
and the principle of disulfide cross-links and non reducible cross-links are aso valid.
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Also Cox et al., (1981) were not able to demonstrate proteins around 30 kDa in C. elegans.
They have demonstrated that the cuticular soluble proteins of C. elegans adults are always
above 50 kDa. Smaller proteins were however isolated among larvae. The nature of these
proteinsis still unknown, but it seems that these proteins are resistant to collagenase digestion
(Cox et al,. 1981).

As the molecular studies made on C. elegans cuticular collagen genes demonstrated that their
genes encode also approximately 30 kDa proteins it can be concluded that all proteins are
rapidly cross-linked into aggregates of > than 30 kDa proteins.

An important difference is also present in the densitometric evaluation showing a proportional
relationship between the four groups of polypeptides. The values observed by Betschart and
Wyss (1990) for A. suum do not correspond with the intensity of the protein profile of C.
elegans and B. pahangi. No densitometric evaluation was done during this work but a first
observation allows concluding that the proportion 1:2:6:1 is not correct for C. elegans and B.
pahangi.

Another difference is the fact that bands around 40-50 kDa are present in C. elegans and B.
pahangi. The collagen nature of these soluble cuticular proteins was confirmed by the use of
enzymes like collagenase or pepsine. As mentioned by Cox (1990), al soluble cuticle proteins
of the adult nematodes are degraded by bacterial collagenases, thus indicating their origin. A
digestion with collagenase destroys all the helical zones of the collagen, therefore providing a
different protein profile on SDS polyacrylamide gel.

As the pepsin destroys all globular regions of cuticular collagen proteins, a change in the
protein profiles after treatment with pepsine indicates the cuticular nature of these collagens.
Cox observed that treatment of the proteins with pepsin reduces the molecular weights of the
2 major collagen species from 100 and 90 kDato 77 kDa, which corresponds to a decrease of
14 to 23% of the molecular weight (Cox 1992).

Results of these digestions on collagen proteins alow confirming the cuticular collagen nature
of these proteins.

4.2 Immunogenicity of A. suum cuticular collagens

The production of antibodies against A. suum cuticular collagens of different size categories
allows confirming the immunogenicity of these antigens. The presence of antibodies reveals
that the mice produced an immune response against cuticular collagens and that cuticular
collagens are antigens that possess immunogenic properties.

Immunoblots performed with the three different antisera (a-120colA.s, a-50-70colA.s, and a-
30colA.s) gave the same results except in the intensity of the bands. The immunogenicity of
the cuticular collagen proteins is increased in the dimer and trimer forms.

To ensure that the produced antibodies react against cuticular collagens, an immunoblot on A.
suum cuticular collagens was performed after a digestion with collagenase. Results showed
that antisera also reacted with the digested proteins. The bands are very similar to those
discussed in paragraph 3.3, and indicate a very similar protein profile.

As a conclusion, the three different antisera bind to the same epitopes independently from the
fact that they came from monomer, dimer or trimer. Collagens in the form of monomer, dimer
or trimer are immunogenic and the antibodies they induced, when injected into mice, react in
the same way with cuticular collagen of A. suum.
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Perhaps a natural polymerization occurred spontaneousely during the immunization procedure
so that the result might represent antibodies produced against a partially polymerized
immunogen.

4.3 Specificity of the produced antibodies

The use of the produced antibodies for immunoblots on C. elegans cuticular collagens reveas
the non-specificity of the antibodies to their immunogen. The produced antibodies are not
specific against A. suum cuticular collagens because they also react with C. elegans cuticular
collagen. However the immunoblot results are not the same when performed with the different
antiseraa-120colA.s, B. pahangi (a-205) and CD 68. Therefore a certain degree of specificity
IS present.

Immunoblot on C. elegans cuticular collagen with antisera a-120colA.s and CD 68 reveal the
presence of a band around 30 kDa that probably indicates the presence of the monomer form
(Fig. 7). The presence of this band is surprinsing because no band was observed on SDS
Polyacrylamid gel. The higher sensibility of the immunoblot can explain the presence of this
band.

Immunaoblot on B. pahangi cuticular proteins using different antisera reveals different profiles
(unpublished results). Antisera a-120colA.son B. pahangi cuticular proteins revealed several
bands, which indicates that it is not specific (unpublished results). Antisera Bpcol-1 (a-19-1)
did not react with cuticular proteins of C. elegans. However immunoblot of Bpcol-1 (a-19-1)
on B. pahangi cuticular collagens were positive. This observation confirms the specificity of
the antiserum Bpcol-1 (a-19-1) for B. phangi. No cross-reaction is observed with A. suum or
C. elegans cuticular collagens.

All these antibodies except the Bpcol-1 (a-19-1) are not specific. As the cuticular collagens of
nematodes are quite similar in their structure and show an important homology in their
sequences, it is not surprising that antibodies against a specific cuticular collagen react with
several cuticular collagens. On the contrary, an antiserum produced on the basis of a
recombinant protein (Bpcol-1) was specific. A more detailed study on the specificity of the
antiserum Bpcol-1 (a-19-1) is performed in the following chapters.
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CHAPTER 3: ARE THERE IDENTICAL COLLAGEN GENES IN
DIFFERENT NEMATODES ?

1 Introduction

According to the results obtained in the previous chapter, our interest was focused on the gene
Bpcol-1, a gene that codes for B. pahangi cuticular collagen. The isolation and the
characterization of this gene were done by Bisoffi (Bisoffi and Betschart, 1996). They
determined the sequence of the Bpcol-1 gene, after its cloning into the sequencing vector
M13mp 18/19, by the dei-deoxy chain-termination method (Sanger et al., 1977). They
described the existence of a coding sequence of 657-bp, whose sequence analysis revealed an
open reading frame encoding 218 amino acids. The calculated molecular weight of this
polypeptide is 24 kDa. 156 amino acids of Bpcol-1 represent (Gly-X-Y), triple-helical motifs,
which are typical for collagens (bolded in Table 1). The proline content within the triple-
helical motifs of Bpcol-1 is 29,5%. Those motifs are interrupted by short stretches of 4-18
amino acids that depart from a repeating (Gly-X-Y), sequence. That protein structure has been
shown to be typical for collagen proteins of the cuticle of severa nematode species (Cox,
1992). However the gene Bpcol-1 discovered by Bisoffi was not complete. Martin and
coworkers isolated from B. pahangi a 273-bp fragment (Martin et al., 1996). Their clone
corresponds to the missing part of the gene Bpcol-1. During his manipulations, Bisoffi used
the EcoRI restriction site for insertion into the vector M13. This site was aso present inside
the gene Bpcol-1, so that only a part of the Bpcol-1 gene was inserted into the vector.
According to the results obtained by Martin and coworkers, the final sequence analysis of the
complete Bpcol-1 gene revealed an open reading frame coding 289 amino acids. The deduced
amino acid sequence is shown in Table 1. The calculated molecular weight of this polypeptide
is around 30 kDa that corresponds to the size of the monomer for cuticular collagens.
As described by Johnstone, (Johnstone, 1993), cuticular collagen genes are divided into six
classes. The predicted protein sequence of Bpcol-1 presented the organization of cysteines and
of typical triple helical regions of the class B collagens (see page 20). The last nine amino
acids of the carboxyl end of the C terminus were also in total agreement with those of class B
collagen (Kramer, 1994) (Table 1). Among numerous genes of the class B, the three genes
Ascol-C (Di Mito and Betschart, 1999), Bpcol-1 (Martin et al., 1996) and Bmcol-2 (Scott et
al., 1995) were choosen for the studies in this chapter. These three genes belong to the three
different parasite nematodes A.suum, B. pahangi and B. malayi. The choice of these three
genes was made by the fact that they are genes that encode cuticular collagens of parasite
nematodes and that they belong to the same class of gene and their product have a high
percentage of homology in their amino acid sequences. The word “gene’ is used as a generd
term even if it consists of the coding sequence of the gene.
Studies made by Di Mito and Betschart (1999) alow isolating and characterizing a new gene
encoding cuticular collagen proteinsin A. suum. They determined the sequence of this gene,
named Ascol-C. They found that the overall nucleotide homology between Ascol-C and
Bpcol-1 was 70% and the overall amino acid homology was 77 %.
According to the results found in the previous chapter, antibodies Bpcol-1 (a-19-1) are
specific to B. pahangi, it will be interesting to see if the gene Bpcol-1 can also be found in A.
suum. This will not exclude the specificity of the Bpcol-1 protein but will allow a better
understanding of the formation of the collagen triple helix structure.
The comparison of amino acid sequences of Ascol-C, Bpcol-1 and Bmcol-2 proteins showed
that, if gaps were introduced into the amino acid sequences in order to maximize the
alignment, theregion I, 1l and 111 (Cox, 1989) of Ascol-C and Bpcol-1 were similar to those of
Bmcol-2 of B. malayi (Scott, 1995) (Table 1).
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Ascol -C
Bpcol -1
Bntol - 2

Ascol -C
Bpcol -1
Bntol - 2

Ascol -C
Bpcol -1

1
1
1

64
65
70

93
94

Bncol -2 133

Ascol -C
Bpcol -1

62
63

Bntol -2 203

Ascol -C 132
Bpcol -1 233
Bntol -2 273

Table 1. Comparison of the amino acid sequences of different collagen proteins. The localization of the three regions |, 11
and |11 (Johnstone, 1993) isindicated by vertical lines. Ascol-C [Di Mito and Betschart, 1999] is compared with proteins
sequences of B. pahangi [Bpcol-1 (Martin et al., 1996)] and B. malayi [Bmcol-2 (Scott et al., 1995)]. Gaps have been
introduced to maximize alignment. Conserved cysteine residues are boxed in red color and bolded amino acids indicate
triple-helical domain. Grey-coloured amino acids indicate nucleotides positioned outside of the triple helical domains that

NAE-|- - DDPKECL V- - - EAESMKRLAFFGVAVSTVATLV- Al V@QVM T Y QSNLQDEI SFCRTRA
MvDS- - DDPKQLLI - - - EAESMKKLAFCGVAVSTVATLV- Al | GvPMLATY! QSNLQDEI SFCRTRA
VRPHL DDDAL HYKKRQCEAENL RRVAFYGVALSTI ASFI CAl S-[VPNAYINYL GHVQSVNVCNEVDFCKLRS

VSLRGEYAKLECSRVALKTEREKRQAVHE
| GCLRGEFTKLESSRSALKKRECKRQAVFG
SNI WREVTRTQVL SKVNGEL RSRQGAGYDSYSTSEDI RGAGVSGG MI'SFGGVTGAPSAPGGC

Gl GPAGPPGPPGPDGADGRDGKPGKPGPNGRDA- EEHERPTEKDVFNBPPGPPGPMGRPGPRGPR
Gl GPVGPPGPPGQDGDDGRDGPPGKPGVPGQDA- GETQL PTERDWEFNBPAGPPGPRGKPGPKGOR
GVSPPGPPGEPGPDGSDGADGEPGPPGKDGEDAPGEPPTQPHI EWBF DEPDAPAGPAGNPGPKGPK
GPPGL KGPDGPMGPPGPL GRPGPI GPKGPPGPQGPAGEPGKPGVCHEVPGPPGPMEPPGEMGPPGEKGPD
GL PGDKGSSGQPGEPGPVGPQGPRGPNGPRGNPGPAGEPGKPGVCTEVPGPPGPPGPPGPQGPPGEQGPA
GRPGPPGKDADCGNRGPPGL PGEPGPNGAPGQAGPKGQPGVPGTVI EKTL PPGPPGPQGPPGQPGT QGPA

GRDGNPGRPGPRGPPGONGKDGPPGHDGPNGDQGEAGPDGPK! PPPRTAPGY* 289

GRNGVPGRKGPRGPPGENGKDGANGQDGPNGEQGEAGPT GPRGSEDHEPPPRTAPGY* 288
D
GPKGNPGQDGQPGPQGEDI GKDGAPGKPGSDA TGPQGERGSSGSEDHEPPPRTAPGY* 329

are conserved. Asterisks indicate termination codons.

Therefore it was attempted to identify identical sequences of these three genesin A. suum and
B. pahangi. Since these three genes belong to the same class of collagens it would not be
surprising to find common genes in different species. By common it let it be understood that
nucleotides sequence are very similar, almost identical.
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2 Materials and methods

2.1 Molecular biology material

2.1.1 cDNA library

The cDNA library of Brugia pahangi was prepared in the phage | UniZap XR from mRNA
from L3 gathered 3 days after infection. The library was a kind gift of Dr. Hunter, University
of Liverpool, U.K.

The cDNA library of Ascaris suum hypodermis was prepared in the phage | Zapll. The library
was a kind gift of Dr. Geary and Klein (The Upjohn Company Kaamazoo, USA).

2.1.2 Bacteria strains, vectors and enzymes

XL1-Blue-recA™ strain: E. coli (recAl, lac, end Al, gyrA96, thi, hsdR17, supE44, relAl,
[F, proAB, lac/g, LacZDM 15, Tn10Q] (tet)). This strain was a kind gift of the Biochemistry
laboratory of Neuchétel. )

XL1-Blue E. coli strain was used to replicate pGEM®-T-Easy Vector (Promega)
recombinant vector.

pGEMO-T-Eas/ Vector (Promega). This vector is used with XL1-Blue-recA™ strain.
Restriction enzymes and buffer were purchased from Promega. T4 DNA ligase by

Promega was used for ligation. XL1-blue competent cells were used for cloning.
Sequencing TagDNA polymerase and buffer were purchased from Qiagen.

2.1.3 Primers

All primers were synthesized by MWG-Biotech (Ebersberg, Deutschland).

Specific primersfor vectors

pGEM O-T-Easy M 13 primer 5’ -gtasaacgacggccagt-3’ T.=56°C
V ector M13 Reverseprimer | 5'-ggasacagctatgaccatg-3’ Ta=56°C

Ta corresponds to the temperature of Annealing
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Specific primers for cuticular collagen genes

Bpcol-1 5' primer 5’-ggatccatggttgattctgatgatccg- 3' T,=65°C
Bpcol-1 3' primer 5’-cccgggttaatagectggagcetgttct- 3' T,=68°C
Ascol-C 5’ primer 5’ -ggatccatggctgaagacgatccaaagg- 3’ T,=68°C
Ascol-C 3’ primer 5’-cccgggttaatatccaggtgecgttet- 3' T,=68°C
Bmcol-2 5’ primer 5’ -ggatccatgaggcctcacctggacgatgat- 3' T,=68°C
Bmcol-2 3’ primer 5’-cccgggttaatagccaggtgctgttegtgg- 3' Ta=68°C

Bold characters correspond to restriction sites.

Bpcol-1 5 and 3 correspond to the flanking region of the collagen gene Bpcol-1 preceded
respectively by the restriction sites BamHI and Xmal. Ascol-C 5 and 3' primers and Bmcol-2
5 and 3' primers correspond respectively to the flanking region of the collagen gene Ascol-C
and Bmcol-2 preceded by the restriction sites BamHI and Xmal .

2.1.4 Sequencing

Sequencing was made with Amersham Thermo sequenase primer cycle sequencing kit and
with an automatic sequencer Li-Cor 4000L. All the samples were sequenced 4 times.

Primers were M13 and M13 Reverse for a sequence inside pGEM ©-T-Easy Vector. These
primers are aready modified in 5’ by IRD 800 chromophore. The analyses of sequences were
carried out with a free Internet software. http://www.searchlauncher.bcm.tmc.edu/multi-
align/multi-align.html

2.2 Molecular biology methods

2.2.1 Digestion and purification of DNA

The digestion was made in afinal volume of 20m following the manufacturer’s instructions at
37°C for three hours. DNA fragments provided from digestion (or PCR amplification) were
separated by electrophoresis on 0,7 % agarose gel. The recovery of the fragments was made
by directly pipeting the bands from the agarose gel.

2.2.2 Ligation

As the digested, purified vectors and inserts are recovered directly by pipeting the bands from
the agarose gedl, it is difficult to give the exact quantity of DNA used for the ligation. It was
tried to use a proportion of 1:2 of vector and insert.

The ligation is performed in a final volume of 15 ml following the manufacturer’s instruction
overnight at 14°C.
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2.2.3 Transformation

150 m of competent cells were mixed with 2/3 of the ligation product and incubated in ice
during 30 minutes. After 2 minutes of heat shock at 42°C, the cells were incubated in ice
during 5 minutes and plated on solid LB-Agar medium with selective antibiotics and, finally,
incubated overnight at 37°C. The selected colonies were tested by PCR with the appropriate
primers:

DNA template (colony) Bacteriaresuspended in water
5’ primer 3mv
3’ primer 3mv
Nucleotide tri-phosphates 200mM
Reaction buffer 10X
TagDNA polymerase 1 Unit
Reaction volume 30m
PCR program
1 95°C Imin Initial denaturation
2 95°C 30 sec Denaturation
3) T.°C 30 sec Annealing
4) 72°C Imin Elongation Steps 2-4 (30 cycles)
5) 72°C 10min
6) 10°C

Remarks: If the insertion takes place inside the lacZ part of the vector, it is possible to make a
white-blue selection of the colonies. This selection is possible by adding X-Gal and IPTG on
solid LB-Agar medium. The selected white colonies are the transformed colonies. However it
is more secure to test by PCR these white colonies.

2.2.4 Selection of the coding sequence of the gene Bpcol-1

Before proceeding to the PCR of the cDNA library, it is necessary to precipitate the cDNA
with an agueous solution of sodium acetate and a solution of EtOH 100%. The amplification
of the coding sequence of the gene Bpcol-1, Ascol-C and Bmcol-2 from the cDNA library of
B. pahangi and A. suum were done by PCR. To isolate these different coding sequences the
primers described on page 45 were used.

cDNA precipitated 5m

5’ primer 5mvi
3’ primer 5mvi
Nucleotide tri-phosphates 200mM
Reaction buffer 10X
TagDNA polymerase 1 Unit

Reaction volume 50m
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PCR program

1 95°C 10min Initial denaturation

2 95°C 30 sec Denaturation

3) Ta 30 sec Annealing

4) 72°C Imin Elongation Steps 2-4 (35 cycles)
5) 72°C 5min

6) 10°C
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3 Results

3.1 Amplification and sequence analysis of class B cuticular
collagen genes

Using Ascol-C 5 and 3' primers an analogue of the gene Ascol-C was amplified by PCR
using directly a cDNA library of B. pahangi. The analysis on agarose gel of the PCR results
shows a band around 900-bp corresponding to the size of the gene Ascol-C (Di Mito and
Betschart, 1999) (Fig. 1).

Using Bpcol-1 5 and 3' primers an analogue of the gene Bpcol-1 was amplified by PCR using
directly a cDNA library of A. suum. The analysis on agarose gel of the PCR results shows a
band around 900-bp corresponding to the size of the gene Bpcol-1 (Martin et al., 1996) (Fig.
1).

Using Bmcol-2 5 and 3' primers an analogue of the gene Bmcol-2 was amplified by PCR
using directly a cDNA library of B. pahangi. The analysis on agarose gel of the PCR results
shows a band around 900-bp corresponding to the size of the gene Bmcol-2 (Scott et al., 1995)
(Fig. 1).

No result appears when Bmcol-2 5 and 3' primers were used to try to amplify by PCR an
analogue using directly acDNA library of A. suum.

PCR amplification on cDNA library of B. malayi was not possible because the library was not
available. Therefore it was not possible to do all combinations (Table 2)

The purification of the 900-bp fragments and their ligation into the vector pGEM ®-T-Easy
vector was performed. After the transformation of XL1-Blue cells, a selection of white
colonies was checked by PCR with M13 and M 13 reverse primers. Agarose gel anaysis of the
PCR shows bands around 1000-bp that correspond to the size of the gene plus a part of the
pGEM®-T-Easy vector (Fig. 2). The nature of the clones was verified by digestion with the
enzymes BamHI and Xmal (Fig. 3-4) and sequenced four times (Table 3). In the three cases,
the agarose gel analysis of the single digestion with BamHI gives a band of 3900-bp
corresponding to the size of the pGEM®-T-Easy Vector (3000-bp) plus the inserted gene
(900-bp). The double digestion shows one band of 900-bp that corresponds to the size of the
gene and one band of 3000-bp that corresponds to the size of the vector.

Ascol-C5’ and 3' primers | Bpcol-15 and 3’ primers | Bmcol-25 and 3' primers
cDNA of Ascol-C yes/ positive result yes/ positive result yes/ negative result
cDNA of Bpcol-1 yes/ positive result yes/ positive result yes/ positive result
cDNA of Bmcol-2 not available not available not available

Table 2: Representation of the different combinations of PCR amplification done on different cDNA libraries.
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1018-bp

1018-bp

Fig. 1. PCR: lane 1. DNA ladder; lane 2:
Analogous Bpcol-1 gene obtained by PCR
with Bpcol-1 5 and 3’ primers on A. suum
cDNA, lane 3. Anaogous Ascol-C gene
amplified with Ascol-C 5’ and 3’ primers on
B. pahangi cDNA, lane 4: Analogous Bmcol-
2 gene amplified with Bmcol-2 5 and 3
primers on B. pahangi cDNA.

Fig. 22 PCR: lane 1. DNA ladder; lane 2
Analogous Bpcol-1 gene obtained by PCR
amplification with M13 and M13 reverse on
white transformed colonies, lane 3: Analogous
Ascol-C gene obtained by PCR amplification
with  M13 and M13 reverse on white
transformed colonies, lane 4: Anaogous
Bmcol-2 gene obtained by PCR amplification
with  M13 and M13 reverse on white
transformed colonies.

4072-bp
3054-bp

1018-bp

1018-bp

Fig. 3-4: Digestion: lane 1: DNA ladder; lane 2: pGEM® + analogous Bpcol-1
digested with BamHI; lane 5: pGEM® + analogous Bpcol-1 digested with
BamH| and Xmal; lane 3: pGEM® + analogous Ascol-C digested with BamHI;
lane 6: pPGEM® + analogous Ascol-C digested with BamHI and Xmal; lane 4:
pGEM® + analogous Bmcol-2 digested with BamHI; lane 7: pGEM® +
analogous Bmcol-2 digested with BamHI and Xmal.

50




CHAPTER 3

A. (using primersAscol-C 5’ and 3’)

Ascol - C c¢/ o B. pahang

Ascol -C
consensus

Ascol -C c/o
Ascol -C
consensus

Ascol -C c/o
Ascol -C
consensus

Ascol -C c/o
Ascol -C
consensus

Ascol -C c/o
Ascol -C
consensus

Ascol -C c/o
Ascol -C
consensus

Ascol -C c/o
Ascol -C
consensus

Ascol -C c/o
Ascol -C
consensus

Ascol -C c/o
Ascol -C
consensus

Ascol -C c/o
Ascol -C
consensus

Ascol -C c/o
Ascol -C
consensus

Ascol -C c/o
Ascol -C
consensus

Ascol -C c/o
Ascol -C
consensus

Ascol -C c/o
Ascol -C
consensus

Ascol -C c/o
Ascol -C
consensus

Ascol -C c/o
Ascol -C
consensus

Ascol -C c/o
Ascol -C

consensus

. pahang

. pahang

. pahang

. pahang

. pahang

. pahang

. pahang

. pahang

. pahang

. pahang

. pahang

. pahang

. pahang

. pahang

. pahang

. pahang

1

61
52
61

121
111
121

181
171
181

241
231
241

301
291
301

361
351
361

421
411
421

481
470
481

541
530
541

601
590
601

661
650
661

721
710
721

781
770
781

841
830
841

901
890

901 --

948
947

961

CATGGCGE0CGOGEGAAT TOGAT T GBATCCAT GECT GAAGACGAT CCAAAGGAGT GTCTC
------ GG ---A - A -- - AGTT- GA- - - ATGGCTGAAGACGATCCAAAGGAGTGTCTC
*

__kkkkkkhkhkhkhkhkhkhkhkhkhkkhkhkhkhkhkhkhkhkhkhkhkkkk

GT CGAGGCCGAGAGCAT GAAGAGGECTCGCCT TCT TCEE0GT CECCGTATCAACT GT GGCT
GT CGAGEOCGAGAGCATGAAGAGECT CECCT TCT TCEECGT CEOCGTATCAACTGT AGCT

khkkkhkhkhkhkhkhkhhkhhdhhhhhhhhhhhkhkhkhkhkdxdhhhhhhhhhhhdddddhhrrrhhxx_**x%

ACGT TGGT TGCCATCGT TTGOGT GCCAATGCTCTGCACCTATATGCAAAATGTGCAGT CG
ACGITGGT TGCCATCGT TTGOGTGCCAATGCTCTGCACCTATATGCAAAAT GTGCAGTCG

R R R R S S R kR S S R R R R kS R R

AATCTCCAGGACGAGAT CAGT TTCTGCCGAACCCGCGCAGT CTCTCT TCGCGGAGAGTAT
AATCTCCAGGACGAGAT CAGT TTCT GCCGAACCCGCGCAGT CTCTCT TCGCGGAGAGTAT

LR R R R S R R R S R R kS R R R

GCAAAGCT GGAACAAT CTCGT GT CGCACT CAAAACAGAAAGAGAGAAGCGECCAGECEGTG
GCAAAGCT GGAACAAT CTCOGT GT CGCACT CAAAACAGAAAGAGAGAAGCGECCAGECGGTG

LR R R R S R R R S R R kS R R R

CATGAAT GCTGCAGCT GOGGT AT TGGT CCAGCT GGACCGCCAGGT CCACCGEGACCT GAT
CATGAAT GCTGCAGCT GOGGT AT TGGT CCAGCT GGACCGCCAGGT CCACCGGEGACCT GAT

LR R R R R R o S R R

GECGCAGACGECCECGACGECAAGCCAGEGAAACCT GGTCCAAACGGT CGTGACGCTGAG
GECGECAGACGECCECGACGECAAGCCAGEGAAACCT GGTCCAAACGGT CGTGACGCTGAG

EE R R R R R R R R R R R R R R R R R R R

GAACAT GAGAGACCAACAGAGAAGGACT GGT GCTTCAACT GCCOGCCTGGACCACCAGGA
GAACAT GAGGGACCAACAGAGAAGGACT GGT GCT TCAACT GCCCGCCTGGACCACCAGEA

LR N R R R R R R R R R

COCATGEGACGACCAGGACCACGAGGACCT CGT GGACCT CCAGGACT CAAAGGT CCCGAT
CCCATGGGACGACCAGGEACCACGAGGACCT CGT GGACCT CCAGGACT CAAAGGT CCCGAT

EE R R R R R R R R R R R R R R R R R R R R R R

GGGCCAAT GGGACCT CCAGGACCACT GGGACGACCAGECCCAAT TGGACCAAAAGGACCT
GGGCCAATGEGACCT CCAGGACCACT GEGACGACCAGEOCCAAT TGGACCAAAAGGACCT

IR EEEEEE S S S S S EEEEEEEEEREEEEREEEEEEEEEEEEEEEEEEEREREEEEEEEEEEEEEE

COGGGACCT CAAGGACCT GCTGECGAACCAGECAAGCCCGGT GTGCAGCATGAGGT TCCT
COGGGACCTCAAGGACCT GCTGEOGAACCAGECAAGCCOGGT GTGCAGCATGAGGT TCCT

IR EEEEEE S S S S S EEEEEEEEREEEEREEEEEEEEEEEEEEEEEEREREEEEEEEEEEEEEEE

GGACCACCAGGACCAAT GGGACCT CCTGGAGAGAT GGGACCT CCAGECGAGAAAGEECCT
GGACCACCAGGACCAAT GEGACCT CCTGGAGAGAT GEGACCT CCAGGECGAGAAAGEECCT

IR EEEEEE S S S S EEEEEEEEEREEEEREEEEEEEEEEEEEEEEEEEREEEEEEEEEEEEEEE]

GACGGACGTAAT GECAT GOCAGECCGCAAGSGT COGCGT GGTCCTCCAGEOGAAAATGEC
GACGGACGT AATGECAT GCCAGECOGCAAGGEGT CCEOGT GGT CCTCCAGEOGAAAATGEC

IR R R R SRS S S S S S EEE SRR R R R RS SRR R SRR R R EEEEREEEEEEEEREEEEEEEEEEE

AAGGACGGAGCCAACGECCAAGAT GGT CCAAAT GECGAACAAGGAGAGGECT GECCCAACG
AAGGACGGAGCCAACGGECCAAGAT GGT CCAAAT GECGAACAAGGAGAGECTGECCCAACG

IR R R RS RS S S S S S S EEE SRR E R R R SRR R SRR R R R EEEREEEEEEEEREEEEEEEEEEE

GGTCCAAGAGGAAGT TGOGACCACT GCCCGOOGCCCAGAACGECACCT GGATAT TAACCC
GGT CCAAGAGGAAGT TGCGACCACT GCOOGCOGCCCAGAACGECACCTGGATATTAA- - -

LR E R RS S S S S S S S EE RS R R RS E R R R R R R R R EEEEEEEEEEEEEEEEEEE N

GCCGAATCACTAGTGA- - - - - ATTCGCGECOECCTECAGGTCRAG- - - - - - - - CATATCSG
---AT-G--GIGA---- ATT- - - GACCGOCTG AGATCG - - - - - - - - - CAT--G -
*_ % * ok kK kokk_ _ _Kk_kkkkkkk _kk_kk* *kk_ _ %

AGAGCTOCCAACGOGTT- - GGATGCATAGCTTGAGTATTCTATAGTGTCA- - - < - - - - - -
AA-T-COCA-G-TT--GG T---TA -T--AT--T--A--T-TC ------n---

k_k_ _k_Kkk_k_Kk_ _kk_ _*kk_*k__ _*k__*__*_*__%__%
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B. (using primersBpcol-1 5" and 3’)

Bpcol -1 c¢/o A suum
Bpcol -1
consensus

Bpcol -1 ¢/ o A suum
Bpcol -1
consensus

Bpcol -1 ¢/ o A suum
Bpcol -1
consensus

Bpcol -1 ¢/ o A suum
Bpcol -1
consensus

Bpcol -1 c/o A suum
Bpcol -1
consensus

Bpcol -1 c/o A suum
Bpcol -1
consensus

Bpcol -1 c/o A suum
Bpcol -1
consensus

Bpcol -1 ¢/ o A suum
Bpcol -1
consensus

Bpcol -1 ¢/ o A suum
Bpcol -1
consensus

Bpcol -1 ¢/ o A suum
Bpcol -1
consensus

Bpcol -1 ¢/ 0 A suum
Bpcol -1
consensus

Bpcol -1 ¢/ 0 A suum
Bpcol -1
consensus

Bpcol -1 ¢/ 0 A suum
Bpcol -1
consensus

Bpcol -1 ¢/ 0 A suum
Bpcol -1
consensus

Bpcol -1 ¢/ 0 A suum
Bpcol -1
consensus

Bpcol -1 ¢/ 0 A suum
Bpcol -1
consensus

1
1
1

61
53
61

CATGGECGE0CCCGEEGAAT TCGAT TGGATCCATGGT TGAT TCTGATGATCCGAAACAGCT T
-Gl---A----C AAG TT- AG TAG - - - ATGGT TGATTCTGATGATCOGAAACAGCTT

* * * % * _ % R R S S S R S R R R R

CTCATTGAGCECAGAAAGCATGAAAAACGCTTGCC GCGGTGITGCTGI TTCTACCGTA
CTCATTGAGCECGGAAAGCATGAAAAAGCTTGECC GOGGTGITGCTGI TTCTACCGTA

R R R S N R R R R R R

121 GCTACTCTGGTAGCAATTATTTGCGTACCAATGCTCTGCACCTACATGCAAAATGTGCAG
112 GCTACTCTGGTAGCAATTATTTGCGTACCAATGCTCTGCACCTACATGCAAAATGTGCAG

121 EE R R R R R R R

181 TCTAACTTGCAAGATGAGATTAGCT TCTGCAGGACCCGCGCAATTGGAT TACGAGGAGAA
172 TCTAACTTGCAAGATGAGATTAGCT TCTGCAGGACACGCGCAATTGGAT TACGAGGAGAA

181 R R R R T R N R

241 TTCACCAAACTCGAATCATCOGCGT TCAGCACT GAAAAAAGAAAGACAAAAGAGGECAGECA
232 TTCACCAAACT CGAATCATCGCGT TCAGCACT GAAAAAAGAAAGACAAAAGAGECAGGECA

241 EEEEEEEEEEEEEEEEEEEEEEEEEEEEEEEEEEEEEEREEEEEEEE SRS EEEEEEEE ST

301 GTATTCCAATGITGCAGT TGCGGTATTGGT CCTGI TGGT CCACCAGECCCACCT GGACAA
292 GTATTCCTATGITGCAGT TGCGGTATTGGT CCTGI TGGT CCACCAGECCCACCT GGACAA

301 LR R R R R NSRS SRR EEEEEEEEEEEEEEEEEEEEEEREEEEREEEEEEEEEEEEEEEE ST

361 GATGGTGACGATGECOGAGAT GBOCCACCT GGAAAACCT GGTATGOCAGGT CAGGATCCT
352 GATGGTGACGATGECCGAGAT GEOCCACCT GGAAAACCT GGTATGCCAGGT CAGGATGCT

361 EEEEEEEEEEEEEEEEEEEEEEEEEEEEEEEEEEEEEEEEEEEEE SRS EEEEEEEEEE ST

421 CAAGAAACCCAACTGCCAACTGAACGAGACTGGTGT TTCAATTGT CCTGCAGGACCACCA
412 CAAGAAACCCAACTGCCAACTGAACGAGACTGGTGT TTCAATTGT CCTGCAGGACCACCA

421 LR EEE SRS S S S S S S SRS RS E R R EEEEEEEREEEREEEEEEEEEEEEEEEEEEEEEES

481 GGTCCACGAGGTAAACCAGGACCAAAAGGACAGAGAGGAT TGCOGEGAGACAAAGGT TCT
472 GGTCCACGAGGTAAACCAGGACCAAAAGGACAGAGAGGAT TGCCGGEGAGACAAAGGT TCT

481 LR EEE SRS S S S S S SRR SRR R EEEREEEEREREEREEEEEEEEEEEEEEEEEEEEEEES

541 AGCGGACAGCCT GGTGAACCGGEGT CCT GIGEGACCACAAGGECCAAGAGGACCGAATGGA
532 AGCGGACAGCCTGGT GAACCGEGT CCTGIGEGACCACAAGGEGECCAAGAGGACCGAATGGA

541 LR EEE SRS S S S S S S S SRS RS SRR NEESEEEEEEEREEEEEEEEEEEEEEEEEEEEEE

601 CCTCGAGGAAAT CCAGECCCAGCT GECGAACCAGGAAAACCGEGT GTACAGACTGAGGTG
592 OCTCGAGGAAATCCAGECOCAGCT GEOGAACCAGGAAAACCGEGTGTACAGACTGAGGTG

601 LR R R R SRS S S S S S S S SRS RS SRR R R RRERRREERREEEEEEEEEEEEEEEEEES

661 COCTGGACCACCAGGACCACCT GEOCCACCAGGACCACAAGGACCACCAGGTGAGCAAGGT
652 OCTGGACCACCAGGACCACCT GEOCCACCAGGACCACAAGGACCACCAGGT GAGCAAGGT

661 LR R R R SRS S S S S S S SRS RS SRR R R ERRRRERREEEEEEEEEEEEEEEEEES

721 CCAGCTGEECGAGAT GECAAT COCGGACGACCAGGACCACGT GGACCACCAGGT CAGAAC
712 OCAGCTGGEECGAGATGECAAT COOGGACGACCAGGACCACGT GGACCACCAGGT CAGAAC

721 LR R R R SRS S E S S S SRS SRS SRS SRR R R R ERRREREREREEEEEEEEEEEEEEEEES

781 GCCAAAGATGGTCCTCCAGGACAT GATGGT CCAAAT GGT GATCAAGGAGAAGCAGGTCCC

772
781

841
832
841

901
892
901

GGCAAAGATGGT CCTCCAGGACAT GAT GGTCCAAAT GGTGAT CAAGGAGAAGCAGGT CCC

LR R R R E RS S S S S S S S S S EEEEE RS EEEEEEEEEE R R R RRRRERRRRE R EEEEEEEEEEEEEES

GATGGACCAAAAGGCAGT TGTGACCATTGT CCACCT CCCAGAACAGCTCCAGECTAT TAA
GATGGACCAAAAGGCAGT TGTGACCATTGT CCACCT CCCAGAACAGCTCCAGECTAT TAA

LR R R R E RS S S S S S S S S S EEEEE RS EEEEEEEEEE R R R RRRRERRRRE R EEEEEEEEEEEEEES

COOGGEEAAT CACT AGT GAAT TCGOGGECOGOCT GCAGGT OGACCATATGGGAGA
-C GCA-T--CAG AGA- T-A-- - - - ACCTG - A- TCA-- G- - TAG A- -

Kk _Kkkkk _Kk_ _Kk_K*Kk_ _ _K*_*_ _______ kKK _ _ _ _kk_ _ _Kk___Kk_*_*__
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C. (using primersBmcol-2 5" and 3’)

Bntol -2 c/o B. pahangi

Bntol -
consensus

Bntol -2 c/o
Bntol -
consensus

Bntol -2 c/o
Bnpcol -
consensus

Bntol -2 c/o
Bntol -
consensus

Bntol -2 c/o
Bntol -
consensus

Bntol -2 c/o
Bntol -
consensus

Bntol -2 c/o
Bntol -
consensus

Bntol -2 c/o
Bntol -
consensus

Bntol -2 c/o
Bntol -
consensus

Bntol -2 c/o
Bntol -
consensus

Bntol -2 c/o
Bntol -
consensus

Bntol -2 c/o
Bntol -
consensus

Bntol -2 c/o
Bntol -
consensus

Bntol -2 c/o
Bntol -
consensus

Bntol -2 c/o
Bntol -
consensus

Bntol -2 c/o
Bntol -
consensus

Bntol -2 c/o
Bntol -
consensus

. pahang

. pahang

. pahang

. pahang

. pahang

. pahang

. pahang

. pahang

. pahang

. pahang

. pahang

. pahang

. pahang

. pahang

. pahang

. pahang

1
1
1

61
58
61

121
118
121

181
178
181

241
238
241

301
298
301

361
358
361

421
416
421

481
476
481

541
536
541

601
596
601

661
656
661

721
716
721

781
776
781

841
836
841

901
896
901

961
956
961

GGEOCCCEEGAAT TCGAT TEGGATCCAT GAGGECCT CACCTGGACGATGATGCATTACATTAT
GG AATTACCCAAGI GAGT GATGAGGCCTCACCTGGACGATGATGCATTACATTAT

R SRR EE R R R R R R R R R R R R R R R EEEEEEEEEEEEE

AAAAAAAGACAACAGGAAGCCGAAAATCT TCGAAGSGT TGCAT TTTACGGT GTAGCATTA
AAAAAAAGACAACAGGAAGCGCGAAAAT CT TCGAAGSGT TGCATTTTACGGT GTAGCATTA

Khkhkhkhkhkhkhkhkhhhhhhhhhhhhhhhhdhhhhdhdhhdhdhhhhhhhhhdhhhhhdhhhrrhhhxxx

TCAACCATAGCTTCATTTATATGCGCAATTTCOGTACCAATG ATAATTATTTGCAA
TCAACCATAGCTTCATTTATATGCGCAATTTCOGTACCAATGT TTTATAATTATTTGCAA

LR R R R R R R R R R R R R R R R R R R R R R R R R

CATGTACAATCTGTI TATGCAAAATGAAGT GGACT TTTGTAAATT ACGCTCAAGTAATATT
CATGTACAATCTGI TATGCAAAATGAAGT GGACT TTTGTAAATCACGCTCAAGTAATATT

Fhkhk Ak XXX A XA A A A A A A hAh A hhhhhhhhhhhhhhhhhhhhhhhh_dhhdxhddddddhhdik

TGECGTGAAGT AACACGAACACAGGTATTATCAAAAGT AAATGGT GAAT TACGGAGCCGT
TGGOGT GAAGT AACACGAACACAGGTATTATCAAAAGT AAAT GGT GAAT TACGGAGCCGT

R R R R R R S R O R R Rk kR R R R R

CAAGGAGCCGGT TATGACAGCTATTCGACCAGT GAGGACATACGT GGTGCTGGT GTCAGT
AAAGGAGCOGGT TATGACAGCTAT TCGACCAGT GAGGACATACGT GGTGCTGGTGT TAGT

_kkkkkhkkhkkhkkhkkhkkhkhkhkhhhkhkhkhkhkhkhkhkhhhhhhhhhhhhhhhhhhhdhdddddddhhhhdx_**x%x

GGTGGTATTATGACAAGT TTTGGTGGAGT TACGEGT GCACCT TCTGCACCTGGTGECGGT
GGTAGTGT TATGACAAGI TTTGGTGGAGT TACGEGTGCACCT TCTGCACCTGGT GGT GGT

khkk _kk_khkhkhkhkhkhkhkhkhkhkhhhhdhdhhdhhhhhhhhhhhhhhkhkhkhkhkhhhhhhhhhhhkxk_*%*%

TGCTGOGGT TGTGGT GTATCACCACCT GEECCACCT GGTGAGCCTGGT CCAGAT GGAAGT
TGCTGOGGT TGTGGT GTATCACCACCT GEECCACCT GGTGAGCCT GGT CCAGATGGAAGT

R SR R R R S T kS kR R S R

GATGGT GCTGATGGT GAACCAGGACCACCAGGT AAAGAT GGAGAGGATGCACCACAGGAA
GATGGT GCTGAT GGTGAACCAGGACCACCAGGT AAAGAT GGAGAGGAT GCACCACAGEAA

R SR R R R S T kR S

CCACCTACGCAACCTCATATTGAATGGT GT TTCGATTGT CCAGATGCACCAGCCGGT CCA
OCACCTACGCAACCTCATATTGAATGGT GI TTCGAT TGTCCAGAT GCACCAGCOGGT CCA

R SR R R R S T kR R R S S R

GCAGGAAAT CCAGGACCGAAAGGT CCAAAGGGT AGACCT GGACCACCAGGAAAGCGATGCA
GCAGGAAATCCAGGACCGAAAGGT CCAAAGGGT AGACCT GGACCACCAGGAAAGGATGCA

EE R R R R R R R R

GATGGT GGTAAT AGAGGACCACCAGGACT GCCAGGT GAACCAGGACCAAAT GGCGCACCA
GATGGT GGTAAT AGAGGACCACCAGGAGTGOCAGGT GAACCAGGACCAATTGECGCACCA

EE R R R R T N R R S O N

GGTCAAGCAGGT CCAAAAGGACAACCAGGAGT GCCTGGAACT GTGATTGAAAAAACT CTA
GGTCAAGCAGGT CCAAAAGGACAACCAGGAGT GCCTGGAACT GTGATTGAAAAAACTCTA

LR R R R R R R R R

CCACCAGGT CCACCAGGACCACAAGEECCACCTGGT CAACCCGGTACACAAGGACCAGCT
CCACCAGGT CCACCAGGACCACAAGEECCACCT GGTCAACCCGGTACACAAGGACCAGCT

EEEEEEEEEEEEEEEEEEEEEEEEEEEEEEEEEEEEEEEREEEEEEEE SRS EEEEEEEE ST

GGACCGAAAGGT AATCCTGGACAAGAT GGACAACCAGGACCACAAGGT GATATAGGAAAA
GGACCGAAAGGT AATCCTGGACAAGAT GGACAACCAGGACCACAAGGT GATATAGGAAAA

EEEEEEEEEEEEEEEEEEEEEEEEEEEEEEEEEEEEEEREEEEEEE RS EEEEEEEE ST

GATGGAGCACCT GGT AAACCAGGT AGCGAT GGAATAACT GGACCACAAGGAGAACGT GGT
GAAGGAGCACCT GGT AAACCAGGCAGCGAT GGAAT AACT GGACCACAAGGAGAACGT GGT

LR R R R R R R R R R R R R R R N R R R R R R R R R R R R R R R R R R R

TCTTOCGGT TCATGOGAT CAT TGT CCACCACCACGAACAGCACCTGECTATTAACCCGEG
TCTTCOGGT TCATGCGATCATTGT CCACCACCACGAACAGCATT TGECTATTAACACATA

EEEEEEEEEEEEEEEEEEEEEEEEEEEEEEEEEEEEEEREEEIINESE S S EEEE
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Brcol -2 ¢/ o B. pahangi 1021 AATCACTAGTGAATTCGCGECCGCCTG
Brreol -2 1014 TCATTTGATATAATATGCTACACCGAT
consensus 1021 ------- e

Table 3: (A) Sequence alignment of Ascol-C gene (Di Mito and Betschart, 1999) with the analogous gene
Ascol-C isolated from B. pahangi cDNA library. (B) Sequence alignment of Bpcol-1 gene (Martin, S.A. et
al., 1996) with the anal ogous gene Bpcol-1 isolated from A. suum cDNA library. (C) Sequence alignment
of Bmcol-2 gene (Scott, et al., 1995) with the analogous gene Bmcol-2 isolated from B. pahangi cDNA
library. Shaded characters correspond to restriction sites, bolded character correspond to start and stop
codons, blue chararters correspond to sequence primer and red characters correspond to differences in
nucl eotides sequence.

A
Ascol - C c/ o B. pahangi MAEDDPKECL VEAESMKRLAFFGVAVSTVATLVAI VCVPM.CTYMUINVQS
Ascol -C MAEDDPKECL VEAESMKRLAFFGVAVSTVATLVAI VCVPM.CTYMUINVQS
Ascol - C c/ o B. pahangi NLQDEI SFCRTRAVSL RGEYAKL EQSRVALKTEREKRQAVH GP
Ascol -C NLQDEI SFCRTRAVSL RGEYAKL EQSRVALKTEREKRQAVH GP
Ascol - C c/ o B. pahangi AGPPGPPGPDGADGRDGKPGKPGPNGRDAEEHEGPTEKI PGPPG
Ascol -C AGPPGPPGPDGADGRDGKPGKPGPNGRDAEEHERPTEKI PGPPG
Ascol - C ¢/ o B. pahangi PMGRPGPRGPRGPPGL KGPDGPMGPPGPL GRPGPI GPKGPPGPQGPAGEP
Ascol -C PMERPGPRGPRGPPGEL KGPDGPMGEPPGPL GRPGPI GPKGPPGPQGPAGEP
Ascol - C ¢/ o B. pahangi GKPGVQHEVPGPPGPMEPPGEMGPPGEKGPDGRNGVPGRKGPRGPPGENG
Ascol -C GKPGVQHEVPGPPGPMEPPGEMGPPGEKGPDGRNGVPGRKGPRGPPGENG
Ascol - C c/ o B. pahangi KDGANGQDGPNGEQGEAGPTGP PPRTAPGY*
Ascol -C KDGANGQDGPNGEQGEAGPTGP PPRTAPGY*

B.

Bpcol -1 c/o A suum MVDSDDPKQLLI EAESMKKLAFCGVAVSTVATLVAI | CVPMLCTYMANVQ

Bpcol -1 MvDSDDPKQLLI EAESMKKLAFCGVAVSTVATLVAI | CVPMLCTYMNVQ

Bpcol -1 c¢/o A suum SNLQDEI SFCRTRAI GLRGEFTKLESSRSALKKERQKRQAVFL G

Bpcol -1 SNLQDEI SFCRTRAI GLRGEFTKLESSRSALKKERQKRQAVF G

Bpcol -1 c/o A suum PVGPPGPPGQDGEDDGRDGPPGKPGVPGODAQETQLPTE PAGPP

Bpcol -1 PVGPPGPPGQDGDDGRDGPPGKPGVPGDAQETQLPTER PAGPP

Bpcol -1 c/o A suum GPRCGKPGPKGQRAL PCDKGSSGPGEPGPAGPQGPRGPNGPRGNPGPAGE

Bpcol -1 GPRGKPGPKGQRGL PGDKGSSGPGEPGPVGPQGPRGPNGPRGNPGPAGE

Bpcol -1 c/o A suum PGKPGVQTEVPGPPGPPGPPGPQGPPGEQGPAGRDGNPGRPGPRGPPGON

Bpcol -1 PGKPGVQTEVP GPPGPPGPPGPQGPPGEQGPAGRDGNPGRPGPRGPPGQON

Bpcol -1 c/o A suum GKDGPPGHDGPNGDQGEAGPDGPKGS) PPRTAPGY*

Bpcol -1 CKDGPPGHDGPNGDQGEAGPDGPKGS| PPRTAPGY*

C

Bntol -2 c/o B. pahangi MRPHL DDDAL HYKKRQQEAENL RRVAFYGVALSTI ASFI CAl SVPMFYNY

Bntol -2 MRPHL DDDAL HYKKRQQEAENL RRVAFYGVAL STI ASFI CAI SVPMFYNY

Bntol -2 c/o B. pahangi L QHVQSVMNEVDFCKSRSSNI WVREVTRT QVL SKVNGEL RSRKGAGYDSY

Bncol -2 L QHVQSVMONEVDFCKLRSSNI WREVTRT QVL SKVNGEL RSRQGAGYDSY
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Bntol -2 c/o
Bntol -2

Bntol -2 c/o
Bntol -2

Bntol -2 c/o
Bntol -2
Bntol -2 c/o

Bntol -2

Bntol -2 c/o
Bntol -2

B. pahangi

B. pahangi

B. pahangi

B. pahangi

B. pahangi

STSEDI RGAGVSCSVMI'SFGGVTGAPSAP GVSPPGPPGEPGPD
STSEDI RGAGVSCGE MI'SFGGVTGAPSAP GVSPPGPPGEPGPD

GSDGADGEPGPPGKDGEDAPQEPPTQPHI DAPAGPAGNPGPKG
GSDGADGEPGPPGKDGEDAPQEPPTQPHI DAPAGPAGNPGPKG

PKGRPGPPGKDADGGNRGPPGPPGEPGP| GAPGQAGPKGQPGVPGTVI EK
PKGRPGPPGKDADGGNRGPPGL PGEPGPNGAPGQAGPKGQPGVPGTVI EK
TL PPGPPGPQGPPGQPGT QGPAGPKGNPGQDGQPGPQGDI GKEGAPGKPG
TL PPGPPGPQGPPGQPGT QGPAGPKGNPGQDGQPGPQGDI GKDGAPGKPG

SDGA TGPQGERGSSGS PPRTAFGY*
SDA TCPQGERGSSGS PPRTAPGY*

Table 4: (A) Amino acids sequence alignment of Ascol-C protein (Di Mito and Betschart, 1999) with the
analogous protein Ascol-C isolated in B. pahangi. (B) Amino acids sequence alignment of Bpcol-1 protein
(Martin, SA. et al., 1996) with the analogous protein Bpcol-1 isolated in A. suum (C) Amino acids sequence
alignment of Bmcol-2 protein (Scott, et al., 1995) with the analogous protein Bmcol-2 isolated in B. pahangi.

Gray boxed characters correspond to differences in amino acids sequence between the proteins. Conserved
cysteine residues are boxed in red color and bolded amino acids indicate triple-helical domain. Asterisksindicate

termination codons.
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4 Discussion

The comparison of the gene amplified from B. pahangi cDNA with the Ascol-C sequence
shows 2 differences in the nucleotides sequence resulting in the modification of 1 amino acid
(Table 4). This result can be interpreted in two ways. Either the cDNA library of B. pahangi
was contaminated with A.suum cDNA or the gene Ascol-C is not specific to A. suum species
but also present in B. pahangi species.

The comparison of the gene amplified from A. suum cDNA with the Bpcol-1 sequence shows
4 differences in nucleotides sequence resulting in the modification of 2 amino acids (Table 4).
This result can also be interpreted as a contamination of the cDNA library or as the presence
of the gene Bpcol-1 in A. suum species.

As cuticular collagens of nematodes are quite similar in their structure and show an important
homology in their amino acids sequences, it would not be surprising to find genes conserved
in different species especialy if these genes belong to the same class of genes, asiit is the case
for Ascol-C and Bpcol-1. However, dealing with species present in 2 different families, more
mutations should appear between these two genes. Because of the evolution and the mutations
associated, the probability to find a fully conserved gene in 2 species that belong to different
families is weak. Finding analogue genes is possible but common genes would be surprising.
Therefore, a contamination of the cDNA libraries should not be excluded. To validate these
results a supplementary experiment should be done on new cDNA libraries or on genomic
DNA. Moreover, it would be judicious to use degenerated primer in order to take the
formation of codons issued from 3 different bases into account. The possibilities to find genes
encoding common proteins do not imply the nucleotides sequences to be similar. The use of
degenerated primer will lead to the isolation of all combinations of genes encoding a common
protein.

The comparison between the Bmcol-2 sequence and the gene amplified from B. pahangi
cDNA with Bmeol-2 primer reveals 12 differences resulting in the modification of 8 amino
acids (Table 4). The possibility of finding a common gene between these two species is less
improbable because B. pahangi and B. malayi belong to the same family and the same genus.
Therefore the presence of common genes inside a family is less surprising than the presence
of common genes in two different families like A. suum and B. pahangi. Moreover, the fact
that it was impossible to amplify an analogue Bmcol-2 gene from A. suum cDNA supports the
hypothesis of a contamination of A. suum and B. pahangi cDNA. A contamination of A. suum
cDNA with Bmcol-2 was not possible because the cDNA of B. malayi was never present in
the laboratory.

Results obtained in this chapter do not allow us to assume the presence of a common gene of
Bpcol-1 in A. suum. The presence of a common gene of Ascol-C in B. pahangi could not be
affirmed either. It therefore remains impossible to give another explanation to the results
obtained concerning the specificity of the Bpcol-1 antibodies (a-19-1).

Due to the fact that the sequences were verified four times on individual PCR products it can
be concluded that technical errors are not involved in the production of small differences
between the sequences.
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CHAPTER 4: PRODUCTION AND ANALYSIS OF BRUGIA
PAHANGI CUTICULAR COLLAGEN PROTEINS
ENCODED BY Bpcol-1

1 Introduction

Di Mito tried to produce the recombinant protein encoded by the Bpcol-1 gene, however the
induction of the protein as well as the immunization of Bab/c mice with the supposed
recombinant protein gave no result. In parallel she discovered two new genes encoding
cuticular collagen proteinsin A. suum. Considering an important sequence analogy with the
Bpcol-1 gene, she prematurely concludes: “ A study on the specificity of the response against
Bpcol-1 was outdated” . She argues. “ that the ascaridiase is a very widespread parasitose in
tropical and subtropical regions, and also all around the world. In an endemic area, a strong
proportion of the population has been in contact with the parasite and therefore might have
produced antibodies against Ascaris. A test based on the protein encoded by the Bpcol-1 gene
should present a high risk of cross-reactivity” . Therefore she concluded, “ that the use of this
collagen for diagnosis should not be pursued” . Since her work towards the production of an
induced protein had failed, her conclusion has to be considered with caution and represents for
us a sufficient motivation for reinvestigating that aspect in order to reach a scientifically valid
conclusion. Moreover, results obtained in chapter 2 concerning the specificity of the antisera
Bpcol-1 (a-19-1) for B. pahangi led to think that the gene Bpcol-1 should be used for the
study on the antigenicity of cuticular collagen.

In that situation, it is nessesary

a) to prepare a recombinant protein by expressing the gene Bpcol-1.

b) to immunize Balb/c mice with the produced protein in order to obtain a specific antiserum
Bpcol-1.

C) to test the new a-Bpcol-1 antiserum for its specificity. The confirmation of the specificity
could open a fundamental research on the protein’s epitopes.

A bacterial system was choosen initially to induce the desired proteins. As no result was
obtained the induction was done with an yeast expression system.

The yeast expresson system is recognized as an ideal eukaryotic microorganism for
biological studies (Guthrie, C. and Fink, G.R., 1995). In spite of its complexity and the
presence of the greater size of its genome, it shares with bacteria such as E. coli most of the
technical advantages. relative rapid growth, ease of plating and replica-plating, ease of mutant
isolation and availability of a highly versatile DNA transformation system as well as many
other well known molecular tools. Moreover since the gene is provided from an eukaryotic
organism, the resulting induced protein should be produced efficiently. Pichia pastoris system
isavery user-friendly and cheap system. The choice of the Pichia Expression kit (Invitrogen),
was done in accordance with the recommendations of Dr. Zocchi (Institut of Chemistry,
University of Neuchéatel, group of Professor Ward). As eukaryote, Pichia pastoris possesses
many of the advantages of higher eukaryotic expression systems such as protein processing,
protein folding, and posttrand ational modification. The technical process is easy and might be
compared with those of E. coli and Saccharomyces cerevisiae. It is faster and less expensive
than other eukaryotic expression systems such as baculo-virus or mammalian tissue culture
and generally gives higher expression levels. As yeadt, it shares the advantages of molecular
and genetic manipulations with those of Sacharomyces and has the added advantage of 10-
100-fold higher heterologous protein expression levels. These features make Pichia very
useful as a protein expression system.
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2 Materials and methods
2.1 Molecular biology material

2.1.1 cDNA library of Brugia pahangi

The cDNA library of Brugia pahangi was prepared in the phage | UniZap XR from ARNmM
from L3 gathered 3 days after infection. The library was a kind gift of Dr. Hunter, University
of Liverpool, U.K.

2.1.2 PQE; + gene encoded for a 28 kDa protein

The gene inserted into the pQE;p vector encoded for a protein of 28 kDa. This construction
(obtained from Dr. Bovet from the laboratory of plant physiology of Neuchéatel) will be used
as an independent positive control for protein induction with bacteria system.

2.1.3 Bacteria strains

XL1-Blue-recA™ strain: E. coli (recAl, lac, end Al, gyrA96, thi, hsdR17, supE44, relAl,
[F, proAB, lac/q, LacZDM15, TnlQ] (tet)). This strain was a kind gift of the
biochemistry’s laboratory of Neuchétel. )

XL1-Blue E. coli strain was used to replicate pGEM®-T-Easy Vector (Promega) and
pPQE30 (Qiagen) recombinant vector.

Strain SG13009[pREP4] (Qiagen) derived from E. coli K12 and have the phenotype Nal®
Str®m Ruf®, Thi', Lac, Ara’, Ga*, Mtl, F, RecA*, Uvr*, Lon". This strain was used for
expression.

Strain BL21

Strain BL21 (DE3)

Strain Tuner (DE3) pLac |

2.1.4 Yeast strain

GS115 his Mut™: Pichia pastoris strain (Invitrogen). This strain was a kind gift of the
Chemistry Institute of the University of Neuchétel (group of Prof. Ward).
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2.1.5 Vectors

2.15.1 Cloning vector

pGEMo-T-Easy Vector (Promega). This vector is used with XL1-Blue-recA™ strain.

2.1.5.2 Bacteria expression vector

2.1.5.2.1 The pET vectors

The pET vectors were originally constructed by Studier and colleagues (Studier and Molfatt,
1986; Rosemberg et al., 1987; Studier et al., 1990). The newer pET derivatives were designed
with enhanced features to permit easier subcloning, detection and purification of target
proteins. Induction was tried with two different pET vectors:

PET 9a (amp") used with BL21 (DE3) strain derived from E. coli.

PET blue-2 (amp") used with Tuner (DE3) pLac | derived from E. coli.

2.1.5.2.2 The pQE vectors

High-level expression of 6xHis-tagged proteins in E. coli using the QlAexpress pQE vectors
(Qiagen) is based on the T5 promoter transcription translation system. The pQE plasmid
belongs to the pDS family of plasmids (Bujard et al. 1987) and is derived from plasmids
pDS56/RBSII and pDS781/RBSII-DHFRS (Sttiber et al., 1990). The pQEsp vector was used
during this research (Fig. 1). Restriction map and sequence for the cloning regions of pQEzo
vector is presented in (Fig. 2). For expression, the vector is used with E. coli SG13009
[PREP4] strain. PQEg vector can be stored in XL1-Blue-recA”. The entire seguence
information is available at www.giagen.com.

Fig. 1. pQEg vector for N-teminal 6xHis tag
constructs. PT5: T5 promoter, lac O: lac operator,
RBS: ribosome-binding site, ATG: start codons in all
three reading frames, Col E1: Col E1 origin of
replication, Ampicillin: ampicillin resistance gene
(Qiagen, 2001).
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Fig. 2: pQEp vector: multiple cloning sites (Qiagen, 2001).

2.1.5.3 Yeast expression vector

pHIL-S1 expression vector is used in these experiments. This vector is specific for secreted
expression. It isa8260-bp fusion vector with Xhol, EcoRI, Smal, BamHI unique sites.

Fig. 3: Map of pHIL-S1. The map shows the location
and size of each feature of pHIL-S1.

ColE1: ColE1 origin of replication for bacteria, flori:
florigin of replication for vyeast, Ampicillin;
ampicillin resistance gene for bacteria, HIS4:
Histidine resistance gene for yeast, S: sequence signal
for excreted protein, AOXL1: Alcohol oxidase
promoter.

(Invitrogen, 2000).

2.1.6 Primers

All primers were synthesized by MWG-Biotech (Ebersberg, Deutschland).

Specific primersfor vectors

PQEzo vector PQE;x 5 primer 5’ -cccecgaaaagtgecacctgacgte- 3’ Ta=68°C

PQEs 3’ primer 5’ -gttctgaggtcattactggatcta- 3' Ta=59°C
PGEMC-T-Easy | M13 primer 5'-gtaaaacgacggccagt-3' T.=56°C
V ector M13 Reverseprimer | 5'-ggaaacagctatgaccatg-3’ T,=56°C

T, corresponds to the temperature of Annealing

Specific primersfor the gene Bpcol-1

Bpcol-1 5' primer 5'-ggatccatggttgattctgatgatceg- 3' Ta=65°C
Bpcol-1 3' primer 5'-cccgggttaatagectggagetgttet- 3' a=68°C

Bold characters correspond to restriction sites.

Bpcol-1 5 and 3 correspond to the flanking region of the collagen gene Bpcol-1 preceded
respectively by the restriction sites BamHI and Xmal.
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Specific primers for the gene Bpcol-1 used in the yeast expr ession

Bpcol-1 5' yeast primer 5'-cggatcccatcaccatcaccatcacatggttgattctgatgatccg- 3 | To= 70°C
Bpcol-1 3' yeast primer 5'-cggatccttaatagcctggagctgttct 3' T,=68°C

Bold characters correspond to BamHI restriction sites.

Bpcol-1 5 yeast primer corresponds to the flanking region of the collagen gene Bpcol-1
preceded first by the 6xHis tag (red coloured) and then from the restriction sites BamHlI.
Bpcol-1 3' yeast primer corresponds to the flanking region of the collagen gene Bpcol-1
preceded by the restriction sites BamH]I.

2.2 Molecular biology methods

The methods used are PCR, DNA digestion, Purification of DNA fragments, Ligation,
Transformation and Sequencing.

All molecular biology methods used in this chapter are the same as those used in chapter 3.
Please refer to this chapter for more details.

2.2.1 Selection of the coding sequence of the gene Bpcol-1 for bacterial
expression

Before proceeding to the PCR on the cDNA library, it is necessary to precipitate the cDNA
with an agueous solution of sodium acetate and a solution of EtOH 100%. The amplification
of the gene Bpcol-1 from the cDNA library of B. pahangi was done by PCR. For the
amplification of the gene Bpcol-1, the primers Bpcol-1 5 and 3' were used.

cDNA precipitated 5m
Bpcol-1 5" primer 5mvi
Bpcol-1 3’ primer 5mvi
Nucleotide tri-phosphates 200mv
Reaction buffer 10X
TagDNA polymerase 1 Unit
Reaction volume 50m

PCR program

1 95°C 10min Initial denaturation

2 95°C 30 sec Denaturation

3) 63°C 30 sec Annealing

4) 72°C Imin Elongation Steps 2-4 (35 cycles)

5 72°C 5min

6) 10°C
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2.2.2 Selection of the coding sequence of the gene Bpcol-1 for yeast

expression

The selection of the gene Bpcol-1 is carried out by PCR directly on pGEM® + Bpcol-1. To

isolate the gene Bpcol-1, the primers Bpcol-1 5’ yeast and Bpcol-1 3'yeast were used.

PGEM® + Bpcol-1 DNA im

Bpcol-1 5" yeast primer 5nmM

Bpcol-1 3’ yeast primer 5mvi

Nucleotide tri-phosphates 200mv

Reaction buffer 10X

TagDNA polymerase 1 Unit

Reaction volume 50m

PCR program

1 95°C 3 min Initial denaturation

2 95°C 30 sec Denaturation

3 52°C 30 sec Annealing

4) 72°C 1,5 min Elongation Steps 2-4 (10 cycles)
5) 95°C 30 sec Denaturation

6) 63°C 30 sec Annealing

7 72°C 1,5 min Elongation Steps 5-7 (30 cycles)
8) 72°C 10 min

9 10°C

2.2.3 Bacterial expression system

Process

Prepare pQE;q vector

Prepare insert DNA

Cloneinsert into pQEg vector

Transform into Expression Host

Detail

1
2.

oW

o N

Digestion with restriction enzymes
Gel purify

Plasmid preparation and /or PCR
Restriction digest
Gel purify

Ligateinsert with pQE;, vector

Transform into non-expression host (e.g. XL1)

Identify positive clones: colony PCR, miniprep, verify
reading frame by sequencing.

Transforming in SG13009 Competent cells

Table provided from Manieri (2002)

Finally, the selected colonies were tested by PCR with appropriate primers:
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DNA template (colony) Bacteriadissolved in water
Bpcol-1 5’ primer 3nv

Bpcol-1 3’ primer 3nv

Nucleotide tri-phosphates 200mv

Reaction buffer 10X

TagDNA polymerase 1 Unit

Reaction volume 30m

PCR program

1 95°C Imin Initial denaturation

2 95°C 30 sec Denaturation

3) T.°C 30 sec Annealing

4) 72°C Imin Elongation Steps 2-4 (30 cycles)
5) 72°C 10min

6) 10°C

2.2.3.1 Culture medium

LB Tryptone 109
Y east extract 5¢g
NaCl 109
Completed to 1 L, autoclave

2.2.3.2 Cédll growth and harvest

The LB medium was inoculated with 1/20 of its volume with an overnight saturated
preculture of freshly transformed SG13009 bacteria strain. Ampicillin (100pg/ml) and
Kanamycin (25ug/ml) antibiotics were added and bacteria were grown under vigorous
shaking until the ODgpo 0,5-0,7 was reached. Expression of the recombinant protein was then
induced with IPTG (Biosynth AG) at a final concentration of ImM. Cells were harvested by
centrifugation (3200g at 4°C during 15 min) after the culture had reached the end of
exponential growth phase.

2.2.3.3 Analysisof protein: SDS-PAGE and | mmunoblotting

To follow the expression by SDS-PAGE and immunoblotting, samples of 1 ml of the culture
were withdrawn at regular intervals. The cells were harvested by centrifugation (12000 g
during 30 sec) and suspended into loading buffer. The samples were heated for 3 min at
100°C before proceeding to SDS-PAGE (See more details in chapter 2). The protein bands
were transferred to nitrocellulose membrane by semidry blotting and immunodetected using
cuticular collagen antibodies and anti-His antibodies (Table 1 p. 66). Immunocomplexes were
detected using secondary antibodies coupled to peroxidase and visualized by chromogenic
reaction with 4-chloro-1-naphtol (See more details in chapter 2).
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2.2.4 Yeast expression system

As the yeast expression system is a system that was never used in Betschart's lab, the
descriptive methods are presented in the form of protocols in order to ensure the durability of
this system in the laboratory.

2.2.4.1 Culture medium

Solid YP glycerol Nutrient Amount
Peptone 109
Y east extract 59
Glycerol 1%
Agar 109

Completed to 500 ml with H,O, autoclave

Solid YP methanol Nutrient Amount
Peptone 109
Y east extract 59
Agar 109
Completed to 450 ml with H,O, autoclave
Add sterile methanol 10% just before casting the Petri 100 ml
plates
YP glycerol Nutrient Amount
Peptone 109
Y east extract 59
Glycerol 1%

Completed to 500 ml with H,0O, autoclave

YP methanol Nutrient Amount
Peptone 109
Y east extract 50
Completed to 450 ml with H,O, autoclave
Add sterile methanol 10% just before using this media 100 ml
Amino acide mix powder Nutrient Amount in powder (g)
Ade 0,63
URA 0,30
L-Arg (HCI) 0,30
L-Asp 150
L-Glu (mono Na") 1,50
L-Leu 0,90
L-Lys (mono HCI) 0,45
L-Met 0,30
L-Phe 0,75
L-Ser 5,63
L-Thr 3,00
L-Trp 0,60
L-Tyr 0,45
L-Val 2,25
Useat 1,3 g/l. Store powder at 4°C in abottle surrounded with blue silica gel.
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Selection maintenance | Nutrient Amount in 500 mi
medium plate SC-HIS”
Nitrogen base-aa 3,359
Amino acide mix powder 0,659
Dissolve in nanopure water. Adjuste the pH to 6 with KOH
Bacto agar 109
Nanopure water Fill to 450 ml
Autoclave and cool. Before dispensing add the following:
| 20 % glucose | 50 ml
If necessary, adjust to final volume with sterile nanopure water. Store at —20°C
in the dark.
Induction medium plate SC Nutrient Amount in 500 ml
MeOH-His’
Nitrogen base-aa 3,359
Amino acide mix powder 0,659
Nanopure water Fill to 350 ml
Agar 10g
Autoclave and cool. Before dispensing add the following:
Sterile MeOH 10% 50 ml
Sterile K;HPO, 1M 6,6 ml
Sterile KH,PO4 1M 434 ml
Sterile nanopure water Fill to 500 ml

The solution is buffered to pH 6 by the phosphate buffer. Store at —4°C in the dark. Plates are sealed separately
with parafilm.

2.2.4.2 Preparation of competent cells

1. Two days before the experiment, 5 ml of YP (Glu) medium are inoculated with a single
yeast colony of the strain to be transformed. The culture is placed overnight to saturation at
30°C.

The saturated culture may be prepared up to several weeks in advance and stored at 4°C.

2. The night before transformation, a 2-liter flask containing 500 ml of YP (Glu) is inoculated
with an appropriate amount (1/5000 of the initial culture volume) of the saturated culture
and grown overnight with vigorous shaking at 30°C to an ODggo of 0,7 — 1. This OD is
used if the electroporation cuvette (Bio Rad) has a 0,1 cm-gap cuvette. If a 0,2 cm-gap
cuvette is utilized, the OD must be 1,3 - 1,5.

3. The culture is harvested by centrifuging at 4°C, 1500 x g for 5 min, resuspended in 500 ml
of sterile ditilled water and centrifuged another time at 4°C, 1500 x g for 5 minutes. If
using a culture volume different from 500 ml, resuspend in the same volume.

4. The cells are washed and concentrated 3 times by centrifuging at 1500 x g for 5 minutes,
resuspending the successive pellets as follows:

- First pellet: 250 ml (or %2 of the initial volume) ice cold sterile water,
Second pellet: 20 ml ice cold sterile 1M sorbitol. Transfer to a 50 ml sterile Falcon tube,
Third pellet: 0,5 ml ice cold sterile IM sorbitol. In this case the final volume (cells +
sorbitol) must be ~ 750 pl. If initial culture volume is different from 500 ml this pellet
must be resuspended in 1:1000 of the initial volume.

Resuspension should be vigorous enough to completely dissociate each pellet. The final
volume of resuspended yeast should be ~1 ml and final ODgoo should be~200. This final
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volume is enough for 25-37 transformation reactions. If possible, it is better to avoid the
preparation of a frozen glycerol stock of electrocompetent yeast cells, as the transformation
efficiency will drop by a factor of 10 with freezing. The volumes of concentration and washing
solution can be changed, but it is important to maintain always the ratios among first flask,
culture volume, harvesting volume, washing first and third pellets.

5. The concentrated yeast culture is transferred in a sterile, ice-cold 1,5 ml Eppendorf tube.

2.2.4.3 Electro-transformation and plating (Micropulser, Bio Rad)

The Bpcol-1 gene was expressed in GS115 cells. Therefore GS115 cells were transformed by
electro-transformation with pHIL-S1+ Bpcol-1 expression vector. Before the transformation it
IS necessary to linearize pHIL-S1+ Bpcol-1 with Sal | restriction enzyme. After the
transformation it is needful to incubate the plates at 30°C until colonies appear. These
colonies will be used for the induction.

1. The sterile electro-cuvettes (Bio Rad) are removed from their pouches and placed on ice.
The white chamber dide is placed on ice.

Alternatively the whole apparatus is placed in a cold chamber.
The following 2-6 steps are performed as quickly as possible.

2. Inacold 0,5 ml Eppendorf tube, 40 pl of the cell suspension was mixed with 2,5 -5 pl of
linearized DNA (DNA should be in TE at a concentration of 1-2 pg/pl). Mix well and
transfer in an ice-cold electroporation cuvette. Let Sit on ice 5 minutes.

3. TheE. coli pulser apparatus is set to 1,5 KV when using the 0,2 cm-gap cuvettes. It is set
to 0,75 KV when using the 0,1 cm-gap cuvettes.

4. The cuvette is placed in a chilled safety chamber dide. The dide is pushed into the
chamber until the cuvette is seated between the contacts in the base of the chamber.

5. Pulse once.

6. The cuvette is removed from the chamber and 1 ml of IM sorbitol is immediately added to
the cuvette and the cells are quickly, but gently resuspended with a thin Pasteur pipette.
(This rapid addition of sorbitol after pulse is very important in maximizing the recovery of
the transformant).

7. The pulse parameters are checked and recorded. The time constant should be between 4
and 5 milli seconds. The field strength can be calculated as actua Kilovolts (KV)/cuvette
gap (cm).

8. 400 pl are plated on selection plates and incubated at 30°C, till colonies appear.

2.2.4.4 Liquid induction

1. Using a single colony, 5 ml of YP (Glu) are inoculated in a 50 ml Falcon tube. The culture
is placed overnight at 30°C in a shaking incubator (250 rpm).

2. Ina2 liters flask, 500 ml YP (Glu) are prepared and 500 ul preculture is added. The culture
is placed for an additional 24 hours at 30°C.

3. The cells are harvested by centrifuging at 2000 x g for 15 minutes. The supernatant is
decanted and the cell pellet is resuspended in 500 ml YP + 1% MeOH to induce
expression.
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4. The culture is placed in a 2 liters flask and covered with 2 layers of sterile gauze. The
culture is placed again into the incubator to continue the growth.

5. MeOH is added to a fina concentration of 1% every 12 hours during 60 hours to maintain
induction.

6. The supernatant is transferred to a separate tube. The supernatant and the cell pellets are
stored at —20°C until ready to dot blot or SDS-PAGE and |mmunoblotting.

2.2.45 Analyssof protein: SDS-PAGE and | mmunoblot.

To follow the expression by SDS-PAGE and immunaoblotting, 80 pl of the supernatant was
mixed to 20 ul of SDS-PAGE 5x Gel Loading buffer. The samples were heated for 3 min at
100°C before proceeding to SDS-PAGE (See more details in chapter 2). The protein bands
were transfered to nitrocellulose membrane by semidry blotting and immunodetected using a
120col A.s antibodies and anti-His antibodies (Table 1 p.66). Immunocomplexes were detected
using secondary antibodies coupled to peroxidase and visualized by chromogenic reaction
with 4-chloro-1-naphtol (See more details in chapter 2).

2.3 General methods

2.3.1 Immunoblotting with a-His antibodies

The membrane was blocked with a buffer (3% BSA in TBS buffer) for 1 hour. After washing
twice for 10 min in TBS-Tween/Triton buffer and for 10 min with TBS buffer, the
nitrocellulose membrane was incubated for 1 hour in antibody solution, diluted in the
blocking buffer. After washing twice for 10 min each time in TBS-Tween/Triton buffer and
for 10 min in TBS buffer, the membrane was incubated with anti-mouse secondary antibody
peroxidase conjugate diluted 1/1000 in 3% BSA in TBS for 1 hour. After washing 4 times for
10 min each time in TBS-Tween/Triton buffer, the membrane was stained with peroxidase
staining solution until the signal is clearly visible. The chromogenic reaction was stopped by
rinsing the membrane twice with water. All these steps were performed at room temperature.

Remarks: Buffer containing milk powder should not be used for Anti-His Antibody that
would reduce the sensitivity of the process.

TBS (Tris Buffered Saline): 10 mM TrisHCI, pH 7,5
150 mM NaCl

TBS-Tween buffer: 20 mM Tris-HCl, pH 7,5
500 mM NaCl
0,05% (v/v) Tween 20

TBS-Tween/Triton buffer: 20mM TrissHCI, pH 7,5
500 mM NaCl
0,05% (v/v) Tween 20
0,2% (v/v) Triton X-100
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Peroxidase staining solution: TBS; 3 mg/ml 4-chloro-1-naphtol (in methanol); 0,2%
30% hydrogen peroxide (H.O)

2.3.2 Production of a-Bpcol-1antibodies

The production of antibodies raised against the recombinant Bpcol-1 cuticular collagen
protein was made using Balb/c mice (from the animahouse of the Institute of Zoology of
Neuchétel). The purification of the recombinant proteins Bpcol-1 (60 kDa, 66 kDa and 90 kDa
proteins) was made by electroelution (see more details in chapter 2). The obtained purified
recombinant proteins were used for the immunization. Before the immunization process, a
blood sample of 100ul was taken from the mice by a retro orbital puncture as negative control.
Balb/c mice were immunized by a subcutaneous injection of 100pg antigen in Freund's
incomplete adjuvant followed by another similar subcutaneous infection every 2 weeks. The
blood was recovered 2 months after the initial immunization by the bleeding of mice. The
blood was then incubated at room temperature during a few hours and then centrifuged for 10
minutes at 3000 rpm. Sera containing the antibodies were recovered and frozen at —20°C.

2.3.3 Antisera

Name Primary antibodies Secondary antibodies

a120colA.s Mouse/anti A.suum cuticular collagen|{Goat/anti-mice (1gG, H+L) peroxidase
(produced by myself) |120kDa
Bpcol-1 (a-19-1) Mouse/anti Brugia pahangi cuticular{Goat/anti-mice (1gG, H+L) peroxidase
collagen specific gene Bpcol-1 (19-1)
B. pahangi (a-205) |Rabbit/anti Brugia pahangi cuticular|Goat/anti-rabbit (1gG, H+L) peroxidase

collagen
Anti-His Mouse/anti 6xHistag Goat/anti mice (1gG, H+L) peroxidase
a-Bpcol-1 Mouse/anti Brugia pahangi recombinant|{Goat/anti-mice (1gG, H+L) peroxidase

(produced by myself) |cuticular collagen Bpcol-1

Table 1: List of primary and secondary antibodies used during the research.
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3 Results

3.1 Initial attempts to produce recombinant Bpcol-1 cuticular
collagen proteins

The initial attempts to produce recombinant Bpcol-1 cuticular collagen proteins were carried
out by Di Mito using the pGEX vector (Pharmacia Biotech). As she did not obtain
recombinant proteins, the induction was first tried using the pET vector system. Induction
with pET system gave no result. The stability of the construct (insert + vector) was weak and
bacteria transformed with that construct do not grow. Finally the pQEs vector system was
used for the expression in bacteria.

3.2 Selection of the coding sequence of the gene Bpcol-1 for the
expression with a bacterial system

The gene Bpcol-1 was amplified by PCR using directly a cDNA library of B. pahangi. The
analysis on agarose gel of the PCR results showed a band around 900-bp corresponding to the
size of the gene Bpcol-1 (Martin et al., 1996) (Fig. 4). The purification of the 900-bp
fragment, its ligation into the pGEM®-T-Easy vector and its transformation into XL1 Blue
cells were performed. A selection of white colonies was verified by PCR with M13 and M13
reverse primers. Agarose gel analysis of the PCR shows bands around 1000-bp that
correspond to the size of the gene (900-bp) plus a part of the pGEM ®-T-Easy vector (Fig. 5).
The nature of the clones was also verified by digestion with BamHI and Xmal enzymes. The
agarose gel analysis of the digested clones shows one band of 900-bp corresponding to the
size of the gene Bpcol-1 and one band of 3000-bp corresponding to the size of the vector (Fig.
6). The single digestion with BamHI gives a band of 3900-bp (Fig. 6). The sequence of the
isolated gene was aso verified to insure that the isolated gene is the gene Bpcol-1 (Table 2).
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1018-bp

1018-bp

Fig. 4. PCR: lane 1. DNA
lane 2: Bpcol-1
DNA obtained by PCR
amplification with Bpcol-1

ladder;

5" and 3’ primers.

3054-bp

1018-bp

Fig. 5: PCR: lane 1. DNA ladder;
lanes 2-6: Bpcol-1 DNA obtained
by PCR amplification with M13
and M 13 reverse on a selection of
white transformed colonies.

Fig. 6: Digestion of pGEM® +
Bpcol-1: lane 1: DNA ladder;
lanes 2-5: pGEM® + Bpcol-1
digested with BamHI and Xmal;
lanes 6-8: pGEM® + Bpcol-1
digested with BamHI .

pGemt+Bpcol - 1
Bpcol -1
consensus

pGemtBpcol - 1
Bpcol -1
consensus

pGemtBpcol - 1
Bpcol -1
consensus

pGemt+Bpcol - 1
Bpcol -1
consensus

pGemt+Bpcol - 1
Bpcol -1
consensus

pGemt+Bpcol - 1
Bpcol -1
consensus

pGemt+Bpcol - 1
Bpcol -1
consensus

pGemt+Bpcol - 1
Bpcol -1
consensus

pGemt+Bpcol - 1
Bpcol -1
consensus

pGemt+Bpcol - 1
Bpcol -1
consensus

pGemt+Bpcol - 1
Bpcol -1
consensus

61

61

121
113
121

181
173
181

241
233
241

301
293
301

361
353
361

421
413
421

481
473
481

541
533
541

601
593
601

CATGECGECOCCEEGAAT TCCATTGGATCCAT GGT TGAT TCTGATGATCOGAAACAGCT T
-Gl---A----C AAG TT- AG TAG - - - ATGGTTGATTCTGATGATCCGAAACAGCTT

LR R R R R R R R R R

CTCATTGAGGECAGAAAGCATGAAAAAGCT TACCTTTTGCGGTGI TGCTGT TTCTACCGTA
CTCATTGAGCCAGAAAGCATGAAAAAGCTTGCCTTTTGOGGTGT TGCTGI TTCTACCGTA

EEEEEEEEEEEEEEEEEEEEEEEEEEEEEEEEEEEEEEEEEEEEEEEEEEEEEEEEEEEE]

GCTACTCTGGTAGCAATTATTTGCGTACCAAT GCTCTGCACCTACATGCAAAATGTGCAG
GCTACTCTGGTAGCAATTATTTGOGTACCAATGCTCTGCACCTACATGCAAAATGTGCAG

EEEEEEEEEEEEEEEEEEEEEEEEEEEEEEEEEEEEEEEEEEEEE SRS EEEEEEEEEE ST

TCTAACTTGCAAGAT GAGAT TAGCT TCTGCAGGACCCGCGCAAT TGGAT TACGAGGAGAA
TCTAACTTGCAAGATGAGAT TAGCT TCTGCAGGACCCGOGCAAT TGCGATTACGAGGAGAA

LR R R R SRS S S S S S S S EEEEEEE RS EEEEEEEEEEREEEEEEEEEEEEEEEEEEEEEEEEEES

TTCACCAAACTCGAAT CATCGCGT TCAGCACT GAAAAAAGAAAGACAAAAGAGGECAGECA
TTCACCAAACT CGAATCATCGCGT TCAGCACT GAAAAAAGAAAGACAAAAGAGGECAGECA

LR R R R SRS S S S S S S S EE SRR EEEREEEEREEEEEEEEEEEEEEEEEEEEEEEEE

GTATTCCAATGI TGCAGT TGCGGTATTGGT CCTGI TGGT CCACCAGECCCACCTGGACAA
GTATTCCAATGT TGCAGT TGCGGTATTGGTCCTGI TGGT CCACCAGEOCCACCT GGACAA

LR R R R SRS S S S S S S SRS SRR SRR EEEREEEEEEEREEEEEEEEEEEEEEEEEEEEEEE

GATGGT GACGAT GECOGAGAT GEOCCACCT GGAAAACCT GGT AT GOCAGGT CAGGATGCT
GAT GGT GACGATGEOCCGAGAT GBCCCACCT GGAAAACCT GGTATGCCAGGT CAGGATGCT

LR R R R R RS S S S S S SRS SRS SRS SRR R R R ERRERERREEEEEEEEEEEEEEEEEES

CAAGAAACCCAACT GCCAACT GAACGAGACTGGT GT TTCAAT TGTCCTGCAGGACCACCA
CAAGAAACCCAACT GOCAACT GAACGAGACTGGTGT TTCAAT TGTCCTGCAGGACCACCA

LR R R R R RS S S S S S SRS SRS SRS SRR R R R ERRERERREEEEEEEEEEEEEEEEEES

GGTCCACGAGGT AAACCAGGACCAAAAGGACAGAGAGGAT TGCCGEGAGACAAAGGT TCT
GGT CCACGAGGT AAACCAGGACCAAAAGGACAGAGAGGAT TGCOGCGAGACAAAGGT TCT

LR R R R SRS S S S S S SRS SRS RS SRR R R R R ERRRRERREEEEEEEEEEEEEEEEEES

AGCGGACAGCCT GGT GAACCGGEGT CCTGT GGGACCACAAGEGECCAAGAGGACCGAATGGA
AGCGGACAGCCT GGT GAACCGEEGET CCTGT GEGACCACAAGEGECCAAGAGGACCGAATGGA

IEEE SRR SRS EESE SRR SR ERE SRS EREEEEEEEEEEEEEEEEEEEEEEEEEESEES]

CCTCGAGGAAAT CCAGGECCCAGCT GECGAACCAGGAAAACCGEGT GTACAGACTGAGGT G
CCTCGAGGAAAT CCAGGECCCAGCT GBCGAACCAGGAAAACCGEGT GTACAGACTGAGGT G

IEEE SRR SRS EEEE SRR SR ERE SRS EREEEEEEEEEEEEEEEEEEEEEEEEEESEES]

71




CHAPTER 4

pGemtBpcol -1 661 OCTGGACCACCAGGACCACCT GGOCCACCAGGACCACAAGGACCACCAGGT GAGCAAGGT
Bpcol -1 653 CCTGGACCACCAGGACCACCT GECCCACCAGGACCACAAGGACCACCAGGTGAGCAAGGT

consensus 661 LR R R R R R R R R R R R R R R R R R R R R R

pGemtBpcol -1 721 OCAGCTGGEGECGAGAT GBCAATCOOGGACGACCAGGACCACGT GGACCACCAGGT CAGAAC
Bpcol -1 713 CCAGCTGEECGAGAT GECAAT COCGGACGACCAGGACCACGT GGACCACCAGGT CAGAAC

consensus 721 LR R R R R R R R R R R R R R R R R R R R

pCemtBpcol -1 781 GGCAAAGAT GGTCCTCCAGGACAT GATGGT CCAAATGGT GAT CAAGGAGAAGCAGGTCCC
Bpcol -1 773 GECAAAGATGGTCCTCCAGGACAT GATGGT CCAAATGGT GATCAAGGAGAAGCAGGTCCC

consensus 781 LR R R R R R R R R R R R R R R R R R R R R R

pGemtBpcol -1 841 GATGGACCAAAAGGCAGT TGTGACCAT TGT CCACCTCOCAGAACAGCTCCAGCCTAT TAA

Bpcol - 1 833 GATGGACCAAAAGGCAGT TGTGACCATTGTCCACCT COCAGAACAGCTCCAGECTAT TAA
Consensus 841 EEEEE RS S SR SRS EEEEEEEEEREEEEEEREEESEEEEEEREEEEEEREEEEEEEEEEEEEEEEES
pGem+Bpcol -1 901 OOC------- GGGAATCACTAGT GAATTCOBOGRE0CGCCT GCAGGT CGACCATATGGGAGA
Bpcol - 1 893 -C------- GGA-T--C AG AGA-T-A- - - - - ACCTG - A- TCA- - G- - - TAG A- -
Consensus 901 P kkhkkk _Kk_ _Kk_K*k_ _ _k_*_ _ ______ kkkk _ _ _ _kk_ _ _k_ _ _k_*_*_ _

pGem+Bpcol -1 954 GCTCOOCAACGOGTTGGATGCATAGCTTGAGTATTCTATAGTGTCA
Bpcol - 1 946 --TC---- G-T----T-CAT--C---AT--TG - - - - TAT-A
Consensus 961 kK _ _ ___k_ _k_ ___*k_*kkk_ _*_____ k__Kkk_ ____*_*_*%*

Table 2: Sequence alignment of Bpcol-1 gene (Martin, S.A. et al., 1996) with the gene isolated in 3.2 from B.
pahangi cDNA library and inserted into pGEM ® vector. Restriction sites BamH| and Xmal are boxed in gray
color. Start and stop codons are bolded.

3.3 Verification of the construction of the pQE;, expression vector
with Bpcol-1insert

30-50 ng of pGEM ®-T-Easy + Bpcol-1 vectors were digested with 1 U of BamHI & Xmal and
after analysed on agarose gel (Fig. 7). One 900-bp fragment, corresponding to the gene Bpcol-
1, was ligated into BamHI & Xmal digested pQEso expression vector (Fig. 7). After the
transformation into XL 1 Blue cells, a selection of colonies was checked by PCR with pQEsp
5 and 3 primers in order to verify the nature of the clone. Agarose gel analysis of the PCR
shows bands around 1200-bp corresponding to the size of the gene Bpcol-1 + a part of the
pPQEso vector (Fig. 8). The nature of the clones was also verified by a digestion with BamHI
and Xmal enzymes. The digestion anaysis by agarose gel shows one band of 900-bp
corresponding to the size of the gene Bpcol-1 and one band of 3400-bp corresponding to the
size of the vector. Single digestion gives a band around 4300-bp (Fig. 9). The sequence of the
clone was done to check the reading frame (Table 3).
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3054-bp

1018-bp
1636-bp

1018-bp

Fig. 7: Digestion: lane 1: DNA ladder; lane | Fig. 8: PCR on XL1-Blue transformed
2. pQEs vector digested with BamHI and | colonies: lane 1: DNA ladder; lanes 2 to 6:
Xmal. lane 3: pGEM® + Bpcol-1 digested | 900-bp Bpcol-1 + 336-bp of pQE;. DNA
with BamHI and Xmal. obtained by PCR amplification with pQEg
5 and 3’ primers.

Fig. 9: Digestion: lane 1: DNA ladder; lane 2:
pQEzq + Bpcol-1 undigested; lane 3: pQE;g
+ Bpcol-1 digested with BamHI; lane 4: pQEsq

+ Bpcol-1digested with BamHI and Xmal.
4072-bp
3054-bp

1018-bp
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61
121
181
241
301
361
421
481
541
601
661
721
781
841
901
961

att gt gagcg
ggat cgcatc
ctcattgagg
gct act ct gg
tctaacttgce
ttcaccaaac
gt attccaat
gat ggt gacg
caagaaaccc
ggt ccacgag
agcggacagc
cct cgaggaa
cct ggaccac
ccagct gggce
ggcaaagat g
gat ggaccaa

B0 -

gat aacaat t
accat cacca
cagaaagcat
t agcaatt at
aagat gagat
t cgaatcatc
gttgcagttg
at ggccgaga
aact gccaac
gt aaaccagg
ct ggt gaacc
at ccaggccc
caggaccacc
gagat ggcaa
gt cct ccagg
aaggcagttg
cctgcagceca

t cacacagaa
t cac EENGE
gaaaaagct t
ttgcgtacca
tagcttctge
gcgttcagcea
cggt at t ggt
t ggcccacct
t gaacgagac
accaaaagga
gggtcctgtg
agct ggcgaa
t ggcccacca
t cccggacga
acat gat ggt
t gaccatt gt
agett

ttcattaaag
atggttgatt
gccttttgeg
at gct ct gca
aggacccgcg
ct gaaaaaag
cctgttggte
ggaaaacctg
tggtgtttca
cagagaggat
ggaccacaag
ccaggaaaac
ggaccacaag
ccaggaccac
ccaaat ggtg
ccacct ccca

aggagaaat t
ctgatgatcc
gtgttgct gt
cctacat gca
caattggatt
aaagacaaaa
caccaggccc
gt at gccagg
attgtcctgce
t gccgggaga
ggccaagagg
cgggt gt aca
gaccaccagg
gt ggaccacc
at caaggaga
gaacagct cc

aact at gaga
gaaacagct t
ttctaccgta
aaat gt gcag
acgaggagaa
gaggcaggca
acct ggacaa
t caggat gct
aggaccacca
caaaggttct
accgaat gga
gactgaggtg
t gagcaaggt
aggt cagaac
agcaggt ccc
aggctattaa

Table 3: Sequence map of pQEs + Bpcol-1 clone. Restriction sites BamHI and Xmal are boxed in red
color and gray coloured nucleotides indicate the 6xHisTag region. Start and stop codons are bolded.

3.4 Expression

In order to express the Bpcol-1 gene in SG13009 [pREP.] cells, the cells were transformed
with pQEsp + Bpcol-1 expression vector. A selection of colonies was tested by PCR with
Bpcol-15 and 3'. Small cultures of positive clone (PCR amplified fragment of 900-bp) were
grown in LB liquid culture containing Ampicillin and Kanamycin and induced with ImM
IPTG. The same preparation was done with pQE30 + 28 kDa expression vector as the positive
control.

The curve obtained in Fig. 10A corresponds to the usual growth curve of the bacteria
SG13009 [pREP,] strain. Bacteria transformed with the expression vector pQE30 without any
insert have the same growth curve that those observed when the bacteria are not transformed
(Fig 10B). The growth curve of bacteria culture transformed with pQE30 + 28 kDa expression
vector presents small differences but corresponds to usual growth curve (Fig. 10C). However
the growth curve of bacteria transformed with pQEsp + Bpcol-1 is unusua (Fig. 10D). The
growth is slowed down.
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Fig. 10: A. Bacteria growth of SG13009 [pREP,]. B. Bacteria growth of SG13009 [pREP,4] transformed
with pQE;g before and after IPTG. C. Bacteria growth of SG13009 [pREP,] transformed with pQE;, + 28
kDa before and after IPTG. D. Bacteria growth of SG13009 [pREP,] transformed with pQE; + Bpcol-1
before and after IPTG. Cell density was followed by measuring the absorbance at 600 nm and IPTG was
added after 60 min of growth (120 for D.) (arrow). Culture was stopped at the end of the exponential
growth phase.

3.5 The characterization of the protein Bpcol-1

3.5.1 Electrophoretic analysis

The protein profile analysis of the induced culture SG13009 [pREP,] transformed with pQEzo
+ Bpcol-1 does not show any induction. The protein profiles of the induced transformed
bacteria show the same protein profiles as those observed with the bacteria transformed with
the vector only (Fig. 11). The protein profile of induced bacteria transformed with pQE30 +
28 kDa reveals a band around 30 kDa. This band corresponds to the recombinant protein of 28
kDa (Fig. 12).
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200kDa

116kDa
97 kDa
66 kDa

45kDa

31kDa

200kDa

116 kDa
97 kDa

66 kDa

1 2 3

Fig. 11. SDS-PAGE analysis of
culture. Lane 1. HMW; lane 2
SG13009[pREP,], transformed
with pQEsg without insert, before

Fig. 12. SDS-PAGE analysis of
culture. Lane 1: HMW; lane 2:
pQExy + 28 kDa before IPTG;
lane 3: pQEsg + 28 kDa after 180

IPTG; lane 3: SG13009[pREP,], min IPTG.
transformed with pQE; + Bpcol-1,
before IPTG; lane 4: After 180 min

IPTG;

3.5.2 Immunoblotting analysis

3.5.2.1 Detection of proteinswith anti cuticular collagen antibodies

The antisera a-120colA.s, Bpcol-1 (a-19-1) and B. pahangi (a-205) were used to test the
induction of the protein Bpcol-1.

When tested with a120colA.s antibodies, immunoblot results on induced bacteria extract
SG13009 [pREP,], transformed with pQEsp + Bpcol-1, revea 3 bands, one around 34 kDa and
two others around 60 and 90 kDa. When tested with B.pahangi (a-205) antibodies, two bands
appear around 60 and 90 kDa. No bands were detected when tested with Bpcol-1 (a-19-1)
antibodies (Fig. 13).

Immunoblot with antibodies a120colA.s, on induced bacteria extract, digested with
collagenase or pepsine, revea the same bands as those observed before the digestion (Fig. 13).
Immunaoblot on non-induced bacteria strain, transformed with pQEsp + Bpcol-1, shows the
same results as those obtained after induction (Fig. 15).

Results obtained in Fig. 14 reveal that immunoblot with &120colA.s on induced bacteria
extract SG13009 [pREP,4] transformed with pQE;p vector reveals 3 bands apparently of
identical molecular size as those observed on bacteria extract SG13009 [pREP,] transformed
with pQEzp + Bpcol-1 vector. Immunoblot with a120colA.s on a culture growth of bacteria
extract SG13009 [pREP,] shows aso the same 3 bands.
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97 kDa

66 kDa

45kDa

31kDa

200kDa
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Fig.13: Western blot analysis on bacteria
extract SG13009 [pREP,], transformed with
pQEzg + Bpcol-1, after 180 min IPTG: lane
1. HMW; lane 2: WB with antiserum a-
120colA.s; lane 3: WB with antiserum B.
pahangi (a-205); lane 4: WB with antiserum
Bpcol-1 (a-19-1); lanes 5 and 6: WB with
antiserum a-120colA.s on bacteria extract
digested respectively with collagenase and

pepsine.

Fig.14: Western blot analysis with
antiserum a-120colA.s: lane 1: WB
on bacteria extract SG13009
[PREP,], transformed with pQEs, +
Bpcol-1, after 180 min IPTG; lane 2:
WB on bacteria extract SG13009
[PREP,], transformed with pQEs,
after 180 min IPTG,; lane 3: WB on
bacteria extract SG13009 [pREP,]
after aculture growth of 4 hours.

Fig.15: Western blot
analysis with antiserum
a-120colA.s on bacteria
extract SG13009
[PREP,], transformed
with pQEy + Bpcol-1:
lane 1. HMW; lane 2:
After 180 min IPTG;
lane 3: Before induction.

3.5.2.2 Detection of proteins with anti-His antibodies

Immunaoblot with anti His antibodies on induced bacteria extracts SG13009 [pREP4],
transformed with pQEsp + Bpcol-1 vector shows no reaction (Fig. 16). However, immunoblot
on induced bacteria extract SG13009 [pREP,], transformed with pQEzy + 28 kDa vector,
reveadled a band of 30 kDa (Fig. 16). Control immunoblots on induced bacteria not
transformed or on induced bacteria transformed with the vector pQE30 only show no reaction
with anti-His antibodies. No reaction was found on induced and non-induced bacteria
transformed with pQEszp + Bpcol-1 vector (Fig. 17).

7




CHAPTER 4
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Fig.16: Western blot analysis with Anti-His antibodies: | Fig.17: Western blot analysis with Anti-His
lanes 1-2-3: Bacteria extract SG13009 [pREP,], | antibodies: lane 1. Bacteria extract SG13009
transformed with pQE; + Bpcol-1, after 60,120,180 min | [pREP,]; lane 2: Bacteria extract SG13009
IPTG; lanes 4-5-6: Bacteria extract SG13009 [pREP4] | [pREP,], transformed with pQE;, after 180 min
transformed with pQEs + 28 kDa, after 60, 120, 180 min | IPTG; lane 3: Bacteria extract SG13009
IPTG. [PREP,], transformed with pQE, + 28 kDa,
after 180 min IPTG. lane 4: Bacteria extract
SG13009 [pREP,], transformed with pQEy +
Bpcol-1, before IPTG; lane 5: Bacteria extract
SG13009 [pREP,], transformed with pQEq +
Bpcol-1, after 180 min IPTG

3.6 Selection of the coding sequence of the gene Bpcol-1 for the
expression with the yeast system

The gene Bpcol-1 was amplified by PCR using directly a purified pGEM® + Bpcol-1 vector.
The analysis on agarose gel of the PCR result shows a band around 900-bp corresponding to
the size of the gene Bpcol-1 (Fig. 18). The purification of the 900-bp fragment, its ligation
into the pGEM ®-T-Easy vector and its transformation into XL1 Blue cells were performed. A
selection of white colonies was checked by PCR with Bpcol-1 5 yeast and Bpcol-1 3’ yeast
primers. Agarose gel analysis of the PCR shows bands around 900-bp (Fig. 19). The nature of
the clones was also verified by digestion with BamHI enzyme. The agarose gel analysis of the
digested clones shows one band of 900-bp corresponding to the size of the gene Bpcol-1 and
one band of 3000-bp corresponding to the size of the vector (Fig. 20).

The sequence of the isolated Bpcol-1 gene was also verified. Results are the same as those
obtained in Table 2, paragraphe 3.2 exept for the presence of the 6xHis tag before the ATG
start codon. The presence of the 6x His tag is important for the future detection of the
recombinant protein.
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1018-bp

1018-bp

Fig. 18: PCR: lane 1: DNA ladder;
lanes 2 to 7: Bpcol-1 gene obtained by
PCR amplification with Bpcol-1 5’
yeast and 3’ yeast primers.

3054-bp

1018-bp

Fig. 19 PCR: lane 1.
DNA ladder; lanes 2 to 21:
Bpcol-1 DNA obtained by
PCR amplification with
Bpcol-1 5 yeast and 3
yeast primers on a
selection of white
transformed colonies.

Fig. 20: Digestion of
pGEM® + Bpcol-1: lane
1: DNA ladder; lanes 2 to
5. pGEM® + Bpcol-1
digested with BamHI.

3.7 Verification of the construction of the pHIL-S1 expression
vector with Bpcol-1 insert

30-50 ng of pGEM®-T-Easy + Bpcol-1 vectors were digested with 1 U of BamHI and
analysed on agarose gel (Fig. 20). The 900-bp fragment corresponding to the gene Bpcol-1
was ligated into BamHI digested pHIL-S1 expression vector (Fig. 21). After the
transformation into XL1 Blue cells, a selection of colonies was checked by PCR with Bpcol-1
5 yeast and Bpcol-1 3' yeast primers in order to verify the nature of the clone. Agarose gel
analysis of the PCR shows bands around 900-bp (Fig. 22). The nature of the clones was aso
verified by a digestion with EcoRIl enzyme to check the correct insertion way. The correct

clones have 2 bands, one of 9000-bp and one of 200-bp (Fig. 23).
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1018-bp

1 2 3 4 5

Fig. 21: Expression vector after | Fig. 22: PCR on XL 1-Blue transformed colonies: lane
digestion: lane 1: DNA ladder; | 1: DNA ladder; lanes 2 to 24: 900-bp Bpcol-1. DNA
lanes 2 to 5. pHIL-S1 vector | obtained by PCR amplification with Bpcol-1 5’ yeast and
digested with BamH]I . Bpcol-1 3’ yeast primers.

Fig. 23: Digestion: lanes 1-
2-3: Different DNA ladders;
lanes 4 to 26: pHLI-S1 +
Bpcol-1  digested  with
EcoRI.

9000-bp

200-bp

3.8 The characterization of the protein Bpcol-1

3.8.1 Electrophoretic analysis

The protein profile of the induced yeast culture (supernatant part) transformed with pHIL-S1
+ Bpcol-1 shows a lot of bands ranging from 20 kDa to 200 kDa. 3 stronger bands appear
between 50-90 kDa (Fig. 24). The same induced yeast culture digested with collagenase
enzyme reveals a different protein profile. The 3 bands, observed before the digestion, are
digested and new bands appear especially around 35 kDa and 50 kDa. Bands around 116 kDa
correspond to collagenase (Fig. 24). A negative control corresponding to induced yeast culture
(supernatant part) transformed only with pHIL S1 vector is represented on Fig. 24.

80



PRODUCTION AND ANALY SIS OF BRUGIA PAHANGI CUTICULAR COLLAGEN
PROTEINS ENCODED BY Bpcol-1

200kDa
116 kDa
97 kDa

Fig. 24: SDS-PAGE analysis: Lane 1: HMW; lane
2: Negative control lane (induced yeast culture
without insert); lane 3: Induced yeast culture; lanes
4 and 5: Induced yeast culture digested with
collagenase.

66 kDa

45kDa

31kDa

3.8.2 Immunoblotting analysis

3.8.2.1 Detection of proteins and immunoblotting analysis with anti Bpcol-1 sera

a120colA.santibody and Anti 6x His tag antibody were tested on induced and non-induced
yeast culture (supernatant part) in order to verify the production of the recombinant protein
Bpcol-1. Immunoblotting on the supernatant of induced yeast culture with anti His antibodies
reveals only two bands instead of three but confirms the induction. The a120colA.s antibody
recognized mainly the higher band and only slightly the lower band (Fig. 25).

Immunoblot with B. pahangi (a-205) antibodies on the recombinant protein Bpcol-1 reveals 2
bands around 60 and 90 kDa. These bands have the same molecular weight as those observed
on immunaoblot with a-120colA.s and Anti 6x His tag antibodies (Fig. 26).

Antibodies produced against the Bpcol-1 protein produced in Pichia were used for
immunoblot on the recombinant protein Bpcol-1, on A. suum and on C. elegans cuticular
collagen (Fig. 27). Results obtained on the recombinant protein show 2 bands around 60 and
90 kDa. These bands have the same molecular weight as those observed on SDS with other
antibodies (Fig. 25 and 26). No band is visible for immunoblot on A. suum and C. elegans
cuticular collagen.

No band is visible for immunaoblot on the recombinant protein digested with collagenase and
tested with a-Bpcol-1 antibody (Fig. 28).
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Fig. 25: Western blot analysis on induced and non-
induced yeast culture (supernatant part): lane 1:
HMW:; lane 2: WB with antibodies a-120colA.s on
induced culture; lane 4. WB with Anti His
antibodies on induced culture; lanes 3 and 5: WB
with antibodies a120colA.s and Anti-His
antibodies on non-induced culture.

Fig. 26: Western blot
analysis with a205
B. pahangi
antibodies. Lane 1:
HMW; lane 2: WB on
induced culture.

Fig. 27: Western blot analysis
with the produced antibodies a-
Bpcol-1. Lane 1: HMW; lane 2:
WB on induced culture; lane 3:
WB on A. suum cuticular
collagen; lane 4: WB on C.
elegans cuticular collagen.

200kDa
116-97 kDa

66 kDa

45kDa

30kDa

Fig. 28: Western blot analysis with the produced antibodies a-
Bpcol-1. Lane 1: HMW; lane 2: WB on induced culture; lane 3:

WB on induced culture digested with collagenase.
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4 Discussion

During the expression of the entire Bpcol-1 gene in a bacterial system, it was difficult to reach
an ODggp of higher than 0,5. However the growth of the bacteria cultures, transformed with
pQEsp + the insert equivalent to a 28 kDa protein, transformed with pQEszp only as well as non
transformed cells, reached in the same time periode higher OD levels. Despite these
difficulties, SDS-PAGE and immunoblot using the induced cultures were performed. The
positive control (pQEsp + the insert equivalent to a 28 kDa protein) could be induced. As
expected, no induction could be found in the bacterial culture transformed with pQEsp +
Bpcol-1. However, it was interesting to observe reactions on the immunoblot when tested with
different antisera raised against cuticular collagens. The bands around 34 kDa, 60 and 90 kDa
indicate the possibility of a positive induction of collagen proteins.

Immunoblot reactions on non-induced bacteria transformed with pQE;p + Bpcol-1 as well as
on induced bacteria transformed with pQEsp + Bpcol-1 were identical when tested with a
120colA.s antibody. Collagenase and pepsin digestion of the induced bacteria extracts did not
change the antibody reactions. This leads to think that the proteins recognized, are not
collagen. Moreover, immunoblot reaction with a-120colA.s on induced bacteria transformed
with pQE;p only, as on non-transformed bacteria reveal the same bands. These results clearly
indicate the non-specificity of the antibodies and therefore the need to use another antibody to
confirm the presence of an induction.

The anti 6x His antibody can distinguish induced clones with 6x His tagged protein from
those that only express the short peptide sequence lacking an insert. Small peptides (< 30
amino acids) expressed from pQEsp vectors without an insert are degraded within the cells and
will not give a positive signal. The lack of the reaction with the induced bacteria extract
confirms that the induction was not successful and that the positive antibody reactions initially
found were an artefact. However, with the positive control (pQEso + the insert equivaent to a
28 kDa protein) a strong reaction occured at 28 kDa confirming the induction of the
recombinant 28 kDa protein. It seems evident that the presence of Bpcol-1 gene affects the
host cell’s growth rate and those results seem to lead to the conclusion that Bpcol-1 gene
might be toxic.

By using yeast as a second expression system, the gene Bpcol-1 was inserted into the
expression vector pHIL-S1 using BamHI cloning site and including the 6x His-tag sequence.
This allows detection of induced proteins using anti His antibodies.

Induction of the yeast transformed with the Bpcol-1 gene results in culture supernatants with
three major bands between 45-97 kDa, whereas supernatants of induced cultures without
insert show no protein bands. The digestion with collagenase of the proteins present in the
supernatant of the induced culture resulted in the degradation of these three proteins. This
clearly indicates that the recombinant proteins are collagens.

Immunablotting on these proteins present in the supernatant of induced yeast culture with anti
His antibody reveals instead of three, only two bands. The a-120colA.s antibody recognized
mainly the higher band. The a205 B. pahangi antibody directed against cuticular collagens
also reacted with two bands and finally the a-Bpcol-1 antibody raised against the recombinant
collagen proteins reacted strongly with two bands. The specificity of this antibody was shown
since no reaction on A. suum or C. elegans cuticular collagens could be detected.
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Taken together, the data of the immunoblot analysis indicate that only two bands of the three
are recognized. In contradiction to these results is the fact that in SDS PAGE all three bands
disappear after collagenase digestion.

The immunoblot using a-Bpcol-1 antibodies on the proteins present in the supernatant without
or with digestion confirms that induced peptides are collagenase sensitive. In addition, the
antibody reacted not only with the two major bands but reveals at least three additional weak
bands all of them also collagenase sensitive.

This data seem to indicate that the induced proteins cannot be in a reproducible way separated
on SDS PAGE.

The Bpcol-1 inserts codes for a 30 kDa protein. However on the gel no such peptide can be
found. The size of the induced peptides varies in the range of 40 to 90 kDa. If a
polymerisation occurs spontaneously in the yeast system, a protein band arround 60 kDa has
to be found. In fact the strong bands around 66 kDa could correspond to a dimer. The band
below 97 kDa could potentially be a trimer. No clear-cut explanation can be given for the
other bands. It is known that the yeast culture system favors polymerisation of induced
proteins (Pichia Expression kit Invitrogen), a fact, which could explain the absence of the 30
kDa band. How can the presence of multiple collagenase sensitive peptides be explained? One
hypothesis might be that the proteins are posttrandationnaly modified, for instance via the
cleavage of signal peptides or by specific glycosylation.

It is clear on the basis of our data that dimer and trimer forms of polypeptide chains can be
issued from proteins of the same gene. In vivo it is not known whether polypeptide chains
issued from different genes can polymerize to each other in order to form the triple helical
chain of the collagen proteins.

The sucessful production of specific antibodies (a-Bpcol-1) raised against the recombinant
protein Bpcol-1 confirms for the first time the immunogenicity of the collagen proteins issued
from one gene, however it is not clear whether the antibodies recognize monomer. It might
well be that the antigens used were spontaneously polymerized.

Further investigations are necessary to better understand the mechanism of protein synthesis
and assembly. Such studies would eventualy alow opening new ways for a control of
nematode parasites (Fetterer and Rhoads, 1993; Pritchard et al., 1988). Our study could be
complemented by tests using the antibodies a-Bpcol-1 on B. pahangi cuticular collagens, to
extend the production of recombinant collagensto A. suum and C. elegans and to cross check
the produced antibodies for their specificities. For this type of study new cDNA of A. suum
and B. pahangi would be needed to test the presence of identical genes.
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GENERAL DISCUSSION

1 General discussion

Nematodes are organisms with a cylindrical body that is not segmented; they are also known
as round worms. They can be free-living organisms or they can be found as endoparasites.
When they are parasites, they can cause important damage to their host, especially to the
human being, as it is the case for lymphatic filariidae, for example

Wuchereria bancrofti is an example of filariidae that invades the lymphatic vessels of ther
host. The disease caused by this parasite, which is known as lymphatic filariasis, causes the
dysfunctioning of the lymphatic system and can, after considerable time of infection, lead to a
deforming and mutilating disease of the limbs and genitals. Some 120 million people are
currently estimated to be infected: one third of them live in India, one third in Africa and most
of the remainder in South Asia, in the Pacific and in the Americas. Lymphatic filariasis cans
thus be considered as one of the most important diseases in the world. The extent of this
phenomenon has led the WHO (World Health Organization) to create a program, which aims
at controlling the transmission and the devel opment of this disease. This program now appears
to have brought lymphatic filariasis under control. Still, as the diagnosis techniques are not
optimal, as no vaccine is available as yet, and as the presently available treatments (DEC,
Ivermectin, Albendazol) remain harmful to the human, as, considerable research work still
remains to be devoted to lymphatic filariidae. Moreover, since parasites are adaptable
organisms, they may obviously become resistant to current treatments (WHO, 1997).

The successful establishment of a parasite clearly depends on the nature of the interactions
between the parasite and its host; (Betschart, 1990; Bird and Bird, 1991) we therefore decided
to work on the cuticle, which is the location of these interactions. As more than 80 % of the
cuticle is made of collagen proteins, particular attention was given to cuticular collagens. It
was also observed that antibodies against cuticular collagens can be found in hosts infected by
filariidae (Selkirk et al., 1989; Selkirk and Blaxter, 1990), so that is aso appeared necessary
to study the immunological aspect of collagens.

After developing a comparative study of protein profiles of cuticular collagens in three
different nematodes (A. suum, C. elegans, B. pahangi), we proceeded to study the

immunogenicity and the antigenicity of the cuticular collagens, which led us to the production
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of recombinant proteins. After antibodies had been raised against these proteins, the

possibility of isolating identical proteinsin A. suum and B. pahangi was finaly investigated.

1. Comparative Study of Protein Profiles of Cuticular Collagens in Three Different

Nematodes (A. suum, C. elegans, B. pahanagi)

The protein profiles of cuticular collagen in A. suum, C. elegans and B. pahangi analyzed by
SDS-PAGE reveal molecular sizes from 30 kDa to 200 kDa. Since we are dealing with
different species, the proteins also exhibit different profiles, as far as the number and the size
of their bands are concerned, our observations confirm the results obtained by Betschart
(1990) in his study of cuticular collagen of A. suum. Cuticular collagens can be divided into 4

groups according to their size:

30 kDa proteins (monomer form)
60-80 kDa proteins (dimer form)
90-120 kDa proteins (trimer from)
>200 kDa proteins

These four different groups of proteins are made possible by the formation of polypeptide
associated with cystein, tyrosine and lysine cross-links (Cox, 1990). The nature of these
proteins was confirmed by collagenase and pepsine digestion. Collagenase and pepsine are
two enzymes, which respectively allow the triple helical domain of the collagen to be
digested, and the amino acids Phe, Trp, or Tyr to be cut in globular domains. SDS-PAGE
analysis of the proteins before and after the digestions reveals different protein profiles, and
thus confirms the cuticular collagen nature of the three different nematodes' cuticle extracted

proteins.
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2. Study of the Immunogenicity of Cuticular Collagens

Immunogenicity and antigenicity studies on cuticular collagen were carried out by injecting
cuticular A. suum collagen of into Balb/c mice. The recovered mice sera were tested by
immunoblot on different nematodes cuticular collagens. Results show that A. suum cuticular
collagens are immunogen and that they induce the production of antibodies when injected into
mice. Immunoblot on cuticular collagen digested with collagenase moreover revealed that the
produced antibodies actually react against cuticular collagen proteins. It was aso observed
that these antibodies are not specific to their immunogens. cross-reactions occurred when
antibodies produced against cuticular collagen of different nematodes species were tested by
immunoblot on the cuticular collagen of three nematodes (A. suum, C. elegans, B. pahangi).
Except for one affinity antibody reacting against a recombinant cuticular collagen protein of
B. pahangi, no specificity could be related the antisera.

3. Production of Recombinant Cuticular Collagen Proteins

The production of specific antibodies against recombinant cuticular proteins appeared to be
the next objective of our research work. Starting from the Bpcol-1 gene, which is present in B.
pahangi and in its encoded cuticular collagens, we inductively tried to produce Bpcol-1
recombinant proteins, which were then used to immunize Balb/c mice. In order to produce
antibodies raised against these recombinant proteins. The resulting antibodies were tested on
the cuticular collagen of different nematode species, so that their specificity could be tested.

The bacteria induction system, which we first resorted to soon, revealed a drawback: since
bacteria cytoplasm’s is not favorable to disulfide bonds, this system does not favour the
formation of cystein cross-links. Still, the induction of the protein in a monomer form could
be interesting in the perspective of studying the protein’'s nature.

The absence of glycosilation in the bacteria can also be a disadvantage for the production of
antibodies. As sugars are immunogen, they can favor an immunologic answer after the
injection of proteins into mice. Although we know the system could have an influence on the

proteins conformation, we maintained our initial choice of the bacteria induction system and

88



GENERAL DISCUSSION

we realized that it did not yield any satisfactory result. Still, this system allowed us to observe
that the Bpcol-1 gene is toxic for the bacteria: the growing curve reveals that the growth of the
bacteria transformed with the vector and the gene Bpcol-1 is unsatisfactory.

It was finaly decided to opt for an induction system from Pichia pastoris yeast. This system
presents a number of advantages. on the one hand, it appears that Pichia Pastoris is a
eucaryotic organism, which corresponds to the eucaryotic origin of the Bpcol-1 gene; on the
other hand, the yeast system allows the formation of disulfide bonds, which leads to the
production of proteins whose conformation approaches redlity; since the proteins
conformation plays an important role in immunogenicity (Invitrogen), this characteristic
would constitute an advantage for the production of antibodies raised against the recombinant

proteins.

Using a yeast system for the expression of the proteins (Invitrogen) aso allows us to produce
proteins that will be excreted in the culture media, so that the toxicity problems encountered
with the bacterial system can be avoided. Finally, the Pichia yeast is the seat of glycosilation.
Since collagen proteins are glycosilated proteins, a system inducing glycosilation should yield
interesting results. Glycosilation in Pichia yeast lead to the addition of 8-14 mannoses, which
is not very important, compared to the glycosilation occurring in other yeast systems like
Saccharomyces, which lead to the addition of 50-150 mannoses (Cereghino et al., 2002).
Glycosilation in the collagen protein should be studied in a further experiment. It is important
to note that the addition of 8-14 mannoses will bring about less change in the conformation of

the produced protein than the addition of 50-150 mannoses.

The proteins obtained after induction in the yeast system have molecular weights comprised
between 30-200 kDa when separated on SDS-PAGE. Three groups of proteins stand out as
being more important: they reveal proteins of 60-66-90 kDa. The nature of these recombinant
proteins was tested by collagenase digestion and the proteins profiles obtained after separation

on SDS-PAGE confirm that these recombinant proteins are collagens.
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4. Production of Antibodies Raised Against Recombinant Collagen Proteins

The injection of the purified recombinant proteins of the three 60-66-90 kDa groups into
Balb/c mice led to the production of antibodies. The recovered sera were tested by
immunoblot on the recombinant proteins and on cuticular collagens of A. suum and C.
elegans. The results show that the recombinant proteins are immunogen and that the produced
antibodies react against the recombinant proteins. It aso appears that these antibodies are
specific to their immunogens, as they do not cross-react with cuticular collagens of A. suum
and C. elegans In order to confirm that the produced antibodies are antibodies raised against
cuticular collagens proteins, we tested them by immunoblot on recombinant proteins digested
with collagenase. Immunoblot comparison before and after the digestion reveas that the

antibodies react against collagens.

5. Search for Identical Proteinsin A. suum and B. pahangi

Finally, we worked with the genes Ascol-C and Bpcol-1 in order to try and isolate identical
proteins among A. suum and B. pahangi. By PCR, we tried to isolate the gene Ascol-C in B.
pahangi species and the gene Bpcol-1 in A. suum species. The results do not allow us to
affirm that identical proteins are present in these two different species. Supplementary
researches should be carried out in order to obtain more satisfactory results. New DNA
libraries are necessary to exclude the contamination problem. Degenerated primers should
also be used in order to isolate similar genes with sequences encoding identical amino acids,

but with a different 3" base.

Our research work on cuticular collagen contributes to releasing knowledge concerning the
cuticle, which is the location of the interactions between the parasite and its host. This study,
which confirms the immunogenicity of cuticular collagens, has led for the first time to the
production of complete recombinant cuticular collagens and of specific antibodies against

these proteins.

90



GENERAL DISCUSSION

Considerable work remains to be done on the cuticular collagens of nematodes. the successful
production of specific antibodies, in particular, encourages further research in this domain.
The creation of the “Filaria Genome Project, set up by different laboratories in the USA, in
Great-Britain, India, Indonesia and Egypt, should lead to more cuticular collagen research. In
the scope of this project, researchers are investigating a vaccine against B. malayi, a lymphatic
filariidae; they are also working at improvements of the treatment and at the development of
screening tests. Since 1995, this group has isolated 3000 specific new genes to B. malayi, and
they have also prepared more than 10 DNA libraries. The maintenance of the development
cycle of this parasite in laboratory has aso been performed in this group.

The search for genes encoding cuticular collagen, among the 3000 B. malayi specific genes,
as well as the production of recombinant proteins and specific antibodies could constitute

possible further research objectives for Professor Betschart’s |aboratory.
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