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Trichomoniasis

Non-viral STl of worldwide importance
- 200 million cases every year

Clinical manifestations: asymptomatic to flagrant states .
Unknown factors of virulence

Modification of vaginal ecology = predisposition to HIV
Infection and other STI.

Premature labor, Premature rupture, infertility, cervical
cancer.

Only one treatment: Metronidazole but increasing appearence
of resistant strains. Side effects

No vaccine...
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Trichomonas vaginalis

Facultative anaerobe

Hydrogenosome

Type Il amitochondriate eukaryote
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Ameboid cell

(b
S
)
=
)
&)
=
c
D
D
0p)
0p)
S
R
©
=
(@)
©
>
=

)
O
o)
=
S
£
=
0]

Closed relationship between pathogenicity and adhesion




- Adhesion versus pH

Swimmerd /88 4 Supernatant

pH 4.6 still swimming

swimmers +

ameboids Adjusted to pH 6.2 transformation to
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GFP (Green Fluerescent protein)

GFP (Green Fluorescent Protein) isolated
from the jellyfish Aequorea victoria was
found to fluoresce under excitation, requiring
no substrates or coenzymzes. —(27 KD)-

Aequored victoria

- Fluorochreme produced by auto-cyclization of Ser65-Tyr66-Gly67

- Excitation at 395 - 470nm and emission at 509 nm




Properties of the different GFP

WIGFP
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EGEP

GFPmut3b
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Detection limit
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Promoter structure for Trichomonas

E -

Vanacova S et al Int J Parasitol 33 (2003)

-Homology with the metazoan initiator core promoter (the TATA-less
promoter of the murine TdT) (terminal deoxynucleotidyl transferase). Highly.
conserved

-Three 5’'UTR tested pAPluc (750 x) , pTUBIuc (30 000x) and actin VI

DNA regulatory seguences




Construction ofi the Trichomonas plasmids
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Expression of GEP fused proteins in Trichomonas vaginalis.

Contraste de phase Rhodamine Contraste de phase Rhodamine

\Vecteur GFP. \Vecteur EFle- GFP




The SNAP-Tag™ Technology

SNAP-tag Is a protein sequence based on mammalian alkylguanine-
DNA-alkyl transferase (AGT) and his substrate, a derivative of
benzylguanines.

protein of n
interest pratein of
interast
A~ D - - Guanine V™
AGT ;i.

BG-Diacetylfluorescein

\Vecteur EF1a-GFP.




eDHFR (Dihydrofolate reductase)/Trimethoprim
A chemical tag ...

i | deir 10,1028/ nmeth7492 The IlVlng Ce”S al'e
In vive protein labeling with trimethoprim conjugates: a flexible tranfe(_:ted With . DNA
chemical tag _enCOdlng the protein of
Lawrence W Miller, Yunfei Cai, Michael P Sheetz & Virginia W Cornizh Inte reSt fused to the eDH FR'

Upon expression of the
receptor fusion, a cell
permeable ligand (TMP)
coupled to a detectable tag
IS added to the medium;.

Figure 2. Selective chemical labeling of subcellularly targeted eDHFR in wild-type CHO cells.




Few fluorescent cells

transient expression ...

It’s easier to get green rabbit than green
Trichomonas




