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Abstract

Green fluorescent protein (GFP)- transfected parasites have been widely
used as a tool for studying diseases pathogenicity in several animal models,
and the application of these transfectants in drug screening assays has
increased recently. This study reports generation of transgenic parasite

(Leishmania tropica) constitutively expressing GFP .linearized cassette

containing gfp gene was stably integrated from the expression construct
pLEXSY-GFP-sat2.1 into Syrian isolate of wild-type L. tropica genome,
18srRNA locus, by homologous recombination. For the first time in Syria,
Transfection and integration of GFP was successfully carried out, and the
primary phenotype observations of parasite by fluorescent microscopy has
shown that recombinant L. tropica®" was successfully produced GFP
protein into cytoplasm. this genetic modified strain could be exploited for a
wide range of

research applications in the next few years.

Key words: LEISHMANIA TROPICA, TRANSFECTION, REPORTER
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Sl (4 Letetie Ay 8l cilially it o adind ) Jlikl) all clle Leal ) Taliiady cadyshad
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radl 8 Alesiad) oD 3.3
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- )Niimi, 2012) gfp ¢ e constitutive expression ailag culi just 138 jsaill aUai ey camcall ) Liledalll o i
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.(80-100%10° cell/ml) I 23adl oy Cumy 5l (o canlia Slgs pnny e

(21mM HEPES,150uM CaCl2, 5mM MgCl2, 120mM KCI, 0.7mM :3lill 5€050 Gy il &5l cilal
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sagal) 23al) ) ldde Casiy Graall L padl) ciliall 8 Gl llilall sey cilil) (and &5 dele 24 550 a5 .CO
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il sk 3 promastigote dasd) olel LedSay as dplad) Wilesdll cilbil e cesuall DNA Gadiiul o
- (Promega) Wizard Genomic DNA Purification Kit <uS alaaiuly (30><106ceII/mI)

Tag apd Jlesisly PCR delsi shal & el (Plajll Gph oo paliiudl asiall DNA 35 e SE) 2y
1416l PCR Jeld hag i ¢ Wby cpolymerase (master mix, GeneDirex)

95°-5 min - 35 circle (95°-2 min / 60°-30 s/ 72°- 1 min) -72° -7 min.
SSU dsdll & forward primer F3001 Al Ayl dasg Gua sl o oo il dals ciludye Ciladdial

expression  uaill jacaddll o3l cea reverse primer AL715 dnSall Audpall Ly Ly cliledalll asia (0
(Jena bioscience, z) (e ciludall CBLl o8 .gfp cargd) cpall Aalall 5"UTR Aslaiall ae a8l Cus cassette
:Germany)
F3001: 5’-GAT CTG GTT GAT TCT GCC AGT AG-3’
Al1715:5’-TAT TCG TTG TCA GAT GGC GCA C-3’
wad Ll Ll (TAE 0.5X 45ls aa 1% Ho)lel Adla Jlexinly dagill apiil SljeS (Do Jelill 13a ny Lﬁ)_j
0.5HG/MI 252353 daas 3 e Adlel) cigials (30 min s2el <100 V
:PLEXSY GFP-5at2 aaudlly 3)ysnall dsplaad) iledalll culiliila sls 3550 dulys 8.3
Jabal and gy gage IS Sypmall e 58 LE I po 25l Lghinsbing Ll st A i £ gell imia -
AN Ty anhs 0.1% wadl aysill i 30 neubauer sdae Jlexinl i & Cus clgie JS baas ddbiaall 45kl
Bysnall LAl Lat ud LS L Lagiy Lo Al 5yl cillilally il e Ll e (G pald sai ini
37 C sl day die lgaag lldg (GFP (yiign e i) & il Al s Jasad) anie JSAN e Jseanll Cing
yslil) jeae Jlasiunly Wysedi & o Ae b 72 52al JolS) Janssl) (0 2 Ml paay 2414 2x10° ism puas 3
il 4
iy ylaal) Wiledall) cillishs yeail Aa U donadll ) st 1.4
AU S e Jpeand) 23 SWa | agy) Jlexins Capal ol adudll kel da g€
.expression cassette iy (alall Juludl) (e Bug e @il axy Jsand) & V) Jelal)
el LS i JS il e Aanll) A8aill Al sal) Aol Cannen Laily adull) Jo s G o5 o S Je il i

1246



@ ¢ Shall dabals GFP(yis g oo bymas L 35 Leishmania tropica iyl Liledulll cillih (je didaa 4D )
iy

- . . 5395 . . . . - F—
oda A ld el ey 65.3% weull IS Johall ) Wileall 8 agin 3 lebuatd ahyal) 28281 Jgla dis -

el I Jshall QAE Sl Jalas 282l
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Al L) ot 5 il £ 18pg 48 (505 o) Jelis say Lilalilll 8 Spundl) Binl) A g 8 s (pe

(1) JLa clibadall) & il alall Judidll (g 12019 Jlsa

Marker 1Kb

3000 bp 2864 bp

e cilally Al e ANl poliall 2 PLEXSY GFP-5at2 sseudd) A il . ibgSh ool Aadlgd 855 1(1) Jsil
2864 bp Ik A Liladalll agiia (pas Lgapdli aal) cingl) ABaddl gl 3) Swa | appi¥) Jlanialy dacdlll i mili B i) cciliaty)

tAlneS i lea Jlaxinly Aol Liledalll culbil o) Zaliall daldl) o8 a0a5 2.4
b Aanmse Ailide Ludpe cad @l Cilie o Jpanl) & Cuny Cuaill A Zaall 30n% 5 Gaaal) dyail 2
A Ayl b Aeall kil 2200V Akl dad HLes) 5 38 4oy (1) a8y Jsaal

S uall Ll i) (B Apdisal) o 1(1) o) Jsaad

Y% gl Ao cell/ml 4l el sxe
100 % 10x10° 5L Aill
84 % 8.4x10° 1500 V
45 % 4.5x10° 2200 V

:pLEXSY GFP-5at2 el dyjlaall Wileilll cillils yi6a% 3.4
O Aadise biledd) Glie e Jsandl 205 )il jeae Jlexinly Gliall Cuand peadill ddee o dels 72 550 22
G goenl) alall TV ALyl e asy 12 5aa) oY) dglee Copaind NTC gsand) sbiall ddlialys ¢yl S gfp
Gy Bysaall Lladill) oy jSafy Lain ypaall e Laladalll LA Plasly g Gy (@) 328000 Al oy snaay
Oo S 2 LS L Sl jeaall eand Gyb oo 3L Aad) 3 cllahll QoS el e 2SI 2 a5l b

A(2) JSa) gl e skl & GFP (s oo Luill Ay paiad
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tPCR Jelii Jlexinly il daia ae aaniy Jal) Laall 4y 4.4
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sosin DNA g Ll el cray 2) bl aalal) & Loy (18S-TRNA asall e Janall Jududl) Jsi
Jsaas Wlallll asin avn candlill Dilee #la oS5 La 13y SE Cand gl o oy ol Byona e Liledd Ll
+(3) S8l (ranall alulidy alSly il (alad) Judusl)

Marker
100 bp 1t.SYR-24 Lt.SYR-24-GFP

1088 bp

<100 bp @lmall aulsh Jlasiad a3 ua PCR Je il il gl Sayl )5 G 1(3) JSal)
colad) LAY e B il o [ aed pse aa Ay yaall Aal) 81088 bp Jshay Abadi ) sgds JSAN G
:PLEXSY GFP-5at2 aaudlly 3)snall dyplaal) Liledialll culiliila sls 3550 dulys 5.4
e bbbl sl 5550 Jabe oo iliad ol Ll iy s 12 PR 5yoaall bl sl 350 Aaglie o 2 gail) Jinia
Gllahll se Galiail L aagll CDEAY) Sy (4) JSAl (oaDlll AS 8 Ly el Jaie 4L Cus 3)sad)
fae il o Joeanll @5 LS gl it Baadl Zap¥1 LY o 580 Al 55 o (90 Uy Lalissl 3yml
.37 C° daall 8 Aol 72 5add (puaal) die GFP (i e e 45l Amastigotes La sud)
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