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PCR

Primers Sequence .
q product size

Forward 5 - AAAAATGTGGGAATGAAAGAG -3

469 bp

Reverse 5 —~ACGAATCAACGGAACTGTAAT -3
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® PCR PreMix
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Judedial) 3 palil) anii) Jolds Bae cligla 3(2) Join

Components Reaction size (20 pl)
Tag DNA polymerase 1U
Each: dNTP (dATP, dCTP, dGTP, dTTP) 250 Mm
Tris-HCI (pH 9.0) 10 Mm
KCI 30 Mm
MgClI2 1.5 Mm
stabilizer, and tracking dye -

(3 Us2a) Anieadl 4S80 claladl ks Juduiial) el a3 Jelis Tald 2sgd o5
Jradeaial) 3 palal) o33 Jolis add cilig€a 1( 3 )Jsia

PCR reaction mixture Volume (ul)
DNA template 6
Forward primer(10pmol) 2
Reveres primer(10pmol) 2
Free nuclease water 10
Total volume 20

soaldl a3 Jelis sae il 8 ((3) Jsaall lisSe g ol aey
@S0l skl Glea (N deldl ol jes J8 2 bae (2)dsas Juduial)
saaly 4880l 5,50 3000  de e <duy Exispin vortex centrifuge z sl
Juabodiall 3 palill ay 33 Jeld sae iy (5 38 jall 3 pkal) dolee ol aay (38 EOI
My Genie 32 Thermal ¢ PCR thermo cycler jlea 3 bl s
el (e (e e 3a mdaal 2y ) 4y KU Bioneer 48,8zl o Block PCR
gl @l shad sy g T gondii JLidlal (gacld = 55 469 aasn g B Cangiud)
(4 5s) A aadll
cJradeaial) & jalill ag 3 Joldl ali pp il ghad 1 (4) Jgaa

Step Temperature (°C) Time Number of Cycles
Initial Denaturation 95 5min 1
Denaturation 95 30sec.
Annealing 52 30sec 40 cycle
Extension 72 50sec
Final extension 72 5min 1
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A ) @Al%a S 9 A gad 433\3 A gial) L g Latex (wSSU) jLad) Cdm (1) Jeaadl

SLid
CC. & Latex Result No. and
P-value Total Negative Positive Percent Groups
50 0 50 No.
100 0.0 100 % OT.
45 45 0 No. ..
Uveitis
C.C.=0.601 100 100 0.0 %
P=0.000 84 54 30 No. Control
H.S. 100 64.3 35.7 %
179 99 80 No. Total
100 55.3 447 %

H.S.: Highly Significant at P< 0.01
c A Al aalaal Ay giall Lppwiy ELISA 13N (and milii 1(2) Jgaald

ELISA Result
No. and
g_.\(/:éﬁje Tota Negative | Positive | Percent Groups
50 8 42 No. oOT.
100 16 84 %
45 31 14 No. Uveitis
C.C.=0.389 100 68.9 31.1 %
P=0.000 84 49 35 No. Control
H.S. 100 58.3 41.7 %
179 88 91 No. Total
100 49.2 50.8 %

H.S.: Highly Significant at P< 0.01

95% Confidence

Interval for Mean No. of

Standard Standard Positive | The Total

o Samples No. of Groups
Upper Lower Error Deviation p samples

Bound Bound

1.725 1.597 42 O.T.

1.696 1.496 14 Uveitis +

0.458 0.319 31 Uveitis -

Asymptomatic
1.597 1.405 35 Toxoplasmosis

0.399 0.302 49 Control
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A 2 apalanal Ja [ Apalle Bangy 500 IgM 2l il giana 3(4) Jgaad

95% Confidence
Interval for Mean

Upper
Bound

Lower
Bound

No. of
Positive
Samples

The Total
No. of Groups
Samples

2

.394

1.450

7

42 O.T.

2

413

1321

14 Uveitis +

0

.693

0.571

31 Uveitis -

1

832

1.657

35 Asymptomatic
Toxoplasmosis

0

.686

0.550

49 Control

Conventional PCR (s 181} Jududial) 3 palall a3 Jolis JLad) gl :(5) Jgaal
SN (il dua gall Al Jall aalaa iaiay g

Conventional PCR
CC.& Total Result Eg} ;F;IC: Groups
P-value Negative | Positive
42 32 10 No.
O.T.
100 76.2 23.8 %
C.C.=0.185 14 11 3 No. .
Uveltis +
P=0.199 100 78.6 214 %
N.S. 35 32 3 No. Asymptomatic
100 91.4 8.6 % Toxoplasmosis
91 75 16 No. Total
100 82.4 17.6 %

N.S.: Non Significant at P> 0.05

) haa g £13 Ae ganal Alaniosall Apnaiidill) il JLEAY) (o 4 e 3(6) g

FE;/(z:illﬁce Total Test Result (O.T.) |F\)|g} (?er;‘otl Type of test
Negative | Positive
50 0 50 No. L atex
100 0.0 100 %
50 8 42 No.
C.C.=0.556 100 16 84 % ELISA
P=0.000 42 32 10 No. Conventional
H.S. 100 76.2 23.8 % PCR
148 40 108 No. Total
100 27 73 %

H.S.: Highly Significant at P< 0.01
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Agia) Ll Ae ganal Alarioeal) dpapddil) e JLEAY) (s 4 e 3(7) Jsaad

Test Result
CC& - No. and
e Total (Uveitis) Percent | TYPE of test
Negative | Positive
45 45 0 No. L atex
100 100 0.0 %
4 1 14 No.
> 3 0 ELISA
C.C.=0.399 100 68.9 31.1 %
P=0.000 14 1 3 No. | Conventional
H.S. 100 78.6 21.4 % PCR
104 87 17 No.
Total
100 83.6 16.4 %

H.S.: Highly Significant at P< 0.01
3 sl e gpanal Alasional) dpadidall el LAY o 45 Ba :(8) Jgand

Test Result
CC.& No. and
P_value Total (Control) Percent | TYPe of test
Negative | Positive
84 54 30 No.
Latex
100 64.3 35.7 %
84 49 35 No. ELISA
C.C.=0.246 100 58.3 41.7 %
P=0.002 35 32 3 No. Conventional
H.S. 100 91.4 8.6 % PCR
203 135 68 No.
Total
100 66.5 334 %

H.S.: Highly Significant at P< 0.01
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Optic disc gl L= @l

) il gia £33 Ala) Aol o) ASuds A 3 e Scar Aa il :(1)Jsad

%

Trka

) lagia £y Ada jall LYl e cpnd) ASad B e 7 & L) 3(2) JSa
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Conventional PCR
Result

Bl Fositive
= negative

Uweitiz+ Asymptomatic
Toxoplasmosis

Boaldl a3i Jold jlad) mili (ghy Apgiall <l Sl asil Aubad) Ayl (3)ds
Sl Geadl dua gall Add Al talas quag g Conventional PCR s adiil) Jaadudiall

Ethidum «g—iiclu 5aal culgh 40¢(%2) sy adgd Ayl Ja il :(4) Jei
el Jedudall B galdl Al Jeldi Ladl mill el oMy bromide 2 pl
B1 pal (469bp) anaus e s 3l 15N gaadl 4 gall ciliall Conventional PCR

Lane: M Ladder DNA (100 bp).

Lane N: Negative Control.

Lane (1-10) positive samples (O.T. group).

Lane (11-13) positive samples (Uveitis + group).

Lane (14-16) positive samples (Asymptomatic Toxoplasmosis group).
Lane (17-21) Negative samples.
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Immunological and Molecular Diagnosis of Ocular
Toxoplasmosis
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Department of Science , College of Basic Education, AL-
Mustansiriya University , Baghdad, Iraqg.

* Department of Biology, College of Education for pure

science (Ibn al- Haitham), University of Baghdad, Baghdad, Irag.

Abstract

The present study was adopted to investigate diagnostic methods for the
ocular toxoplasmosis cause by the infection with parasite Toxoplasma
gondii, by different methods which included two serological methods (Latex
and ELISA) and one molecular method (conventional PCR) which targeted
the gene B1.The ratio of diagnosis for Latex test was 100% to ocular
toxoplasmosis group, while it was negative with 100% percentage in uveitis
patients group. The positive results in control group were 35.7 % and the
significant difference between the three groups (p <0.01). As results of the
ELISA tests also recorded significant differences (p <0.01) between the
study groups where the percentages of positive results in ocular
toxoplasmosis group 84% opposite 31.1% in uveitis group. The control
group recorded 41.7% positive results and renamed as asymptomatic
toxoplasmosis group. The mean of IgG antibody titer in ocular
toxoplasmosis group was 1.661 + 0.187 1.U./ml. which was the top among
the rest groups, as well as the IgM antibody titer in this group which
1.922+0.51 L.U./ml. The results of conventional PCR test were 10 positive
results in ocular toxoplasmosis group with 23.8% percentage while uveitis
and asymptomatic toxoplasmosis recorded three positive results only with
21.4% and 8.6%, respectively, with no significant differences for the record
those ratios between the study groups (p <0.199). It has been shown by the
above results that the ELISA assay shows positive results for the Ocular
Toxoplasmosis infection at a higher percentages and significant
difference compared to a record of the results by using Conventional
PCR for gene B1.

Key words: Ocular toxoplasmosis, Diagnosis, 1gG, IgM, Conventional PCR.
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