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Diagnostic Assays A

RIA & ELISA; are the most sensitive and specitic. ®
ELISA assays are the most commonly used assays. ®

These assays are either polyclonal or monoclonal anti-HBs @
bound to a solid phase and a second labeled anti-HBs to
detect the captured Ag.

PCR can detect: between ~5-100 cop/ml. ®

EIA is a relatively simple method and provides a low-cost ®
and quantitative analysis with high reproducibility.
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Indications for molecular detection of HBV

® Blood donor screening

* Antiviral therapy

® Follow up of chronic infection and evaluation of infectivity
® First time detected isolated anti-HBc

® Unusaul seroconstellations (HBsAg negative but HBeAg
positive)

® Hepatitis of unknown etiology (in anti-HBc and anti-HBs

positive patients)

® Prodromal symptoms of hepatitis B.




4 I
- a2llao Wlosl

3088 ™t (s a5 0 G silisa (o) e
HBs Ag+ Ol ke )3 (HBsAg) B <wilw
o HBIG 5 (S5 Gl ja a8 ple 48 ) 5
L Ll o8 5 anlia 5 23 o3 S HBs Ag+ 2l )
B

. J




a I
LS g,

JJJJgoJ\AM\ewujwwujxm&\fe@\g\}ﬂw 'Y o

Z) i) ol slan a1 (usns DNA OG5S S augi als e () 0 e
A

' 32 PCR 35S U5 &) Nested PCR Uis) o g Ji s 3o &Y gana o
LRIV Amplify a9 5 JS

Al Jla ) iz g jeaa S je 4 Sequencing ! » PCR &Y suana @

3 ) sa Bioedit ) ¥ a )y iji W iy Q\ﬂ . Direct Sequencing L
S alin Baass b aS el b 8 18 ity agiaty (o
_Jld.ﬁ:w)ﬁ)mi\ﬁ.q AL

Gy 02 Align sled) &8 (o) p (S ) alaldg phylogeny & )3 aus yi @

2l

. /




Nested PCR ;| adql culi




b 5405 3l DilUtION SeEries«y;

sample neat 1/10 1/100 1/1000 1/10000 1/100000 1/1000000 1|/_|18(_)|_0
M1 - - - - - - +
M2 - +
M3
M4
M5
Bl - +
B2 - + - +
B3 - + +
B4 + +
B5 - - - + - - +
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M1 M3 M4 M5 B5

\/\ LA ] 1/1000 Hot star
Hot start




Mgcl optimization+ Hotstart Tag Polymerase.

Sample Real time PCR Nested PCR <mg,cycle
M3
M4 + +
M5 + +
M6
B6 + +
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Discussion

* Reasons for being PCR false positive:

1. High copy number template results in
PCR false negativity.

2. The other problem is the possible
inhibition of the amplification reaction by
unknown components in the clinical
sample.

* One of the approaches for overcoming this

problem is diluting the clinical specimen.
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