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IFA (neprima fluorescence) je
stale pouzivana jako metoda prvni
volby pri diagnostice vetsiny
autoimunitnich onemocnéni
pomoci autoprotilatek

v poslednich 10-ti letech mUzeme
pozorovat v klinickych
laboratorich znacnou
automatizaci vysetrovacich
postupu

v Ceské Republice uvedla jako jedna z prvnich procesory
vedouci k automatizaci metody IFA firma BioRad v roce

2004
v dnesni dobé tyto pristroje, které vychazi z koncepce
ELISA automatu, vyrabi mnoho firem




PODOBNE PRISTROJE NA TRHU
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na nasem pracovisti
pouzivame systém firmy
HTZ
(Hook&Tucker&Zenyyx,
GB)

dodavany a servisovany
ceskym dodavatelem
firmou Dynex



* maximalné pro 16
standardnich
mikroskopickych skel

* najednou az 4 rlzné
testy s odliSnym
vychozim rfedénim

e pocet vzorku je dan
poctem poli na
jednotlivych sklech




* ma jedno rameno
zakoncené pipetovaci a
promyvaci dvoujehlou

e je vybaven automatickym
sledovanim hladiny
kapaliny (minimalizuje
ponoreni jehly)

* minimalnim objemem
vzorku (tzv. mrtvy objem +
mnozstvi vzorku potfebneé k >
analyze) je 100ul (50ul v
,microtube®)




ANF 1:100
HEP 2000
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TEST1

FIRST DILUTION

ple rack into Dilution tube]

FIRST DILUTION Sample Volume is the volume aspirated from the sample rack in the first

dilution step. The volume is dispensed, together with the volume specified for the FIRST

DILUTION Dispense Volume, into the Dilution Tube Rack. It is assumed that all samples will
equire pre-dilution.

Sample Volume (pl) | Clot detection 10 a
Dispense Volume (i) Dispense Speed CET 2
Probe Wash Volume (ul); Probe Wash Type 1000 11
Mix cycles 0

SECOND DILUTION (Dilution tube into first well

There are two types of First Dilution Stage. (The Type is specified within the Global Assay
Options)

Sample Volume (pl) ; Wells Per Go 4 1

Dispense Volume (pl) | Dispense Speed 25 191vpE1

Pr.nbaWash Volume (ul) Sa?mule Replicates 1000 11 The First Dilution (for samples) is common to all tests. If different dilutions are required for
Mix cycles | Inter Replicate Wash Velume 0 U] different tests then this dilution should be equivalent to (at the most) the minimum dilution
Final Wash | Excess to Aspirate 0 a equired by any test.

Probe Insertion depth (mm) ; Clot Detection H a

CONJUGATE — E.g. if two tests are being performed, one requiring a 1/40 and the second a 1 /20, you should
Dispense Volume () ; Wels Per Go 25 110opecify no more than a 1720 for this step. It might be better to specify a 1/5 and then to
Wash Volume: (ul) Wa‘sh Interval 1000 11| herform a 1/% and a 1/4 for the second dilution steps respectively. This would then ensure
RaﬂgentArea (1 to 20) / Posttion 3 3 that some diluent is used to help flush out the sample from the probe.

Aspirate Speed | Dispense Speed 300 11

Pause Between Slides/Strips (seconds) | Mix Cycles [0 a TYPE 2

Final Wash ; Dispensing mode 0 1

FIRST WASH

Each test can have its own First Dilution specified. The dilutions for each test are prepared
consecutively and grouped together by test. e.g. all the First Dilutions for Test 1 will be

prepared followed by those for Test 2 etc. This will be slower than with the Type 1 First

Wash volume per well (ul) | Wells per Go 40 10 bilutions but allows a greater range of dilutions to be accommodated within a single profile.
‘Wash Type | Dispense Speed 2 3

\‘:"‘ESh Cycles Before Soak | Aspiration time 3 U 1if either diluted Standards or Controls is specified in the Standards or Controls stage, The
Wash Cycles After S.uak Aspiration time 010 |kirst Dilution Sample Volume controls the first dilution that is prepared for the Standards &
Final Aspiration Time: Bafore Soak | After Soak 1040\ controls for this specific test. i.e. the dilution ratio can be different for Test 2, Test 3 and
‘Within Wash Soak time (seconds) 0 Test 4 Standards & Controls.

Leave Wells Full : Before Soak | After Soak 1 10

Min. Soak Time before Conjugate addition (secs) 300

The minimum volume aspirated with a 1000 ul syringe should be 5ul

GLOBAL STAGE SELECTION (1=ENABLE / 0=DISABLE)

First Dilution 1
Second and Serial Dilutions | Plate Dilution Transfer 1
First Slide Wash 1
Conjugate 1
Second Slide Wash 1
Substrate 0
Stop 0
Standards and Controls 1 | |Enabbe incubation skip (O=disabled, 1= enabled) | |M|x Cycles
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* ovladani pristroje je
jednoduché a intuitivni

e programovani probiha
formou ,,doplnovani”
policek v MS Excel



STANOVENI METOD IFA NA ZU

 rutinné provadime na procesoru Beeline 220s zatim
tyto metody IFA stanoveni:

 ANCA,ENDO protilatek (fa INOVA)

 HEp-2, anti-dsDNA, APCA a anti-
spermatozoalnich protilatek
(fa EUROIMMUN)




e pri vwvhodnocovani zpracovanych skel jsme
zjistili, ze fluorescence procesorem
je, zretelnéjsi“ — nizsi pozadi — nez pri
manualnim zpracovavani

* muzeme také konstatovat, ze procesor
Beeline 220s zvlada spolehlivé zpracovani
vzorku od naredéni az po montovani a je
velkym pomocnikem pri laboratorni praci



Dékuji za pozornost



