reagents.
=. Avoid assoy steps fong lime intemupfions, Assure same

working conditions for all wells.

9. Calibrate the plpette frequently fo assure the
cccuracy of samples/reagents dispensing. Afways use
different disposal plpette fips for each specimen and
reagents as 1o avoid cross-contaminations. Never pipette
solutions by mouth. The use of automatic pipettes is
r2commended.

10. Assure that the incubation temperature is 37¢ Inside
the incubator.

11. When adding samples, avoid fouching the well's
bottom with the pipette fip.

12, Vihen reading the results with a plafe reader, it Is
recommended fo determine the absorbance at 450nm
or at 450nm with reference at 630nm.

13, specimens from human  orgin
considered as potentlally Infectious.

14. Materials from human orgin may have been used In
the kit. These materiols have been fested with tests kits

*th accepted performance and found negative for
antibodiles to HIV %4. HCV. TP and HBsAg. However, there
is no analytical method that can assure that Infectious

" agents in the specimens or reagents are completely
absent. Therefore, handle reagents and specimens with
extreme caufion as If capable of transmitting Infectious
diseases.  Stict  odherence fo  GLP (Good

Laboratory Practice) regulations can ensure the personal
safety. Never eat, drink, smoke, or apply cosmetics In the
assay laboratory,

15. Bovine derived sera may have been used in this kif.

Bovine serum albumin (BSA) and fetal calf sera [FCS) are
derived from animals from BSE/TSE free-geographical
areas,

16. The pipette tips, vials. stips ond sample contalners
should be collected and auteclaved for 1hour at 1215Cor
freated with 10% sodium hypochlorite for 30minutes to
decontaminate before any further steps for disposal.

17.The Stop solution (2M HaSO. ) I a streng acld.

Corrosive. Use It with approprate care. Wipe up spills
immedialely or wash with water if come Info contact
with the skin or eyes. ProClin 300 used as a preservative
can cause sensation of the skin.
18.The enzymalic activity of the HRP-conjugates might
be offected from dust, reactive chemical, and
substances like sodium hypochlodte, acids, alkalins efc.
Do not perform the assay in the presence of such
substances.

19. Materials Safety Data Sheet (MSDS) avallable upon
request.

20. using fully cutomated microplate processing

system, during Incubation, do not cover the plates with
the plate cover. The fapping out of the remainders Inside

the plate alter washing, can also be omitted.

Assay Procedure:

Step1 Reagents preparation: Aliow the reagents and
samples to reach room temperature (18-30°C) for at least
15-30minutes, Check the Wash butfer concentrate for the
presence of salt crystals. If crystals have formed,
resolubllize by warming at 37° untll crystals dissolve. Dilute
the Wash Butfer 1o 20 with distlled or delonized water,
Use only clean vessels to dilute the butfer.

Step2 Numbering Wells: Sef the stips needed In strip-

hoelder and number sufficlent number of wells Including

should be
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three Negative controls (e.g.B1, C1, D1), three Positive
controls (one for HIV1, one HIVZ and one for HIV Ag
conirols- e.g. E1, F1,G1) and one Blank (e.g. A1, neither
samples nor HRP-Conjugate should be added Into the
Blank well). Use only number of strips required.

- It the iesults will be determined by using dual
wavelergth plate reader, the requirement for use of
Blank well could be omitted.

- Where appropriate, the requirement for use Hiv-2
positive control could be omlited.

Step3 Adding Blotin-conjugated reagent: Add 20yl of
blotinylatec ant-HIV p24 antibodies into each well
except In the Blank.
Stepd Adding Samples: Add 100pl of Positive controls,
Negative controls, and Specimen Info their respective
wells.{ Note: 1o avold - nination use a
disposable.plpette flp for each specimen, Negative or
Postilve Contral ).
Step5 Incubating(1): Cover the plate with the plate cover
and Incubate for é0minvtes at 37°C. Itls recommended
to use themostat-confrolled water tank 1o assure the
temperature stabllity and humidity duiing the Incubation,
If dry Incutator Is used, do not open the door frequently.
Stepé Washing(1): At the end of the Incubation, remove
and discard the plate cover. Wash each well 5times with
diluted Wash buffer. Each time, allow the microwells to
soak for 30-60 seconds. After the final washing cycle, fum
the piate down onto biotfing paper or clean towel, and
tap It os fo-remove any remalning liquids.
Step7 Adding HRP-Conjugate: Add 100p! HRP-Conjugates
Into each svell except In the Blank.
Step8 Incubating(2): Cover the plate with the plate cover
and incutate for 30minutes at 37°,
Step? Washing(2): After the end of the Incubation,
remove and discard the plate cover. wash each well
Stimes with diluted Wash butfer as In Steps.
Step10 Cofouring: Dispense 50ul of Chromogen A and 50u1
Chromogen B solution into each wi Including the Blank,
cover the plate with plate cover and mix by tapping the
plate gertly. Incubate the plate at 37° for 15minutes
avolding ight. The enzymalic reaction between the
Chromogan solufions and the HRP produces blue colourIn
positive control and HIY 1/2 posliive for
anfigens/anfibodies sample wells.
Step11 Stdpping Reaction: Remove and discard the plate
cover. Using a mullichannel pipette or manually, add
soul m_on.mo_czo_._ Into each well and mix gently. Intensive
yellow colour develops In Positive control and HIV %
positive for anfigens/antibodies somple wel
Step12 Measuring the Absorbance: Callbrate the. plate
reader with the Blank well and read the absorbance at
450nm, It a dual fiter Instrument Is used, set the reference
wavelength af 630nm. Calculate the Cut-off value and
evaluate the results. (Note: read the absorbance wlthin
15minutes after stopping the reaction)
Inferpretation Of Results And Quallty Confrol:
Each microplate should be considered seporately when
calculating and Interpreting the results, regardless of the
number of plates concumently processed. The results are
calculatad by relating each sample's opfical density
(OD) value to the Cut-off value (C.O.) of the plate, If the
Cut-off reading Is based on single filter plate reader, the
results should be calculated by subtracting the Blank well
OD value from the print report values of samples and
controls In case the reading Is based on dual filter plate
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reader, do not subtract the 8jank well OD from the print
report values of samples and controls.

The analytical sensiivity of this kit for Hiv P24 anfigen
detection Is about 5pg/mi.

1. Calculation of the Cut-oft valve: C,0, = *Ng +0,12 Umltations:
*Nc = the mean absorbance value for three five controls 1. N positive resull may occur due fo Ihe general
i of the EUSA method. The assay is
designed fo achleve very high performance characieristics of
~£xample: sensliivily and specificily and The "sandwdch” model minimizes
1. nn_nc_..u:o-. of Ne: the unspecific reaclions due fo Inferferanca with unknown
Well No: Bl C1 DI mallers in sample. Anflbodies or p24 may be undelecloble

Negative confrols OD value: 0.032 0031 0.027
Nec=0.030
2. Calculafion of Cut-off: IC.0%)= 0.030 +0.12= 0.150

If one of the Negative control values does not meet the
Quallty control range specifications, It should be
discarded and the mean value calculating again using
the remaining tweo values. It more than one negative
control OD value does not meet the Quality control
range specliications. the test Is Invalid and must be
repeated.

2. Quality control rang

The test results are valid If the Quality Control criferia are

verified. It Is recommended that each laboratory must

establish appropriate quality control system with quality
control material similar fo or Idenfical with the patient
sample being analyzed.

1. The OD value of the Blank well, which contalns only
Chromogens and Stop solution, Is less than 0.080 at
450 nm.

2. The OD value of the Posltive confrol must be equal to
or greater than 0.800 af 450/430nm or at 450nm after
blanking.

3. The OD value of the Negalive confrol:must be less
than 0.100 at 450/630nm o at 450nm alter blanking.

3. Interpretations of the results;

(S = the indlvidual absorbance (OD) of each

Specimen)

Negalive Resuls (5/C.0. «<i): Samples  giving
absorbance less than the Cut-off value are negative for
this assay, whieh Indicates that no HIV 1/2 antibodles or
p24 antigen have been dstected with this HIV (1+2)
Ag&Ab ELISA kit, therefore the patlent is probably not
Infected or the blood unit do not contain antibodies to
HIY 1/2 or p24 antigen and could be ranstused.

Positive Results (s/C.02 1) Samples giving an
absorbance equal fo or greater than the Cut-oft value
are considered Inlilally reactive, which Indicates that HIV
1/2 antibodles and/or p24 antigen have probably been
detected using this HIV (1+2) Ag&Ab ELISA Kit,

Retesting In duplicates of any Initially reactive sample Is
recommended. Repeatedly reactive samples could be
considered paosliive for anfibodies or p24.antigen to HIV
1/2 and therefore the pafient is probably Infected with
the virus, Any blood unlt containing antitodies/antigens
to HIV should be Immediately discarded. .

Borderline (5/C.0. =0.9-1.1) : Samples with absorbance
fo Cut-off ratio befween 0.9 and 1.1 are considered
borderline and retesting of these samples In duplicates is
recommended fo confim the resulls. Repeatedly
posifive samples could be considered positive for
antibodies or p24 anfigen to HIV 1/2. Follow-up and
supplementary festing of any positive samples with other
analytical system (e.g. FD, PCR). Is required before
establishing of the final diagnosls.

&g @)

duing the eady slages of fhe disease and in some
immunosuppressed Individucs,

2. Any posllive resulls should be confimed with anolher avallable
method and inlerpreled in conjunclion with the patlent clinical
Information.

3. Commen sources for mistakes ore: kifs beyond the expiry dale,
bad washing procedures, conlaminaled reagents, incorrect
assay dure sleps, Insulfi during washing,
fallure fo add samples or reagenls, equipment, fiming,
volumes. sample noture and quality.

4. The prevalence of the marker will afect the assay's predictive
values.

5. I, atter retesling of the Inilially reactive somples. the assay results
are negalive , these samples should be considered as non-
repealable (folse positive) and Interpreted as negalive. As with
many very sensifive ELISA assays, falie posilive resulls can occur
due Io the saveral reasons, mosl of which are relaled bul not
limited o inadequate washing step.

6. This kit Is Intfended ONLY for festing of individual serum or plasma
samples. Do nol use i for testing of cadaver samples, saliva,
urine or ofher body flulds, or pocled (mixed) blood,

7. The assay cannof distingulsh belween Infections wilh HIV-1 and
HIV-2,

B.The assay cannot dis gubh between posifive anfibody and
positive p24 anligen resulls.

9. This s @ qualilative assay and the resulls canno! be use o
" measure anfibodies concentations.
di of Instability or of The R
1. Value: of the Posliive or Negalive confrols which are out of the

Indleated Qualty conkel range, are Indicalor of possble deferoration of

the reagents and/or operator or squipment ermors, In such case, the

reslls should be consdersd as invald ond the samples mus! be

folested. in case of constant emoneous rewih clasiied o3 due o

deferiorafion or instabilly of #he reagents, knmediafely substifute the
agents with new ones.

2. Wl after mixing of the Chramogen A and B solutions Into the welk, fhe, fhe
colour of tha mixture furns blue within few minules, do no! coniinue
<canying out the fesling and replacs the tecgents with hesh onas,

Validity:

Please do not use this kit beyond the explation

Indicated on the kit box and reagent labels.

Reference:
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T4

HIV (Ag/Ab) 4th ELISA | Revision No .10 APR/13 | Page2 of 2



diagnostics
An IS0 13485 accredited company
BXEO792A
96 TESTS
STORE AT 2-8°C
FOR IN- VITRO DIAGNOSTICS USE ONLY

Importan! Immunoreacive regions of the proleins and also enabled
the production of comined HIV- 1/HIV-2 assays. The recombinant
anfigen could ako be produced with considerably more purity and
In large amounts, and Ihiey can be bond fo solid-phase surface with
much tigt ter control over protein ralios and concentrations.
The fisi end second gunerations HIV kils were based on indirect
ELISA method and coud delect IgG anfibodies only by enzyme-
labeled ai-human IgG antibody.
The third generation ELISA utiized double anfigen “sandwich"
method; sgaln with anigens coated on solld phase polystyrene
plales, bet with anfiboclies detection achleved with the help of
another e izyme-abeled anligen. The third ganeration assays could
datect all anfibodies n sampde’ igG.lgMete.) which significantly
Increases the assay's sensiivily compare fo lthe  previous
f In addition, the detection of IgM antibodies that are
present orly during the early siages of infection, much sherlens the
antibody defaction “window" period [ the period of fime in which
there is nc nn_nn.n—u_n anfibody production), and compare fo .:a

HIV (Ag/Ab) 4th Gen
HIV-1 Group M(A,B,C,D,E.F,G,H)

Group O, Group N & HIV-2
ELISA

Intended Use:
Forfress kit is an enzymedinked immunosorbent assay (ELISA) for
qualitotive delermination of onligens or anfibodies to Human
Immunodeficlency Virus (HIV) type | and/or fype 2 In human serum
or plasma. The method ks also known as 4™ generation ELISA for HV
detectlion. The Kt ks intended for scresning of blocd doners and as
an aid for the diagnosls of clinical condltions related fo Infection
with HiV-land/or HIV2 e.g. lhe acquired Immunodeficiency
syndrome (AIDS). .

Summary:

The human immuncdeficlency 'viruses type 1 u:n_ type 2 are the
efiological agenls of the acqulred

second dwich" fests could detect antibodi

days eariier.

To reduce sven further tha antibady detection “window” period, 4%
generation HIV ELISAs thai could simultaneously defec! HV anfigens
(p24) and antibodies hava been developed and are commercially
avallable snce 1998. With detection of p24, the 4™ generation tests
shorten the “window” perod lo 16 days. or compare lo the 3«
oaauﬁ.:j HIV infection covkd be detected 8 days earfier.

Principle:

This HIV 42 AQ/Ab ELISA kit Is a two-step Incubation, “sandwich"
enzyme Immuncassay, whch uses polystyrene microwell strips pre-

coaled wilh HV antigens | HIV-1gp41,
oP!20, and recombinant HV2 gp38) and anikHIV (p24)
anfibedies.

As a fist sinp, anfiHIV (p24) fogether with

the pafient's serum or plosma sample are odded Info the wells.
During incubation, the specific HIV1/2 antibodies if present In
sample, will be captured Inside fhe wells.

(AIDS) and relafed conditions. HIV has been lsolated from patients
with AIDS, AIDS related complex [ARC) and from healthy individuals
al high risk for, AIDS, Infection with I_< Is followed by an acute flu-lke
iiness. This phase may remaln and the to HIV

) -p24
are hen waithed fo remove unbound serum va.n_a.
The of the ccplured HIV p24 anll

Anligen Posltive
Confrol Iximt
HRP - Conjugate
Reagents Tx12mi
Blotin- Conjugate
Reagent 1x3.5ml
1x50m!  (Dllute 1 fo 20 with
distilled water before use. Once
Stock Wash kotfer diluted, stable for two weeks at
2-8:C).
Ixéml (Ready fo use and once
Chromogen . open, stable for one month at
Solution A
2-8:C)
ol 1x6ml (Ready to use and once
open, stable for one month at
Solution B 2-8:C)
Stop Solution Ixéml
Plastic Sealable
Bag 1 Untts
Plate Cover 1 Sheets
Package Inserts 1 Copy

Additional Materlals And Instruments Required But Not
Provided:
L. Freshly distiled or deionlzed waler.

- 3 _u:_uo.avwo gleves and fimer,

3. waste for fially contaminaled
materials.

4. Disposable V-shaped froughs.

5. ' Dispensing syslem and/or pipelle :_:n_u or Ez_enrn::m:

disposable pipette fips.
Absorbent fissus or claan lowel.
U_.< incubator or water bath, 370.50C.

anfibody complex or HIV /2 ontibodles Is achieved nc::c the
second In ﬂﬂo_.o: step by adding of the enzyme Horseradish
Peroxidase {HRP) which has been conjugaled lo second HIV 142

Infection may not be clear In many cases. The acute phase i
typically folowed by an asymptomalic carier state, which
progressas to clinical AIDS in about 50% of infected individuals within
10 years after seraconversion.

Serclogleal evidence of Infection with HIY may be oblained by
lesting for presence of HIV anligens or anfibodies in serum of
Individuals suspecled for HIV infection. Antigens can generally be
delecled during both acute phase and the symplomalic phase of
AIDS only, The Anfibedies fo HIV-1 and/er HIV-2 can be defected
throughout vidually the whole Infection pericd, starling af, or shortly
atler Ihe acule phase and lasting fill the end stage of AIDS.

Aparl from sexval fransmission, the principal route of Infection with
HIV k blood Iranstusion. HIV ean present both in cellulor and cell
free fractions of human blood. Therefore, all donallons of blood of
plasina should be tested due lo the risk of HIV fransmission through
contaminated blood,

The ELISA lests for detection of Hiv infection are characlerzed with
high sensltivity, specificlly and simple operallon procedure. There
are most appropriale for festing of large numbers of spacimens and
cumenlly, Inlernallonally avallable are hundreds of HIV tests used in
o blood sereening or clinkal diagnosts. Since the fis HIV EUSA
losls were commercially Introduced In 1985, four more generafions
hove bean developed,

The 1" genaralion feits were based on viral lysale antigens derived
flom vicwes that are grown In human T-ymphoeyle lines. The
pratence of fraces of host cell components in which the videns
have been propagaled could lead to cross-contamination and
thus fo very high rales of false-posilive resulls.

Wi o cloning of Ihe HIV genome, improvad assays based on
racomblinant profelns and/or synihelic peplidesjknown as 2nd
generallon), bacame rapldly avallabla, The ufllization of
blolechnolagy methods oliow predominantly expression of the

FArvass Nioaw -0 [

anigens and fo avidin. <
P24 detecticn:

When p24 hixs been caplured Inside the welk, avidin will react with
the blotin and attach HRP fo he Ab-p24-Ab complex.

HIV 1/2 anfibedy detecllon:

When HIV 172 anfibedies hoy e been captuted Inside the wels. the
HRP-conjugaled anfigens wil bind fo the caplured antibodies
foming Ag-#ib-Ag (HRP) “sanc wich” immunocomplex.

The microwels are washed o remove unbound conjugate, and

ing the Ag-/b-Ag (HRF) o.:QQ >_vv~. >z=x3
mnplex s, the

hak for dissolving ond mixing conjugate with
samples.
Microwell plate reader, single wavelengih 450nm or dual
wavelength 450nm and 630nm.
Microwell asplration/wash system.
Specimen Collection, Transportation And Storage:
1. sample Collectlon: Either fresh serum or plasma
samples can be used for this ossay. Blood collecled by
venipunciure should be allowed o clol noturally and complelely -
the serum/plasma musl be separated from the clot as eardy os
possible as fo avold haemolysls of the R8C. Care should be taken to
n-:En that the serum samples are clear and nol conlaminated by

Any visible p matters in the sample should

be removed by cenirifugation al 3000 RPM for of least 20 minules af
room temperalure, or by fillratlon on 0.22v fillers. Plasma samples

o mNe

hydrolyzed by the bound HRP te a blue coloured Eﬁn:n_.qsa v_:n
colour turns ysllow after stopping the reaction with sulfuric acid. The
amount of colour Intenslty can be measured and & proportional to
the amount of antibodles or 124 captured In the wels. and fo the
sample respetively. Welk cor.loining samples negativa for anti-HIV
1/2 oc p24 E:_n_: colourless.

Cornpone nis: 96 uun.-

HIV 142 (Ag/Ab) 4n

___Kit Contents; Voluriie

Microwell Plate 94 1 plate ( 12x8/8x12 well strips

Tosts per plate)

Negative'Control x1ml
Antlbody fositive ximt
Control-T(HIV 1) xim
Antlbody ?ositive
Control-2'HIV 2) il

i

into EDTA, sodium cirate or heparin moy be fesled, but

highly ipaemic, icteric, or haemolzed samples should not be used

as fhey could give emoneous results In the assay. Do nol heot
inaclivate samples. This can cause sample deterioration,

2. Transporiation and Slotage: Store samples al 2-8°.

Samples nol required for assaylng within 3 days should be sfored

frozen {20°C or lower).Mulliple freeze-thaw cycles should be

avolded. For shipment, samples should be packaged and labelled
in accordance wilh the exiting lecal and inlernalional regulations
for fransport of clinical samples and ethological agens.

speclal Instructions:

Y A good washing procedure Is essential to obtain
correct and preclse analyfical data.

2. It Is therefore recommended fo use a good quallty
ELISA microplate washer, maintained al the best
level of washing performances. In general, no less
than § autematic washing cycles of 350-400ul/well
are sufficlent to avold false positive reacilons and
high background.

3. To avold cross-contaminallons of the plate wiin
sample or HRP-conjugates. after Incubation do not
discard the content of the wells bul allow the
plate washer to aspirate It automatically.

4. Anyway, we recommend calibrating the washing
system on the kif Itself In order to match the
declared analytical performances. Assure that the
microplate washer liquid dispensing channels are
not blocked or contaminated and sufficient
volume of Wash buffer Is dispensed each time infe
the wells, .

5 In case of manual washing, we suggest to camy
out 5 cycles, dispensing 350-400pi/well and
asplrafing the liquld for 5 fimes. If poor results (high
background) are observed, Increase the washing
cycles or soaking time per well.

6. In any case, the liquid asplrated oul the strips
should be treated with a sodlum hypochlorite
solutlon af a final concentration of 2.5% for 24
hours, before liquids are wasted In an appropriate

way,
7. The concenirated Washing solulion should be
diluted 1 fo 20 before use. For one plate, mix

50ml of the concentrate with 950ml of water for o
final volume of 1000ml diluted Wash Buffer. If less
than a whole plate Is used, prepare the
proportional volume of solution.
Storage and Stabllity:
The components of the kil will remain slable through the
explrotion date Indicated on the label ond pockage vwhen
stored between 2-80C, do not freeze. To assure maximum
performance of this HIV (1+2) Ag&Ab ELISA kil, during storage

protect the from ation with ganism
or chemicals.
Precautions And Safety:

This ¥it s Infenced FOR IN VITRO st onwy [1IVE]

FOR PROFESSIONAL USE ONLY

The EUSA assay Is o fime and temperature sensitive
method. To avoid Incomect resull, stictly follow the test
procedure steps and do not modify them.

1. Do not exchange reagents from diiferent lofs, or use
reagents from other commerclally avallable kifs. The
components of the kit are preclsely matched as fo
achleve opfimal performance during tesiing.

2. Make sure that all reagents are within the validity
Indicated on the kit box and are of the same lot. Never
use reagents beyond the explry date slated on reagents
labels or on the kit box.

3, CAUTION - CRMICAL STEP: Allow the reagents and
samples to stabllize at room fernperature(18-300) belore
use, Shake reagent gently before, and return lo 2-8°C
Immediately affer use.

4. Use only sulficlen! volume of sample as Ind
the procedure steps. Fallure fo do so, may cause
senslitivity of the assay,

5. Do nol touch the bollom exlerlor
fingerprnts or scratches may Inlerfero
reading.

6. When reading the resulls, ensure thal the plale
bottom Is dry and there are no alr-bubbles |
wells,
7. Never allow the microplate wells to dry afler the
washing step. Immediafely proceed tn fhe navt cio-

ted In

of

microwol




