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REF: K-9550LCM

ANTISTREPTOLYSIN 0 (ASO)
In vitro diagnosffc reagents for the quantitative determination of
Antistreptolysin0 (ASOI in serum by means of particle-enhanced
turbidimetricimmunoassay.

Clinical Significance
Immunological testing for specific antibodies to streptococcal
metaboUtes provides important information regarding a prior
streptococcal infecffon. Antibodies are formed against both the
pathogen itselfand its metabok products. An example for the latter is
the antibody against streptolysin 0, an enzyme secreted by beta-
haemolyfic streptococci of the landfield Group A. Antistreptolysin0
(ASO) testing is thus used for the diagnosis of non suppurative
complications of the infections caused by these pathogens: acute
rheumatic fever or acute poststreptococcal glomerulonephritis.In the
determination of antibodies to various streptococcal exoenzymes
preference is to be given to anti-streptolysin O. since this sensitive
parameter isfound to be elevated inabout 80 to 85%of cases.

Principle
This ASO test is based upon the reactions between antibodies against
streptolysin 0 (ASO) and latex particles bound streptolysin O. ASO values
are determined photometrically.
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Each ASO kitcontains:

A.- Buffer - 45 ml of Phosphate buffer. pH: 7.0. containing protein
stabifizers and 0.09 % sodium azide as preservative.
B.- latex reacent - 5 ml of a suspension of latex microparticles bound
Streptolysin 0 in a glycine buffer (0.1 M). containing NaCl (0.15M) and
bovine serum albumin (0.5%). Preservative: Sodium azide 0.075%
C.- Calibrator - 1 ml. Human - based reference fluid. Preservative:
sodium azide. 0.075 %. Allraw materials of human origin used in the
manufacture of this product showed no reactivity when tested for
HBsAg.anti-HIV-I/2.andHCVwithcommercially available test methods.
However, this product should be handled as though capable of
transmitting infectious diseases

Reagent Preparaffon
Working Reagent is prepared with 1 part of latex Reagent and 9 parts of
Buffer Reagen!. Prepare a fresh WR based on its workload. Shake gently
the reagents before pipetting.

Calibraffon Curve and Controls

Analytical Range up to 940 IU/ml.

I Calibrator 1 100 1'1af ASO_C::afibrat~ m_._",-", ", m--m_m_m.

Calibrator2 1001"of Calibrator 1+ 1001'1of SofineSolution---_._.-

Calibrator3 1001'1of Cali~?tor 2 + 1001'1of Saline>:,~u~"?~._-_.._----

'm <:::"ibr~~~~~of C~~ator 3 + 1001'1of Sali~eSolution -.---.....---.-.

C:~!~brat~~~~~fin~..~olut~ '_' m
(') See valueson the label or on the insert.Multiplyby the appropriate factor.

For quality control use a suitable control material. The control intervals
and limifs must be adopted to the individual laboratory requirements.
Values obtained should fall within established limits. Each laboratory

should establish corrective measures to be token if values fall oufside fhe
limits. Control must be assayed and evaluated as for patient samples.

Stability

Reagents in the original vial is stable to the expiration date on the vial
label when capped and stored at +2 - +8°C.Immediately followingthe
completion 'bf an assay run, the reagent viol should be capped until
next use in order to maximize curve stabi6ty. Once opened the reagent
can be used within1month ifstored tightlyclosed at +2-+8°C offer use.
Do not freeze reagents.
The ASO latex reagent should hove a white. turbid appearance free of
granular particulate. Visible agglutination or precipitation may be a sign
of deterioration. and the reagent should be discarted.
The ASO buffer reagent should be clear and colour1ess. Any turbidity
may be sign of deterioration and reagent should be discarted.
WR is stable for up to one month at 4°C. It Is recommended that each
laboratory prepares a fresh Working Reagent based on Hsworkload.

Precautions
For in vitro diagnostic use only. Do not pipette by mouth. Reagents
containing sodium azide must be handled with precaution. Sodium
azide can form explosive azides with lead and copper plumbing. Since
absence of infectious agents cannot be proven. all specimens and
reagents obtained from human blood should always be handled with
precaution using established good laboratory practices. Disposal of all
waste material should be in accordance with local guidelines. As with
other diagnostic tests. results should be interpreted considering all other
test results and the dnical situation of the patient.

Materials required. but not provided
Spectrophotometric analyser. Controls.

Specimens
Serum specimens should be collected by venipuncture fOllowinggood
laboratory practices. Suitable assay specimens are human serum
samples. as fresh as possible (stored up to 2 days at +2...+8°C)or deep-
frozen. Any additional clotting or precipitation which occurs due to the
freeze/thaw cycle should be removed by centrifugation priorto assay.
Heavily lipemic sera may lead to a non-specific reaction due to
chylomicrons. lipemic specimens. or turbid frozen specimens after
thawing. must be clarified before the assay by high-speed
centrifugation (l5 min at approx. 15.000 rpm).

Procedure

Wavelength
TemperatlXe
Cuvette
MeaSlXement against cf~tUledwater blani<.
Bring the reagents at 37'C and pipette:

Calibrat()(
Calibrator 5 1'1
Som~e - 5~
DislilledWaler - - 5 1'1
Work.Reagent 5001" 5001'1 500,t!
Mixand meaSlXeabsorbance immedialelyfA1)Incubate 2 min (37'C). after
incubation read absomance IA2J.

550 nm
37'C
Icm lightpath

Sample Blank

Calculation

Plot the calibration curve and the sample concentration is obtained by
interpolation the sample absorbance (A2-A 1) in the calibration curve.
I! is an one point calibration:

(A2-AIL- .(,u. AIJ . .
(A2-AI)_-(A2-AIJ x<At,b""uf:o.".',dw.

Unearity

The range interval for the multipoint calibration method is from 0 to 940
IU/ml.
With this method you can use the one point calibration procedure using
a calibrator without dilutions. because it is linear at least up to 450IU/ml.
When values exceed the range the samples should be diluted with
saline solution and the result should be multip6ed by the appropriated
factor.

Reference Values

Values< 250 IU/ml are within the normal range. Children could have
greatervalues.Eachlaboratoryshouldestablishan expected range for
thegeographicalarea inwhichit islocated.

Sensitivity
Calculating fhe mean plus 3SD of twenty replicates of zero standard
resulted in a lower limit of detection lessthan 15 IU/ml.

Specificity

The assay is specific for ASO determination. There is no significant
interference by bilirrubin. haemoglobin or rheumatoid factor. Intralipid >
1 % produces a negative interference> 10 %. Other substances can
inferfere. For a comprehensive review of interfering substances, refer to
the publication by Young.

Prozone Effect

Thesystem did not show prozone phenomenon at least up to 1500IU/ml

Assay Precision

Intra-assay coefficients of variation (CV) for three samples (ASO values
ranging from 100 to 430 IU/ml) were between 2.9 and 3.1 %. Inter-assay
CVs were between 2.9 and 4,4 %.

Method comparison
42 samples were correlated with a nephetometric commercial
procedure. When comparing the results by 6neal regression the result
was: y =1.07 x + 1.1 and r=0,987.

Analytical characlerlsflcs have been obtained in a single experlment'n
a conventional spectrophotometer. Therefore. the data expressed In the
present document should be Interpreted as a guide example.
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