@ IVD
BIO-[i%-TEST®

BILIRUBIN S (BIL 100 S)

Cat. No. 10003272 Store at
(+2 to +8)°C

Reagent Set for the determination of bilirubin in serum. The Set is sufficient for at
least 100 analyses.

Principle

Bilirubin forms by coupling reaction with diazotized sulfanilic acid an azo-dye solution
suitable for photometric determination. The determination of total bilirubin (free and
direct) is performed in the presence of accelerator and the determination of direct
(conjugated) bilirubin in the solution without the accelerator.
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Reagents

1 Sulfanilic acid (60 ml)
29 mmol/l in 170 mmol/l of hydrochloric acid

2 Buffer (120 ml)

0.93 mol/l of potassium-sodium tartrate in
1.9 mol/l solution of sodium hydroxide

3 Accelerator (120 ml)
caffeine 0.26 mol/l in 0.52 mol/l of
sodium benzoate

4 Sodium nitrite (10 ml)
solution of 0.025 mol/l

5 Bilirubin standard

For preparation of a solution a umol/l (1 vial)
6 Albumin
For preparation of a solution 20 g/ (1 vial)

Composition of reaction mixture

Sulfanilic acid 2.40 mmol/l
Hydrochloric acid 13.90 mmol/l
Sodium benzoate 0.22 mol/l
Potassium-sodium tartrate 0.39 mol/l
Caffeine 0.11 mol/l
Sodium hydroxide 0.16 mol/l
Volume ratio of serum/reaction mixture 112
Reference values

S Total bilirubin (umol/l) up to 20.5

S Direct (conjugated) bilirubin (umol/l) up to 5.1
The range of reference values is only approximate, it is recommended to all
laboratories to verify the extention of reference interval for their concrete examined
population.

Calibration and quality control

For calibration it is recommended to use standard included in the set or:
BLT BILIRUBIN STANDARD, Cat. No. 10003139

BLT LYONORM CALIBRATOR, Cat. No. 10003200

For control it is recommended

BLT LYONORM HUM N, Cat. No. 10003204

BLT LYONORM HUM P, Cat. No. 10003206

Auxiliary solution (not included in the Set)
Physiological solution
Prepare by dissolving of 0.9 g of sodium chloride in 100 ml of distilled water.

Procedure

Keep samples away from direct light!

The determination of total bilirubin

Samples: non-haemolytic serum, plasma (EDTA, heparinized)
Wavelength (580-620) nm, 1 cm cuvette, temperature (+15 to +25)°C.

. Control Control

Pipette (ml) solution 1 solution 2 Sample
Reagent 1 0.20 0.20 0.20
Reagent 4 0.05 - 0.05
Reagent 3 1.00 1.00 1.00
Physiol. solution 0.20 0.05 -
Serum - 0.20 0.20
Stir and within (10—50) min add
Reagent 2 | 1.00 | 1.00 | 1.00
Stir and within 60 min read the absorbances of sample (A,) and control solution 2
(A,) against control solution 1 (blank).

The determination of direct (conjugated) bilirubin
Samples: non-haemolytic serum, plasma (EDTA, heparinized)
Wavelength (510-550) nm, 1 cm cuvette, temperature (+15 to +25)°C.

. Control Control
Pipette (ml) solution 1 solution 2 Sample

Reagent 1 0,20 0,20 0,20
Reagent 4 0,05 - 0,05
Physiol. solution 1,20 1,05 1,00
Serum = 0,20 0,20

Stir and exactly after 5 min read the absorbances of sample (A,) and control
solution (A,) against control solution 1.

Bilirubin solution

Measure exactly 4.00 ml of distilled water into the vial with reagent 5 (bilirubin); close
the vial and shake carefully to dissolve its contents. The solution contains exactly a
umol of bilirubin in 1 1.

Stability: approx. 3 days at (+2 to +8)°C in a dark place.

Albumin solution

Measure exactly 8.00 ml of distilled water into the vial with reagent 6 (albumin);
dissolve its contents carefully while stirring. The solution contains approx. 20 g of
albuminin 1 1.

Stability: minimum 1 week at (+2 to +8)°C in dark.

Preparation of calibration solutions

. Bilirubin solution | Albumin solution Final b|||rup|n
Solution Nr. a umol/l (mi) (m) concentration

- (umol/l)

1 0.10 1.90 0.050 . a

2 0.25 1.75 0.125.a

3 0.50 1.50 0.250 . a

4 0.75 1.25 0.375.a

5 1.00 1.00 0.500 . a

a - bilirubin concentration, printed on the label of the vial with reagent 5

The calibration solutions are to be handled in the same way as the serum sample;
create a calibration diagram.

Calibration

The content of bilirubin in the sample is read from the calibration curves plotted using
calibration solutions prepared from the set or BIO-LA-TEST® BILIRUBIN STANDARD.

Total bilirubin Direct bilirubin
Pipette (ml
P (mi) Contlrol Standard Contlrol Standard
solution solution

Reagent 1 0.20 0.20 0.20 0.20
Reagent 4 0.05 0.05 0.05 0.05
Reagent 3 1.00 1.00 1.00 1.00
Calibration solution - 0.20 - 0.20
Solution of albumin 0.20 - 0.20 -
Stir and within (10—30) min add
Reagent 2 | 100 | 100 | - | -
Stir and within 60 min read the absorbance of standard against control solution.

Plot the calibration curves as the dependence of the standard absorbances upon the
bilirubin content in calibration solutions in uymol/l.

Calculation

The content of bilirubin in the sample is read from the calibration curves. For the
calculation the absorbance difference of the sample and control solution 2 (A1-A2)
is being used.

Stability and storage

Store the set at (+2 to +25)°C.

The expiration date is stated on the package.

Close the vial immediately after usage so that the evaporation or contamination of
reagent does not occur.

Store at recommended temperature in the dark.

Notes

If the absorbance of the sample exceeds 0.8, repeat the analysis with serum diluted
by physiological solution (result x dilution). If the determination is carried out without
the analysis of control solution 2 (serum blank), falsely higher bilirubin values of
approx. 2 to 14 ymol/l might be found in the sample, depending on the individual
type of serum.

Health protection

For in vitro diagnostic use.

To be handled by entitled and professionally educated person.

Reagent 1 contains corrosive hydrochloric acid in low concentration.

Reagent 2 contains corrosive sodium hydroxide (7.5 %).

Reagent 4 contains sodium nitrite in low concentration - toxic, harmful and oxidizing
substance.

First aid

At an accidental ingestion drink up approx. 0.5 | of water. At an eye contact flush imme-
diately and thoroughly with large quantity of water. At a skin contact wash the skin with
soap and warm water. In all serious cases of health damage contact the physician.
Waste disposal

All tested samples should be treated as potentially infectious and with the contingent
rest of the reagents should be liquidated in accordance with any other local and
national regulations relating to the safe handling of such materials.

Put packaging paper waste and rinsed containers to recycling.
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BUINMAPYBUH C (BIL 100 S)

Hom. Homep 10003272 XpaHuTb
(c +2 po +8)°C

Hab6op peaktusos ans 100 onpegenenuii GunvpybrHa B CbIBOPOTKE KPOBU.

MpuHUMN meTopa

BunmpybuH BCTynaeT B peakuuio a3oCcoyeTaHusi ¢ AMasoTUPOBAHHOMW CynbdaHu-
TIOBOW KUCMOTON C 06pa3oBaHMEM pacTBopa a3okpacuTensi, KOTopbli hOTOMETPU-
pytoT.

OnpegeneHue ob6Lero (HEKOHBIOMMPOBAHHOTO M NPSAMOro) Gunupy6rHa NpoBoasAT B
pacTBope akueneparopa, onpeaernieHne NpsiMoro (KOHbIrMpPoBaHHOMo) GunupyorHa
— 6e3 akueneparopa.

Nutepartypa

Fog, J.: Scand. Clin. Lab. Invest. 10, 241 (1958)

Meites, S., Hogg, C. K.: Clin. Chem. 5, 470 (1959)
Michaelson, M., Noslin, B., Sjolin, S.: Pediatrics 35, 925 (1965)

PeakTuBbl

1 CynbaHunosas kucnota (60 mn)
pacTBop 29 MMonb/n B pacTBOpe XMOPUCTOBOAO-
poaHoit kucnotel 170 Mmonb/n

2 BydepHbit pacTsop (120 mn)
HaTpuii-kanuii BUHHokucnbi 0,93 monb/n
B pacTBOpe HaTpus rmapooknck 1,9 monb/n

3 Axuenepartop (120 mn)
kopeunH 0,26 monb/n,
HaTpuii 6eH3oHokMcnbIn 0,52 monb/n

4 Hatpuit a30TUCTOKUCbIN (10 mn)
pacteop 0,025 monb/n

5 OrtanoH 6unupy6buHa (1 dhnakoH)
[N NPUrOTOBINEHWSI pacTBOPa @ MKMONb/MN
6  AnbbymuH (1 dhnakoH)

Ansi npurotoBneHust pacteopa 20 r/n

CocTaB peakLMOHHOW CMecu
CynbaHunosas kucnota
XnopuctoBogopoaHas kucnora

2,40 mmonb/n
13,90 mmonb/n

Hatpuit 6eH30MHOKUCTBIV 0,22 monb/n
HaTtpuit-kanuin BUHHOKUCbIN 0,39 monb/n
KodenH 0,11 monb/n
HaTtpus rugpookuch 0,16 monb/n
CoOTHOLLEHWE CbIBOPOTKa/peakLMoHHas CMecb 1712
PedpepeHTHbIE BENUYUHBI

O6wmit GUNUpPYOMH (MKMonb/n) no 20,5
MpsimMoit Gunupy6uH (MKMonb/m) no 5,1

MpuBeaeHbI AnanasoH pedepeHTHbIX 3HaYeHU SBMISIETCS OPUEHTUPOBOYHBIM.
PekomeHayeTcs kaaoii nabopaTopui BbIMMCHATL CBOW AnWana3oHbl HOPMAarbHbIX
BEMUYMH.

BocnpoussoaMmocTb
Okoro + 4%

KanubpoBka 1 KOHTponb

[ns kanubpoBKM PEKOMEHAYETCH WCMONb30BaTh CTaHAapT, BXOASLWMA B COCTaB
Habopa unu:

Buo-NA-Tect® BUNNPYBUH 3TANOH, Hom. Homep 10003139

Buo-NA-Tect® TIMOHOPM N'YM H, Hom. Homep 10003204

Buo-NA-Tect® IMOHOPM 'YM 1, Hom. Homep 10003206

BcnomoratenbHbIil pacTBOp (He BXoauT B cocTaB Habopa)

dusmonornyeckuii pacteop

Mpurotasnueatot pacteopeHvem 0,9 r xnopuaa Hatpua B 100 Mn AnCTUNNMpoBaH-
HoW BOAbI.

lNMpoBepeHne aHanusa
Mpo6bI cneagyeT NpeAoxpaHsTL OT nNpsiMoro ceeTal

Onpepenetwe o6Luero 6GunupyéuHa
[nuHa BonHbl (580—620) HM, kioBeTa 1 cm, TemnepaTtypa (c +15 go +25)°C.

OTMepTH (M) KoHTponbHbIi KoHTponbHbIi MpoGa
pactBop 1 pacTBop 2

Peaktus 1 0,20 0,20 0,20
PeakTus 4 0,05 - 0,05
Peaktus 3 1,00 1,00 1,00
dusmnonor. pacteop 0,20 0,05 -
CbIBOPOT. KPOBU - 0,20 0,20
MepemelunBaioT 1 B TeveHune (10-50) muH gobasnsioT
PeakTus 2 | 1,00 | 1,00 | 1,00
MepemelunBaloT 1 B TeveHne 5-60 MUH U3MEPSOT ONTUYECKYIO NMOTHOCTL NPODbI
(A) 1 KOHTpOnbHOro pacteopa (A,) NMPOTUB KOHTPONLHOIO pacTeopa 1.

Onpegnenexune npsmoro Gunupybuxa
[nuHa BonHbl (510 — 550) HMm, kioBeTa 1 cm, Temnepatypa (¢ +15 no +25)°C.

OtmepnTs (wn) KoHTponbHbIi KoHTponbHbIi Mpo6a
pactsop 1 pacTBop 2

Peaktus 1 0,20 0,20 0,20
Peaktus 4 0,05 - 0,05
dusmnonor. pacteop 1,20 1,05 1,00
CbIBOPOT. KPOBU - 0,20 0,20
MepemelunBatoT 1 TOYHO Yepe3 5 MUH UMEPSIIOT ONTUYECKYIO NIOTHOCTb NPOGLI
(A;) 1 KOHTpOMbHOro pacTeopa (A,) NPOTUB KOHTPONbLHOrO pacTeopa 1.

Kanu6poBka

MpurotoBneHne paboynx pacTBOpPOB ANs KannbpoBKW

PacTtBop 6unupy6una

Bo ¢nakoH ¢ PeaktuBom 5 (6unupy6uH) otmepusatoT TouHo 4,00 Mn AuCTMNu-
POBaHHOW BOAbI, (hNIAaKOH 3aKPbIBAOT U €ro COAEPXMMOE PaCcTBOPSIIOT, OCTOPOXHO
nepemeluvBasi. PactBop coAepXuT TO4HO @ MKMOIb Gunupy6uHa/n. Mpu Temnepa-
Type (+2 - +8) °C B TeMHOTe pacTBOp YCTOWYMB NPUMEPHO 3 AHS.

PacTtBOp anbbymuHa

Bo cnakoH ¢ PeaktvBom 6 (anb6ymuH) oTmepusatoT To4Ho 8,00 mMn AMCTURAMPO-
BaHHOW BO/bl U €r0 COAEPXMMOE PacTBOPSAIOT NPU OCTOPOXHOM NepemellnBaHum.
PactBop copepxut okorno 20 r anbbymuHa/n. Mpu Temnepatype (+2 - +8) °C pac-
TBOP YCTOWYMB MUHUManNbLHO 1 Heaento.

MpurotoBneHne KanMGPOBOYHLIX PaCTBOPOB

PactBop KoHeuHas
PacTtBop
PacTtBop 6unnpy6uHa KOHLeHTpauus
ansbymuHa
Ne a MKMonb/n 6unupy6buHa
()

(mn) (MKmonb/n)
1 0,10 1,90 0,050 . a
2 0,25 1,75 0,125 . a
3 0,50 1,50 0,250 . a
4 0,75 1,25 0,375 .a
5 1,00 1,00 0,500 . a

a- KOHLUeHTpauus 6unupybuHa, npvBeaeHHast Ha aTvkeTke dnakoHa ¢ Peak-
TMBOM 5.

C pactBopamu ansi kanubpoBky paboTaloT Takum e 06pa3om kak ¢ Npoboit CbiBo-
POTKW M CTPOSIT KanNMBPOBOYHbIE rpachnku

O6wwmit GunupybuH Mpsamon 6unupy6uH
OTmepuTh (MN
puTb (M11) KoHTpon. Sranon KoHTpon. Sranon
pactsop pacTsop

PeaktuB 1 0,20 0,20 0,20 0,20
PeakTus 4 0,05 0,05 0,05 0,05
PeaktuB 3 1,00 1,00 1,00 1,00
KannbpoBou. pacTteop - 0,20 - 0,20
PacTtBop anbbymuHa 0,20 - 0,20 -
MepemelunaioT 1 B TedeHune (10-30) mnH gobasnsioT
PeakTys 2 | 100 | 100 | - | -
MepemeluvBaloT 1 B TedeHne 60 MVH U3MepSIHOT ONTUYECKYHD NIIOTHOCTL 3TaroHa
NpPOTUB PacTBOpa CPaBHEHMS.

CTposAT KanMbpoBoUHble rpadpukn Kak 3aBUCUMOCTb OMTUYHECKON MIOTHOCTM OT CO-
nepxaHusi GunupybrHa B KannbpoBOYHOM pacTBOpe B MKMOMb/I.
CopepxaHnue 6unvpybrHa B npobe oTCUMTBLIBAKOT MO KanMBGPOBOYHLIM rpadhukam,
MOCTPOEHHBLIM C MOMOLLIbIO KanMBPOBOYHbLIX PACTBOPOB.
Pacuet
CopepxaHune 6unupybrHa B npobe oTcuMTbIBaOT MO KannbpoBOYHBIM rpadmkam.
[ins pacyeTa 6epyT pasHOCTb ONTUYECKUX NMOTHOCTEN NPOBbl U KOHTPOMBLHOTO pac-
TBOpa 2 (A —A,).
MpeaynpexaeHue
Ecnu onTuyeckas nnoTtHocTk Npobbl npesbiwaeT 0,8, CbIBOPOTKY pasBoaaT dusno-
TIOrMYeCcKUM pacTBOPOM W aHanM3 NpOBOAAT MOBTOPHO (pe3ynbTaT X pasBeneHue).
Ecnu npn aHanuse He U3MepsieTCs KOHTPOSbHbIN PacTBOp 2 (CbIBOPOTOYHbIN Crie-
MO OMbIT), NOMyYEHHbIe pesynbTaTbl MOTYT GbiTh 3aBbILLEHHBIMU Aaxe Ha (2—14)
MKMOSb/I1, B 3aBUCUMOCTM OT TUMa CbIBOPOTKN KPOBU.
Mepbl NpeAoCTOPOXKHOCTH
Habop peareHTOB npegHasHayeH Ans in vitro AMarHOCTVMKM MpogeccroHarnbHO
06yyeHHbIM nabopaHToMm.
PeaktvB 1 cOAepXWT B HU3KOW KOHLEHTpALWU COMSIHAK KWUCIOTY, SBASOLLMACS
eKUM BelLecTBOM. PeakTus 2 conepXuT rmapookUCh HaTpUs, ABNSIOLLMIACS €KUM
BeLLecTBOM. PeakTvB 4 COAEPXKUT B HU3KOW KOHLIEHTPaLMW HUTPUT HaTpUs, SBMSIO-
LMIACA edKUM, ONacHbIM AN 300POBbA U OKCUAMPOB. BELLECTBOM.
Oka3saHue nepBoi NOMOLLMU
Mpu npueme BHYTpb cnegyeT BbiNUTb NpubnuantensHo 0,5 n Bogpbl.
Mpwv nonagaxuu B rnasa vx crnegyeT NpombiBaTe MUHUManNbHO 10 MUH B TOKe BOAbI.
Mpn nonagaHun Ha KOXy ee cneayeT BbIMbITb NPOTOYHON BoAoW. MMocTpaaasLuemy
[omkHa ObITb OKasaHa KBannULUMpoBaHHas MeaMLMHCKash MOMOLLb.
JNukBnpaums mycopa
Bce TecTvpoBaHHble Npobbl CHATAOT MaTepuanom, KOTOpbIi MOXET BbiTb MHULK-
POBaH, M COBMECTHO C BO3MOXHbIMW OCTaTKaMV PEaKTUBOB MOASEXUT YHUHTOXEHUIO
B COOTBETCTBUW C YTBEPXKAEHHLIMU BHYTPUGOIbHUYHLIMY NpaBunamu.
BymaxHylo ynakoBKy cpanTe B MakynaTypy, BbIMOSIOCKaHyl 3aBOACKYI Tapy B
COPTUPOBAHHbIN Mycop.
[ata npoBeaexusi nocnegHero koHtpons: 19. 3. 2012
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