@ IVD
BIO-[i%-TEST®

GLYCATED HEMOGLOBIN (GHB 100)
Cat. No. 10003170 Store at
(+2 to +25)°C

Reagent Set for the preparation of 100 ml of working solutions for the
determination of glycated hemoglobin in blood.

Principle

A stable form of glycated hemoglobin (HbA,;) contains 1-deoxy-
1(N-valyl)fructose, which can be dehydrated by phosphoric acid
to 5-hydroxymethyl-2-furaldehyde which forms with 2-thiobarbituric
acid a colour complex absorbing at 443 nm. An unstable form of gly-
cated hemoglobin and fetal hemoglobin do not interfere with HbA,¢
determination.
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Reagents

1 Trichloroacetic acid (50 ml)
solution of 2.45 mol/l

2 2-thiobarbituric acid
2.5 mmol/dose

3 Standard solution (20 ml)
fructose 500 pmol/l

(1 dose)

Reference values

aB HbA,. (umol of fructose/g Hb) 3.5-7.0
The range of reference values is only approximate, it is recom-
mended to all laboratories to verify the extention of reference interval
for their concrete examined population.

Reproducibility
Approx. +6%

Auxiliary reagents (not included in the Set)

Phosphoric acid 85 %, p.a.

Physiological solution of NaCl:

Prepare by dissolving 0.9 g of sodium chloride in 100 ml of distilled
water.

BIO-LA-TEST® HEMOGLOBIN, Cat. No. 10003194,

BIO-LA-TEST® POTASSIUM EDTA, Cat. No. 10003159.

Working solutions

TBA solution

Dissolve the contents of the bottle with Reagent 2 in 50 ml of distilled
water.

Stability: 1 month at (+15 to +25)°C in the dark.

Calibration solutions

By diluting Reagent 3 with distilled water, prepare calibration solu-
tions containing fructose from 100 to 400 pmol/I.

Stability: 1 month at (+2 to +8)°C in the dark.

Procedure

Preparation of hemolysate
Using Potassium EDTA as an anticoagulating agent, prepare antico-

agulating blood. Centrifuge 1 ml of anticoagulating blood at approx.
1000 g for 10 minutes and suck off the plasma with Pasteur pipette.
To the packed erythrocytes add 3 ml of physiol. solution, mix lightly
using a glass rod, centrifuge and suck off the supernatant. To the
packed erythrocytes add 3 ml of dist. water, shake thoroughly, let
stand for 10 minutes and centrifuge. For the following analyses, use
the supernatant (hemolysate).

Determination of total hemoglobin

Wavelength (540-546) nm
Cuvette 1cm
Temperature (+15t0+25)°C

In a test tube, mix Working solution (prepared from BIO-LA-TEST®
HEMOGLOBIN) in the ratio 50+1 with hemolysate and let stand for
10 min. Read the absorbance of a sample (As) against working solu-
tion and calculate the content of total hemoglobin in hemolysate:

367.7
Hb (g/l) = As . 4.92
Determination of glycated hemoglobin

Wavelength (430-450) nm
Cuvette 1cm
Water bath temperated to (37 £1)°C
Glycerol bath temperated to (100 +1)°C with a mixing device secur-
ing homogeneous temperature.

The glycerol level in the bath should reach over approx. 1 cm of the
level of the solution in a test tube. Temperate Reagent 1 to (+2 to
+8) °C before use.

. Control Control
Pipette (ml) Sample soln. 1 soln. 2 Standards
Hemolysate 1.50 1.50 - -
Phosphoric acid 0.25 0.25 0.25 0.25
Calibr. solns. - - - 1.50
Dist. water — — 1.50 —

Shake, close test tubes with a resin stopper for antibiotics punched
with an injection needle and place them for 30 minutes in a glycerol
bath temperated to (100 +1)°C. After 10 min take out the needles
and cool test tubes for approx. 10 minutes in tap water.

Reagent 1 | o050 | o050 | o050 | o050

Mix and centrifuge for 20 min at 1000 g. In the presence of turbidity,
prolonge the centrifugation. Into a clean test tubes, pipette.

Supernatant 1.00 1.00 1.00 1.00
TBA soln. 0.50 - 0.50 0.50
Dist. water - 0.50 - -

Mix and incubate for exactly 40 min at 37°C in a water bath and
read the absorbances of the sample (A,), control solutions 1 (A,)
and 2 (A;) and absorbances of standards against water.

Calculation

Using absorbances of standards, calculate the slope of calibration
function sm in (I/umol) and calculate the content of glycated hemo-
globin according to following formula:

aB HbA,¢ (umol of fructose/g Hb) = W

Notes

One control solution 1 and 2 is prepared for the whole series of
samples to be analyzed. It is possible to prepare control solution 1
with an arbitrary hemolysate or with a mixture of hemolysates.

It is recommended to control the calibration function with each series
of samples to be analyzed.

Health protection

For in vitro diagnostic use. To be handled by entitled and profes-
sionaly educated person.

Reagents contain trichloroacetic acid ( R1, 40%), a corrosive agent,
dangerous for enviroment and irritant sodium hydrogenphosphate
(R2, 52%). While working it is especially significant to observe sani-
tary rules, not to eat, drink, or smoke and to use self preventatives.

First aid

At an accidental ingestion drink up approx. 0.5 | of water. At an eye
contact flush immediately and thoroughly with large quantity of water.
At a skin contact wash the skin with soap and warm water. In all seri-
ous 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 ac-
cordance with any other local and national regulations relating to the
safe handling of such materials.

Put packaging paper waste and containers to recycling.
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BUO-[¢f-TECT®

rMUKO3UNIMPOBAHHbIN FEEMOINOBUWH
(GHB 100)

Hom. Homep 10003170 XpaHuTb npu

(+2 go +25)°C

Habop peakTtvBoB ansi npurotoBnexHust 100 mn pabounx pacTBOpoB Ans onpe-
[eneHus rmmukoremornobunHa B KpoBu.

MpuHuun meTopa

CrabunbHas ¢opma rnukoremornobuHa (HbA,c) copepxut 1-gesokcu-1-(N-
Banun) pykTo3y, kotopasi Aernapartupyercs ochOpHON KUCnoTon ¢ obpa-
30BaHMeM LIBETHOTO KoMMmekca, nmetoLero abcopbLMOHHbLIN MakcumyM npu
443 Hm. Onpeaenennio He MeLLaeT Hi NabunbHas opma rnmMkoreMornobuHa,
HU cpeTarnbHbIN reMornobuH.

Iuteparypa

Gabbay, K. H. a spol.: Diabetes 28, 337 (1979)

Chromy, V., Kone¢na, H., Jedlickova, R., Horni, J., Kamaryt, J.: Biochem. clin.
bohemoslov. 15, 327 (1986)

PeakTtuBbl

1 TpuxnopykcycHas kucnora (50mn)
pactBsop 2,45 monb/n

2 2-TvnobapbuTtypoBasi kucrnota (1 posa)
2,5 mmonb/1 gosa

3 CraHpapT dpyKTO3bI (20 mn)

pacteop 500 Mkmonb/n

PechepeHTHbIe BeNUUYUHbI

aK - HbA,¢, B« = (3,5-7,0) Mkmonb dpykTo3bl/r Hb

MpuBeneHbIN AnanasoH peepeHTHbIX 3HAYEHI IBMSETCS OPUEHTUPOBOYHbBIM.
PekomeHayeTcsi kaxaoi nabopaTopum BbIYUCIATE CBOU Anana3oHbl HopMarb-
HbIX BEJMYMH.

Bocnpoussoanmoctb
Okono +6 %

BcnomoraTtenbHble peakTUBbI

®dochopHas kucnota 85%-Has, 4.4.a. Unum 4.

DU3MONOrNYecKnin pacTBOp XNOPUCTOrO HaTpUS

MpurotaenueatoT pacteopernemM 0,9 r xnopuaa Hatpusi B 100 mn guctunnu-
pOBaHHOW BOAbI.

OwnarHoctuyeckne Habopbl Buo-NTA-Tect® FTEMOIMOBWH,

Hom. Homep 10003194,

Buo-J1A-Tect® KOMMNEKCOHAT KAJNA, Hom. Homep 10003159.

MpurotoBneHue pabounx pacTBopos

PactBOp TMOGap6utypoBon kucnortbl (TBA)

Copepxummoe chnakoHa ¢ PeaktuBom 2 pacteopsitoT B 50 M AWCT. BOAbI.
YcTonumBocTb: MuH 1 Mecsil, npu (+15 o +25)°C B TeMHOM MecTe.

KannbpoBoyHble pacTBOpbI

PasbaBneHvem PeaktvBa 3 OWCT. BOOOW NpuUroTaBnvBaloT KanubpoBO4Hble
pacTBopbl pyKTO3bl KOHUEHTpauun 100—400 mkmonb/n.

YcetonumBocTtb: MuH 1 mecsu npu (+2 go +8)°C B TeMHOM MecTe.

MpoBeaeHne aHanu3a

[puroroBneHune remonusara

KpoBb 0TOMpaloT B KOMNNEKCOHaT kanus, 1 Mn HecBepTbIBAEMOW KPOBYU LieH-
Tpudyrupytot (npumepHo 10 muH npm 1000 g), nnasmy cnvBaroT Unn oTcackl-
BatoT nunetkon MacTepa. K aputpouutam gobaensatoT 3 Mn onsnmonornyeckoro
pacTBopa, CMeCb OCTOPOXHO NepeMeLLNBatOT CTEKINAHHOW Manoykon U LeHT-
pudpyrmpytoT. Mocne oTcoca HaA0CaA0HHOW XUAKOCTU K 0CaKy 9pUTPOLIMTOB
[o6asnsaT 3 MN AMCT. BOAbl, CMECb MHTEHCMBHO BCTPSIXHWBALOT, OCTaBMNSOT
ctoATe 10 MUH 1 LeHTpudyrmpytoT. Ans fanbHenwen paboTbl UCNOMNb3yoT
Ha[l0Cafo4HY0 XMAKOCTb (reMonmaar).

OnpeaeneHue obuero remMornobuHa
[nuHa BOMHbI (540—546) HM
KioBeTa 1¢cm
Temnepartypa (+15 po +25)°C
Pabounit pacteop (NpuroToBneHHbIi M3 Habopa Buo-NIA-Tect® TEMO-
[MOBWH) cmelunBatoT B cooTHoweHun 50+1 ¢ remonusaTom u octaenarwoT
ctosiTb 10 MUH.
M3amepstoT onTu4eckyto NNOTHOCTb Npu 546 HM NPOTUB TpaHCHOPMaLMOHHOTO
pacTBopa (As,). CoaepxaHve obLiero remornobuHa B remonusaTe BblYUCHs-
10T No gopmyne:

367,7

Hb (r/n) = Asye 492

OnpepaeneHve rmukoremorno6uHa

[inuHa BOMHbI (430-450) Hm
KioBeTa 1cm
Temnepatypa B BogHoW 6aHe (37 +0,1)°C, Temnepatypa B MMLEPUHOBOW
6aHe (100 +1)°C c nepemeluvBaHnem obecrnevatoLM roMoreHHoe Temne-
paTypHoe none.

Mpo6upky nomeLlatoT Tak, YToObl YPOBEHb MULEpUHa NpUMEpHO Ha 1 cm
npeBbllana ypoBeHb pacTBopa B Npobupkax.

PeaktuB 1 nepep ynotpebneHnem oxnaxaatoT fo (+2 go +8)°C.

B npo6upky Mpo6a KoHTp. KoHTp. CranaapTsl

oTmepsitoT (M) pacTtBop 1 | pacTBop 2
lemonusat 1,50 1,50 - -
docpatHas
kmucnorta 85%-Has 0,25 0,25 0,25 0,25
KannbpoBoyHbIn
pacTBop - - - 1,50
[OwucT. Boga - - 1,50 -

MepemelunBaloT BCTpsixMBaHUeM, NPOGUPKM 3aKpbiBalOT PE3VHOBBLIMU MPO-
6upkamm Anst aHTUBUOTUKOB C BKOMOTON MHBEKLIMOHHON MITMON 1 HarpesatoT
30 MuH Ha rnuepmHoBon 6aHe npm (100 +1)°C. Mocne 10 MMH HarpeBaHUs
MHBEKLMOHHBIE UMbl 13 NPOGMPOK BbIHUMAIOT. [0 OKOHYaHWUK fervaparaumum
npoburpky oxnaxaalT B NPOTOYHOW BOAE UMW Ha neasHon 6aHe B TeyeHve
10 MUHYT.

PeakTv 1 050 | o5 | o050 0,50

CopepxvMmoe NpobrpoK BCTPAXMBAIOT U LIEHTPUYrvpytoT B TedeHne 20 MuH
npy HaNU4YMK NOMYTHEHUS LIeHTpUdYrvpoBaHue cneayet noanuTb. B cyxve
NPOGUPKN OTMEPSOT NUNETKOWN.

HapocapoyHas

XKUOKOCTb 1,00 1,00 1,00 1,00
Pacteop TBA 0,50 - 0,50 0,50
[OwucT. Boga - 0,50 - -

MepemMeLunBaloT BCTPAXMBAHWEM U MHKYOUPYIOT To4HO 40 MuH npu 37 °C Ha
BOASAHON BaHe. M3MepsoT OnNTUYeCKylo NNOTHOCTb NPobbl (A;), KOHTPOMb-
Horo pacteopa 1 (A;), KOHTponbHOro pactsopa 2 (A;) M CTaHAApThI NPOTUB
BOABI.

Pacuer

Mo 3aBMCUMMOCTM OMTUYECKUX MMOTHOCTEN CTaHAAPTOB OT KOHLEHTpauuu
KanMbpoBOYHbIX PACTBOPOB ONpeaensitoT YrioBon KO3MULUMEHT NPAMON sm
(nMTp/MKMOnb).

CopepxaHuve rmukoremornobrnHa paccunTbiBatoT no dhopmyne:

A= (A +A;)

aK HbA,¢ (Mkmonb dpykTo3bl/r Hb) = Hb sm

MpumeyaHus

KoHTponbHble pacTBopbl 1 1 2 NpuroToBnsOT MO OAHOMY AN BCEN cepun
aHanuampyembix Npo6. [Ans KOHTPONbLHOro pacteopa 1 MOXHO MCMONb30BaTh
ntobor reMonmaat Unu nx CMechb.

KanubpoBouHbIii rpachuk crnegyetr NpoBepsATb NpW aHanu3e HOBOW cepuu
npob6.

Mepbkl NpeaoCTOPOXHOCTH

Habop peareHToB NpegHasHaveH Ans in vitro AuarHocTuku NpodeccnoHansHo
06y4eHHbIM nabopaHToMm.

PeaktuB 1 cogepxut TpuxnopykcycHyto kucnoty (40%) — eakoe BELLECTBO.
PeaktB 2 copepxXuT BTOpUYHbIN docdat Hatpust (52 %), KoTopbli pasapa-
XalLMUM BeLLecTBOM.

Mpun pabote Heobxoaumo cobniogaTb MpaBuia JIMHHON TUrKeHsbl, 3anpella-
eTca ecTb, MUTb U KypUTb, Hafo YnoTpebnaTb NUYHble NpefoXpaHUTenbHbIe
cpencrTea.

MepBasa nomolub

Mpwu cnyyaiHom npueme BHYTp cnegyet BbinuTb 0,5 n Bogpl. [Mpn nonagaHum
B Inasa ux creayeT npoMbliTb MPOTOYHON BofoW. [Mpn nonagaHum Ha Koxy ee
criefyeT OTMbITb TEMsoi BoAoi C MbirioM. Bo Bcex criydasix cepbesHoro nos-
pexaeHuUs 300poBbs JomkHa GbiTb OkasaHa MeaMLMHCKast NMOMOLLb.

Nuksnpaaumus mycopa

Bce TecTupoBaHHble MPOGbI CYMATAIOT MaTepuanoM, KOTOpbli MOXeT GbiTb
MHMULMPOBaH, 1 COBMECTHO C BO3MOXHBLIMU OCTaTKamy PEeakTUBOB Moasie-
XKWUT YHUUTOXEHUIO B COOTBETCTBUU C YTBEPXKAEHHBIMW BHYTPUGONBHUYHBIMM
npasunamu.

BymarkHyto ynakoBKy cAaiTe B MakyrnaTypy, BbINOMOCKaHy0 3aBOACKYH0 Tapy
B COPTUPO BaHHbIN MYCOp.
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