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Summary: the approaches to choice of the method application range, to the quantity of concentration levels in the
range and parallel experiments for each level, and also to the procedure of carrying out the experiment on linearity
determination, which were offered in our previous paper, have been tested by the example of UV-spectrophotometric

method of doxylamine quantitative determination in blood.
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Introduction. This article is the continuation of
authors’ research [1 — 5] in the field of development
of the approaches to validation of methods of
quantitative determination for purposes of forensic
and toxicological analysis and devoted to the
problem of range choosing and validation
parameter «linearity» determination.

The purpose of this paper is to test the
approaches to choosing the method application
range and to the procedure of linearity
determination, which have been offered in our
previous paper [5], by the example of UV-
spectrophotometric method of doxylamine
quantitative determination in blood.

Investigation methods. The method to be
validated: 20.00 ml of blood are coated with 10.00
ml of the 10% trichloroacetic acid aqueous solution,
mixed and left for 1 hour when constant shaking.
The mixture is centrifuged (during 5 minutes at 5000
rpm), the supernatant liquid is poured off and diluted
to the volume of 30 ml with distilled water, its pH is
checked (should be equal to 2) and the mixture is
extracted with chloroform three times by portions
of 10.00 ml. The obtained chloroform extracts are
separated and are not researched in the sequel.
The aqueous layer is alkalified by the 50% sodium
hydroxide solution to pH = 11 and extracted with
chloroform three times by portions of 10.00 ml (if
stable emulsions are formed centrifugation is
applied (during 5 minutes at 5000 rpm)). «Alkaline»
chloroform extracts are combined and filtered
through the paper filter («red label») with 1 g of
sodium sulphate anhydrous in the measuring flask
with the capacity of 50.0 ml, and diluted to the
volume with chloroform. Then the investigation is
carried out in two ways:

1) 2/5 of the obtained chloroform extract
(20.00 ml) are evaporated using water-bath at
the temperature of 80°C to complete removal of

organic layer. The dry residue is dissolved in
10.00 ml (r'0.5 to the volume of blood taken for
analysis) of the 0.1 mole/l hydrochloric acid
solution.

2) 2/5 of the obtained chloroform extract (20.00
ml) are evaporated using water-bath at the
temperature of 80°C to complete removal of
organic layer; the dry residue is dissolved in ~0.5 ml
of chloroform and applied quantitatively on the start
line of the «Sorbfil» PTLC-IIB chromatographic plate
(the plates have been processed preliminary with
the 0.1 mole/l potassium hydroxide solution in
methanol and then dried out at 110°C for 30
minutes) in the form of stripe 2 cm wide. Near 10
mcl of the doxylamine succinate standard chloroform
solution (concentration is 1 mg/ml) are applied in
point («testifier»). The plate is eluted in chloroform
twice. After drying the plate is eluted using the
mixture of chloroform and methanol (90:10) as a
mobile phase, dried out, and the «testifier» stripe is
developed with the Dragendorff reagent and the
spot of brown colour in the area of R, = 0.5 - 0.7 is
observed. The sorbent is carefully removed from the
plate part with area of 3 cm x 1 cm opposite the
spot of «testifier» by scalpel in the glass bottle. 10.00
ml of the 0.1 mole/lI hydrochloric acid solution are
added into the bottle and the bottle content is
shaken during 5 minutes, then filtered in the
measuring flask with the capacity of 10.0 ml (r0.5
to the volume of blood taken for analysis) and
diluted to the volume through the filter («red label»)
with the same solvent.

The process solutions: 1000.0 mg of doxylamine
succinate were placed in the measuring flask with
the capacity of 250.0 ml, dissolved in distilled water
and the solution was diluted to the volume with
the same solvent (the standard solution 1, the
concentration was 4000 mcg/ml). 32.50; 30.00;
25.00; 20.00; 15.00; 10.00 and 5.00 ml
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respectively of the doxylamine succinate standard
solution 1 were placed using burette in seven
measuring flasks with the capacity of 100.0 ml and
the solutions were diluted to the volume with
distilled water (the process solutions 1, 2, 3, 4, 5,
6 and 7 respectively, the concentrations were
1300, 1200, 1000, 800, 600, 400 and 200 mcg/
ml respectively).

The reference solution: 400.0 mg of doxylamine
succinate were placed in the measuring flask with
the capacity of 100.0 ml, dissolved in the 0.1 mole/
I hydrochloric acid solution and the solution was
diluted to the volume with the same solvent (the
standard solution 2, the concentration was 4000
mcg/ml). 18.00 ml of the doxylamine succinate
standard solution 2 were placed using burette in
measuring flask with the capacity of 100.0 ml and
the solution was diluted to the volume with the 0.1
mole/l hydrochloric acid solution (the standard
solution 3, the concentration was 720 mcg/ml). 2.00
ml of the doxylamine succinate standard solution 3
were placed in measuring flask with the capacity
of 50.0 ml and the solution was diluted to the volume
with the 0.1 mole/I hydrochloric acid solution (the
reference solution, the concentration was
28.8 mcg/ml).

The calibration samples (calibrators): 6 lines in 7
samples (20.00 ml) of model blood (matrix) obtained
from the different sources, which were spiked with
1.00 ml of the process solutions 1 — 7 respectively.

The solutions to be analysed: the solutions obtained
by the method to be validated for the calibration
samples.

The absorbance of the solutions to be analysed
and the reference solution was measured 3 times
with taking out the cell at the wavelength of 262
nm by the spectrophotometer CP-46 in the cell with
the layer thickness of 10 mm. The 0.1 mole/I
hydrochloric acid solution was used as the
compensation solution.

Results and discussion. Earlier [5] the following
procedure of linearity confirmation for UV-
spectrophotometric methods of analytes quantitative
determination in biological fluids used in forensic
and toxicological analysis has been offered:

e application of the normalized coordinates
(normalization by the reference solution, which
absorbance is corrected by the value of recovery);

e the application ranges are 25 - 125%, 25 —
150%, 25 — 175%; as 100% the mean toxic or lethal
analyte concentration in biological liquid is
accepted;

e the number of concentration levels is g = 5, 6
or 7 (depending on the chosen application range)
in constant increments of 25%;
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e the number of «replicates» - replicate
experiments — for each concentration level is
determined by the results of calculation ofs_ value,
which acceptability estimation is carried out
according to the following criterion:

s (sample)<maxs, =0.707-maxA , -/n/1(95%,n—1).

nom,r nom,r

e each replicate experiment is carried out within
individual run/day using the matrix samples obtained
from the same source;

e calculation of the parameters of linear
dependence is carried out for each run (within-run
(within-day) linearity) and by the mean values of
replicate experiments (between-run (between-day)
linearity).

For illustration of the offered approaches to
linearity determination UV-spectrophotometric
method of doxylamine quantitative determination
in blood was used; the lethal doxylamine
concentration in blood [6] - 25 mg/l (that
corresponds to 36 mg/l of doxylamine succinate)
has been accepted as 100%.

Results of determination of the mean values of
absorbance for calibration samples calculated in the
way of successive averaging the values obtained
in 6 replicate runs are given in Tables 1 and 2. The
values of s, are specified for all values; it is shown
that they do not exceed the calculated values of
maxs, .

The factual concentrations of doxylamine
succinate in blood and the mean values of
absorbance, which are respective to them, are
normalized in the way offered above. The obtained
values of X, % and Y, % are used for linearity
determination; the calculated parameters of linear
dependences of Y = b-X + a type are resulted in
Tables 3 and 4.

The data resulted in Tables 3 and 4 show obviously
that international guidances [7 - 10] suggest
excessively strict requirements to the number of
concentration levels and replicates for each level
— there are not substantial changes in values of
metrological performance for linear dependences
when some their decreasing, and the time costs are
reduced twice at least.

Conclusions. The approaches to choosing the
range and to the procedure of carrying out the
experiment on linearity determination, which were
offered in our previous paper, have been tested by
the example of UV-spectrophotometric method of
doxylamine quantitative determination in blood. The
results have shown the adequacy of formed
approaches.
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Table 3. Metrological performance of calibration straight line Y = b-X + a for UV-spectrophotometric method of
doxylamine quantitative determination in blood without preliminary TLC-purification

Analytical range of the method application
Characteristic D =25-125%(g=Y5) D =25-150% (g=6) D=25-175%(g="17)

n=3 | n=4 | n=5|n=6 | n=3|n=4|n=5|n=6|n=3|n=4|n=5|n=6
b 0.985 1 0.998 | 0.984 | 0.987 | 1.017 | 1.030 | 1.016 | 1.012 ] 1.002 | 1.014 | 1.001 | 1.000
Sp 0.041 | 0.048 | 0.041 | 0.042 | 0.033 | 0.036 | 0.032 | 0.031 | 0.026 | 0.029 | 0.026 | 0.024
a 13.365(12.049 [ 13.498|13.628 [11.242] 9.986 [11.441]12.060|12.309|11.074|12.480 | 12.875
Sq 3.769 | 4397 | 3.737 | 3.871 | 3.546 | 3.922 | 3.490 [ 3.337 | 3.210 | 3.509 | 3.153 | 2.943
So 3.593 | 4.193 | 3.563 | 3.691 | 3.809 [ 4.212 | 3.749 [ 3.585 | 3.694 | 4.039 | 3.629 | 3.387
R, 0.997410.9966 | 0.997510.99730.9979]0.9975[0.9980] 0.9981 | 0.9983 | 0.9980 | 0.9983 | 0.9985

Table 4. Metrological performance of calibration straight line Y = b-X + a for UV-spectrophotometric method of
doxylamine quantitative determination in blood with preliminary TLC-purification

Analytical range of the method application
Characteristic D =25-125%(g=Y5) D =25-150% (g=6) D=25-175%(g="17)
n=3 | n=4 | n=5|n=6 | n=3|n=4|n=5|n=6|n=3|n=4|n=5|n=6
b 0.973 10978 | 0.973 | 0.974 | 1.011 | 1.012 | 1.009 | 1.012 ] 1.011 | 1.016 | 1.010 | 1.009
Sp 0.024 | 0.031 | 0.025 | 0.029 | 0.027 | 0.028 | 0.027 | 0.029 | 0.020 | 0.021 | 0.020 | 0.022
a 2.679 | 1.921 | 2.739 | 2.861 | 0.268 [-0.274| 0.374 | 0.416 | 0.220 |-0.541| 0.287 | 0.613
Sy 2.204 | 2.873 | 2.317 | 2.700 | 2.875 | 3.058 | 2.892 | 3.139 | 2.401 [ 2.571 | 2.416 | 2.631
So 2.102 | 2.739 | 2.210 | 2.574 | 3.089 | 3.285 | 3.107 | 3.372 | 2.763 | 2.959 | 2.781 | 3.028
R, 0.9991 | 0.9985|0.9990 | 0.9986 | 0.9986 | 0.9984 | 0.9986 | 0.9984 | 0.9990 | 0.9989 | 0.9990 | 0.9988
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BANIAALIA Y& -CNEKTPODOTOMETPUYHOI METOAUKU KIJIbKICHOITO BUSHAYEHHSA
OOKCWUJIAMIHY B KPOBI: JIHIVHICTb

J1. 0. Knumenko, C. M. TpyTt, E. 0. Axmepos

HavujioHanbHWi hapmaLeBTUYHUE yYHIBEpCUTET, XapKiB

Pesiome: nioxoou 0o BMOOpPY AianasoHy 3acTOCYBAaHHA METOAMKMU, KifIbKOCTi KOHUEHTPAaLiHMX PiBHIB BCEpeavHi
Aiana3oHy Ta napanenbHUX JOCniAiB 4519 KOXXHOro Takoro PiBHA, a TakoXx A0 Npoueaypu npoBeaAeHHS eKCNEPUMEHTY 3
BM3HAYEHHS NiHIMHOCTI, 3aNpONOHOBAaHi B Halwili nonepeaHini pob6oTi, anpoboBaHo Ha npuknapi YP-
CnekTPOdOTOMETPUYHOI METOAMUKM KiNIbKICHOMO BU3HAYEHHS AOKCUNAMIHY B KPOBI.

KniouvoBi cnoBa: Banigauis, niHinHicTb, Aiana3oH 3acTocyBaHHs, YP-cnekTpodoToMeTpisd, AokcunamiH, GioaHaniTUyHi
METOLMKN.

BAIMOALUSA YD -CNEKTPODOTOMETPUYECKOA METOAUKU KOTMMECTBEHHOIO
ONPEAEJIEHUA AOKCUJIAMUHA B KPOBU: JIMHEAHOCTb

J1. 0. KnumeHko, C. H. Tpyt, 3. 0. Axmenos

HavmoHanbHbIVi hapMaLieBTUHECKUI YHUBEPCUTET, XapbKoB

Pestome: noaxoabl K BIOOPY AvanasoHa NPUMEHEHUs MeTOAUKN, KOMMYECTBA KOHLEHTPALMOHHBLIX YPOBHEN BHYTPU
Ananas3oHa 1 napasieNibHbIX ONbITOB A5 KAXA0ro Takoro YPOBHS, a Takxke K npouenype NpoBeAeHNs SKCNepumMeHTa
Nno OnNpeneNieHnIO NIMHEeHOCTKN, NPeasioXeHHble B Hallel npeaplayliein padoTte, anpodupoBaHbl Ha npumepe YP-
CcnekTpodOTOMETPUYECKO METOAUKN KOMNYECTBEHHOIO ONpeaeneHus AOKCUNaMUHa B KPOBU.

KnioueBble cnoBa: Banupauus, JUHENHOCTb, Auanas3oH npumeHeHus, YD-cnektpodoToMeTpus, AOKCUNAMUH,
OroaHanNUTUYEeCKNe METOAMKM.
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