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Because microorganisms are regarded as a potential means for bioremediation of chromium compounds and the
yeasts are considered to be the source of chromium pharmaceutical biocomplexes, the development of the methods for
chromium assay in real biological samples is of a significant biotechnological importance. A new sensitive method for
the photometric assay of total chromium in the form of Cr(III) in microbial cultures after their mineralization was
developed using the reaction with chromazurol S in the presence of the surfactants, sodium dodecyl sulfate (SDS) or
cetyltrimethylammonium bromide (CTMAB). The optimal values of chromazurol S and surfactants concentrations
were determined to achieve the maximal sensitivity of the analysis. Molar extinction coefficients of the complexes in
0.2 M sulfuric acid were shown to equal 27 and 98.9 MM -cm™ in cases of using SDS and CTMAB, respectively. The
latter variant of chromium (III) assay is 3 times more sensitive than diphenylcarbazide method. The threshold sensi-
tivity of chromazurol method is approximately 100 and 25 ng of chromium per 1 ml of the final reaction mixture for two
variants of the assay in cases of using SDS and CTMAB, respectively. A convenient and relatively fast method for miner-
alization of the biological samples was optimized using perhydrol and sulfuric acid. It was shown that the developed meth-
ods can be used for the monitoring of chromate-reduction processes in yeast cultures by the final product Cr(III), as well
as for determination of the total chromium content in microbial cultures or in the cells after their mineralization.

Key words: chromium(III), chromazurol S, sodium dodecylsulfate, cetyltrimethylammonium bromide,

photometric assay, yeast culture.

In different biological systems, chromium
can be represented both as a necessary
microelement (Cr*®) and a dangerous environ-
mental pollutant (especially in the forms of
chromates/bichromates — Cr*%). Trivalent
chromium (in the amounts of 50-200 ug per
day) is necessary for normal vital activity of
animals and people due to the role it plays in
metabolism of glucose, cholesterol, and fats
[1-3]. This microelement is a significant com-
ponent of glucose tolerance factor, which,
synergically with insulin, activates glucose
consumption [4]. Chromium can also take part
in regulation of gene expression as zinc
mimetic. Cr (III) complexes have already
become an integral part of pharmaceutical
practice as the factors preventing diabetes and
stimulating weight loss. On the other hand,
the wide industrial use of chromium com-
pounds results in accumulation of chromium
in waste waters, soil, and plants, which leads
to chronic or sometimes acute intoxication of
human organism. The facts mentioned above

testify to a great need for selective, sensitive,
and, at the same time, non-expensive methods
of chromium analysis in biological samples,
including those for control of diabetes type II
treatment [5, 6]. Applied microbiology is con-
sidered to be the important area in chromium
analysis, as microorganisms are regarded as
potential means for bioremediation of chromi-
um compounds [7], and the yeasts are consid-
ered to be the source of chromium biocomplex-
es, which may be of pharmaceutical
significance [8, 9].

Nowadays there are various chemical and
physico-chemical methods of chromium content
determination, namely, gravimetric methods,
titrimetric methods (redox, chelatometric, po-
tentiometric, amperometric, coulometric tit-
ration), photometric methods (based on light-
absorption of Cr(VI) and Cr(IIl) ions as well as
of their compounds with inorganic and organ-
ic reagents), luminescent, polarographic,
kinetic (oxidative reaction by hydrogen pero-
xide, potassium bromate), methods of isotopic
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mporeaypy (cxemy) ofep:kaHHSI MOP(OTEHHUX
KaJIIOCHUX TKaHWH HaBeJeHO Ha puc. 2.

3a IIier0 cXeMO0 OJep:KaJii BEeJIUKY KiJb-
KicTh pereHepaHTiB, AKi MOKHA MYJIbTUILIIKY-
BaTHU TaK CaMo, SIK i OITMCaHi BUINEe POCJIUHU, OT-
puMaHiI IpaMoil0 pereHeparien. Opxep:xami
pereHepanTH IOCHimKyIoThcsa meromamu ILJIP-
aHaAJIiBY MJIsI BUBUEHHS MOJKJIUBUX T'€HETUYHIIX
BigMiHHOCTEH iX BiJ BUXiZHMX ITUOYJINH.

TakuM umHOM, IJA PiAKicHOI JiKapcbKoOi
pocauHU yHrepHil BikTopa ymepiie po3pob.Jie-
HO YMOBH MiKPOKJIOHAJBHOT'O PO3MHOKEHHS
AK IIPAMOIO pereHepalliero i3 ¢pparmMeHTiB Jy-
COK pisHMX IMOYJIWH, TaK ¥ IHAYKYBaHHAM
pereHepariii i3 nacCMBOBaHUX TPUBAJIMH Uac Ka-
JIOCHUX TKAQHUH Yy KyJbTYPi in vitro. Bcranos-
JIEHO, III0 ONITUMAJIbHUM CEePEeIOBUIIEM AK I
iHgyKyBaHHS pereHepariii, Tak i AJjs orpuMaH-
HA Ta BUPOINYBAHHA y IIepPecagHiil KyJabTypi
KaJIOCHUX KYJBTYP € KUBUJIbHE CepeOBHUIIe

3 MiHepaJbHOIO OCHOBOIO 3a BojtocoBuuem Ta
in. Iligi6paHo omTWMMaJIbHI CIiBBiIHOIIIEHHS
CTUMYJIATOPiB POCTY, 30KpeMa ayKCHUHIB i IuTO-
KiHiHiB, IJIA KOKHOIO 3 BUBUEHUX IIPOIECiB —
npaAmMoi pereHeparii, iHAYKIil KaJOCOyTBO-
PeHHA, TPUBAJOTO BUPOIIYBAHHA KAaJJIOCHUX
TKAHUH 3i 30epesKeHHAM MOPQOTeHHOro IIo-
TeHIIiany, iHAYKIiI peamdepeniamii, MyiIb-
TUILTiKAIil i BUPOITYBaHHA PeTeHEPaHTiB in
vitro. BusiBieHo, 1110 OCBiTJIEHHS IPUTHIYYE yT-
BOPEHHSA PEreHepaHTiB i KaJlCOYTBOPEHHA Ha
MEePBUHHUX EKCIJIAHTaX, a TaKOoK TrajJbMye
Ipollecu pereHepaiii MiKponuOyJINMHOK IacH-
BOBAaHMMU KaJIOCHUMU TKaHMHaAMU Ta PiCT Ka-
JIOCHUX TKAHUH. BecTaHOBJIEHO BiIMiHHOCTI pe-
akmii pisaux 1udyauH yHrepHii BikTopa Ha Ti
caMi yMOBHU BBEeJIeHHA B KyJbTYDY in vitro, 1o,
OUYEBUIHO, 3YMOBJIEHO BiIMiHHOCTAMU T'€HO-
TUITIB BUKOPUCTAHUX IUOYJIUH, BUABJIEHUMU
pamimre metogom RAPD I1JIP-amanisy.

IapyKyBamHA KaI0COyTBOPEeHHA Ha cepemoBuitiii 5C1

BuporyBaHHsa KalloCHNX TKaHUH Ha cepemoBuri 5C1
mpoTAaroM 2—7 macaKkiB

f

Bararopiune BupoIiyBaHHA
Ha cepenoBurili 5C3H

'

KamntocHa TKaHMHA, IO ITOCTiHHO
pereHepye MiKpOoIuOyInHKIA

'

Bararopiuse BupoIyBanHa
Ha cepemoBurii 5C01

f

Mopdosoriuao romoreHHa
KaJIoCHA TKaHWHA, 3JaTHA

o perexepaiiii MiKpoImuOy INHOK

Ha cepegoBurli 5C3H

Puc. 2. Cxema ogepsxaHHA MOP(OreHHUX KaaocHux TkaHul U. victoris,
3MaTHUX 0 pereHepailii mpoTsaromM He MeHure 6 pokiB (CKJIal JKUBUJIBHUX cepegoBUIll — Tabd. 1)
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dilution, gas-chromatographic methods, mag-
netic relaxation analysis, emission flame pho-
tometry, atomic absorption spectrometry,
atomic fluorescence flame spectrometry, X-
ray-fluorescence analysis, mass spectrometric
analysis, radioactive and neutron activation
analysis, etc. [10, 11]. Recently, potentiomet-
ric chemical sensors based on ion-selective
electrodes for Cr (III) [12—14] and chromate
[15, 16] analysis as well as amperometric chro-
mate-selective biosensor based on bacterial
cytochrome ¢z [17] have been developed.
Photometric method of Cr (III) content deter-
mination through the reaction with chro-
mazurol S has been described [18, 19].

The vast majority of methods of chromium
analysis are designed for inorganic objects
(industrial waters, alloys, minerals) and only a
few of them are designed for biological sam-
ples. Spectrophotometry and atomic absorp-
tion spectrophotometry[10, 20, 21] can be sin-
gled out among the most commonly used
methods of Cr analysis in biological material,
however, the latter does not allow determining
different Cr valency forms. Cr(VI) (chromate)
is determined photometrically using diphenyl-
carbazide [22, 23], which may also be used for
determination of total Cr content after Cr(III)
oxidation to chromate by permanganate or
other oxidants [10]. Regardless of a wide use
of diphenylcarbazide method, it is worth men-
tioning that this method is sensitive to nega-
tive influence of various oxidants, e.g. Fe(III),
Hg(II), molybdate, and vanadate ions.

The photometric method of determining
Cr(IIT) using the reaction with chromazurol S
is described [18, 19]. The development of a new
and more sensitive variant of chromazurol
method for Cr(III) determination using differ-
ent surfactants, as well as the approbation of
the optimized method for the analysis of bio-
logical samples, in particular determination of
Cr(IIT) content in microbial yeast cultures in
the process of chromate reduction were set to
be the aims of our work. The research resulted
in development of the sensitive photometric
method for total Cr(III) content determination
in mineralized biological samples, which can be
of wide practical application.

Materials and Methods

Chemicals

All chemicals used, i.e. chromazurol S (Chi-
na), cetyltrimethylammonium bromide (Che-
mapol, the Czech Republic), sodium dodecyl
sulfate (Sigma), diphenylcarbazide, perhydrol
(33%) as well as all other chemicals were ana-
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lytical reagent grade or better. The water used
was subdued to three-stage purification using
DEMIWA 10 roi equipment.

Yeast strains

Histidine-dependent strain of P. guillier-
mondii ATCC90191 (L2) was used.

Cultivation

The yeast cells were cultivated at 30 °C in
Erlenmeyer’s flasks on a circular shaker
(200 rpm) in Burkholder’s medium [24] of the
following composition: saccharose (2% ), yeast
extract (0.1%), and histidine (40 mg/1).
Sterile chromate solution (K,CrO,) in the con-
centration of 1.5 umoles/ml (1.5 mM) was
added at the log phase of growth at the cell
concentration of 0.3 mg/ml. Yeast biomass
was determined turbodimetrically using pho-
tocolorimeter FEC-56M (A, = 540 nm). Dry
mass (mg/ml) was calculated by gravimetri-
cally obtained calibration curve.

Mineralization of yeast culture samples

Using the mixture of nitric and sulfuric acids

The samples of 0.5-1 ml in thermostable
test tubes were placed in an aluminum block,
evaporated, treated with 0.25 ml mixture of
H,SO, and HNO; (1:2.5) and heated at 240 °C
till complete burning and nitroso-sulfuric acid
removal [25]. The residues were neutralized by
adding 0.1-0.12 ml 10 M NaOH, 0.2 ml 1 M
acetate buffer (pH 5.0), and subacid pH level was
achieved by adding 1 M NaOH, when needed.

Using nitric acid and hydrobromic acids,
HBr and KBrO; mixture (performed in accor-
dance with [26])

Using perhydrol in acid medium (optimal
variant)

The samples of 0.02—0.5 ml in thermostable
test tubes were heated in aluminum block at
120 °C and evaporated until they were almost
dried. After adding 0.2 ml of sulfuric acid (1:3),
the samples were heated at 120 °C till slight car-
bonization of the biomass. After water evapora-
tion, 0.4 ml of perhydrol was added, and the sam-
ples were heated again to complete removal of
vapors and clearing. The treatment of samples
by perhydrol was repeated, if needed (in the case
when cell biomass exceeds 3 mg, brown coloring
of under-burned products may appear after one
time perhydrol treatment), gradually increasing
the temperature to 170 °C. Finally, 0.2 ml of
water were added and the mixture was evaporat-
ed until only sulfuric acid remained and blue col-
oring of Cr(III) appeared. After cooling, 1 ml of
water was added to the mixture, neutralized to
subacid reaction by adding 0.5 ml 1 M NaOH and
0.5 ml 1 M acetate buffer (pH 3.5) (avoiding
alkalizing of the samples). Volume of the mix-
ture was adjusted to 5 ml by adding water.



Hoesi memodu

Cr(I1I) model biocomplex formation

The mixture was prepared in the molar
ratio of 1:2 [Cr(III):reduced glutathione], sus-
tained at room temperature for 24 hours.
Quantitative formation of the complex was
approved by spectrophotometer at extinction
maxima of 410 and 565 nm.

Development of photometric method of
Cr(III) determination was performed as
described below in Results and Discussion.
Herein, the description of final (optimized)
analysis procedures using two surfactants
[sodium dodecyl sulfate (SDS) and cetyltri-
methylammonium bromide (CTMAB)] is pre-
sented. 10 mM Cr(III) solution, obtained by
dissolving of a definite aliquot of metallic
chromium in 1 M sulfuric acid, was used as the
standard. The analyte solutions were prepared
by dissolving the initial chromium solution
with 10 mM sulfuric acid or 10 mM acetate
buffer, pH 3.5, to the final concentration of
0.05 mM.

The method with the use of SDS

Using 5 ml graduated test tubes, 1 ml 1%
SDS, 0.5 ml 1M acetate buffer (pH 3.5), 0.5 ml
0.06% chromazurol S, 0.1-0.5 ml of the ana-
lyzed sample were mixed, and the volume was
adjusted to 4 ml by distilled water. The sam-
ples were placed in boiling water bath for 30 min.
After cooling, 1 ml 1 M sulfuric acid was
added, and the final volume was adjusted to
5 ml by water, if needed. The mixtures were
photometrically tested in 1 ecm cuvettes using
photocolorimeter KFK-2MP (with A, = 590 nm)
or spectrophotometer (A,,, = 610 nm). The
«blank» sample (all components but chromi-
um) and standard Cr(III) solutions in two con-
centrations were treated by the same way.
Cr(IIT) concentration was calculated on the
base of optic density for the standard or using
calibration curve.

In model investigations (see Fig. 1), the
solutions without sulfuric acid (final compo-
nent concentrations were 1.25 times higher
than those in the finally selected variant of
analysis with acid) were also photometrically
analyzed.

The method with the use of CTMAB

Using 5 ml graduated test tubes, there were
mixed 0.2 ml 0.4% CTMAB, 1 ml 0.5 M
acetate buffer (pH 3.5), 1 ml 0.03% chro-
mazurol S, 0.1-0.5 ml of the analyzed sample,
and the volume was adjusted to 4 ml by dis-
tilled water. The samples were placed in boil-
ing water bath for 40 min. After cooling, 1 ml
1 M sulfuric acid was added, and then water to
the final volume of 5 ml, if needed. The solu-
tions were photometrically tested in 1 cm

cuvettes using KFK-2MP (with A,,, = 590
nm) or spectrophotometer (A,,, = 610 nm).
The «blank» sample (all components but chro-
mium) and standard Cr(III) solutions in two
concentrations were treated by the same way.
Cr(III) concentration was calculated on the
base of optic density for standard or using cal-
ibration curve.

Statistical and regression analyses of cali-
bration curves were performed using Microcal
Origin 6.0 software.

Results and Discussion

The formation of colored Cr(III) complexes
with chromazurol S [18] and photometric
method for the metal assay using different
activation means for Cr(III) are described in
literature [19]. Molar extinction coefficients
of Cr(III) complexes with chromazurol S in
subacid medium (pH 3.0-5.0) are 59 and
71 mM*ecm™ (the former is for reagent sur-
plus and the latter — for metal ions surplus)
[18], which is almost two times higher than
the similar coefficient for chromate assay by
the diphenylcarbazide method (33 mM™*-cm™)
[27]. On the other hand, a number of transi-
tion metal ions are known to form triple com-
plexes with organic dyes and surfactants with
high values of molar extinction, for example,
in the case of Cu(Il)-chromazurol S-surfactant
complexes [28]. Our goal was to develop selec-
tive and highly sensitive variant of photomet-
ric determination of Cr(III) using chromazurol
S and various surfactants of anionic (sodium
dodecyl sulfate, SDS) and cationic (cetyltri-
methylammonium bromide, CTMAB) nature.

50 mM acetate buffer (pH 3.5) was selected
as the working buffer. At higher pH values
(4.5—-5.5) chromazurol S complex with Fe(III),
which is often present in biological samples,
can be formed. On the other hand, at pH < 3.0
the rate of Cr(III) interaction with the reagent
decreases significantly.

The improvement of the assay method con-
sisted in the study of optimal concentrations
of chromazurol S and surfactant, as well as of
optimizing conditions for photometry of the
final reaction mixture — without changing pH
or after its preliminary acidification by sulfu-
ric acid. Extinction spectra were obtained
using Shimadzu UV-1650 PC spectrophotome-
ter. Optical density of the solutions was mea-
sured using photocolorimeter KFK-2MP or
spectrophotometer SF-46.

Optimization of SDS-chromazurol method

Experiments revealed that for Cr(III) assay
by SDS-method, the optimal concentration of
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chromazurol S (recalculated for final photo-
metric solution after sulfuric acid addition)
equals 0.006% and SDS — 0.2%. Acidifica-
tion of the reaction mixture with sulfuric acid
(to 0.2 M) before the photometry is reasonable
due to the three following reasons: 1) the back-
ground extinction (optical density for the
«blank» sample) in supraacid medium is three
times lower when compared to subacid medi-
um (pH 3.5); 2) higher stability of optical den-
sities of the solutions; 3) higher assay selec-
tivity as a result of Fe(III)-chromazurol S
complex destruction in supraacid medium,
which is significant for avoiding its interfer-
ing influence on chromium assay. Maximal
extinction of the complex is observed in 0.2 mM
sulfuric acid at 590-610 nm. Sensitivity of
the method is enhanced significantly with
increasing chromazurol S concentration in the
range from 0.003 to 0.006% (2.4 times), and
in a lesser extent — when chromazurol S con-
centration is increased t0 0.01% (only by 5.7%
compared to the concentration of 0.006%).
The optimal concentration of SDS, in terms of
the best sensitivity, is in the range of 0.1-0.4%
(Fig. 1). The molar extinction of the formed
complex equals to 27.0+0.75 mM'cm™ at
optimal reaction conditions (supraacid medi-
um), which is close to the similar coefficient
for the diphenylcarbazide method. Although
the proposed variant of analysis is inferior in
sensitivity, compared to photometry in
subacid medium, it is not sensitive to interfer-
ing influence of Fe(III) ions, as Fe(III) complex
with chromazurol S is dissociated in supraacid
medium. Our experiments confirmed the
absence of reaction between chromazurol S
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and model solutions of Fe ions in two valence
states at the final concentrations in photomet-
ric solution from 0.001 to 0.1 mM (Fe*") and
0.001 to 0.1 mM (Fe*).

Figure 2 presents the calibration curve for
determination of Cr(III) content using SDS-
chromazurol method at the optimized condi-
tions. Linear dependency between optical den-
sity and Cr concentration is observed: linear
regression coefficient R = 0.999; p < 0.0001.
The threshold of Cr(III) assay by this method
is around 20 pM or 1.0 pg/ml (recalculation
was made for initial (analyzed) sample at the
relation of 0.5 ml sample per 5 ml of photo-
metric solution).

Optimization of CTMAB-chromazurol method

To develop the other variant of Cr(III)
determination using CTMAB, optimal reac-
tion conditions have been defined, namely,
concentrations of components, optical wave-
length, and the influence of acidification of
the reaction mixture. Spectral measurements
(spectra are not presented) showed that maxi-
mal extinction for reagent (without Cr adding)
was observed at 501 nm (pH 3.5) and 464 nm
(0.2 M H,S0O,). Extinction peak for Cr(III)-
chromazurol S complex in the presence of
CTMAB is shifted to the area of 580-610 nm
at two mentioned above acidity parameters.
As in supraacid medium (0.2 M H,SO,) extinc-
tion maxima for reagent and colored product
are more distant on the scale of wavelengths
(better reaction contrast), supraacid condi-
tions (adding sulfuric acid up to 0.2 M), and
the wavelength for photometry of 610 nm
(spectrophotometer) and 590 nm (photoco-
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Fig. 1. Optimization of chromazurol S (left) and SDS (right) concentrations in the reaction mixture for the assay
of Cr(III) using SDS-chromazurol method (the data concern the reaction with no acidification of the reaction mix-
ture using sulfuric acid).

Reaction conditions: left chart: [SDS] = 0.25% ; right chart — [chromazurol S] = 0.00375% . Optical density val-
ues of the samples (with 0.01 mM Cr(III)) were measured in 1 cm cuvettes at 590 nm using KFK-2M photocolorime-

ter vs «blank» sample (with no Cr)
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Fig. 2. Calibration curve diagram for Cr(III) determi-
nation using SDS-chromazurol method at chro-
mazurol S concentration in the reaction mixture
0.006% , and SDS — 0.2% . Y-axis — optical density,
after acidification with sulfuric acid (0.2 M), X-axis —
final Cr concentration in photometric mixture

lorimeter KFK-2MP) were selected for the
assay. Though molar extinction of Cr complex
is 1.5 times lower at supraacid conditions
(Fig. 3), this variant was selected as the rea-
sonable one due to a lower background signal as
well (optical density for the «blank» sample).

Experiments for optimization of CTMAB-
chromazurol assay method showed that opti-
mal concentration of chromazurol S (recalcu-
lated for the final photometric solution in the
presence of sulfuric acid) was 0.006%, and
CTMAB — 0.016%. The sensitivity of the
method is linearly dependent on chromazurol
S concentration in the range from 0.0005 to
0.003% (Fig. 4). Further increase of chro-
mazurol S concentration up to 0.006% results
in enhanced assay sensitivity, however, this
positive effect is accompanied by undesirable
increase of optical density for the «blank»
sample. The influence of CTMAB surfactant
concentration on the formation of the complex
was shown to be more complicated, than in
case with SDS: initially, the positive influence
of CTMARB is observed (to the concentration of
0.01-0.015%), which was changed by gradual
decrease of optical density (higher than 0.2%
CTMAB). It is noteworthy that optimal
CTMAB concentration in molar presentation
(about 0.4 mM) is more than 16 times lower
than the optimal SDS concentration (about
7 mM) at the same molar concentration of
chromazurol S being around 0.1 mM (Fig. 5).
These results allow to suggest trivalent com-
plex formation in the system of Cr(III)-chro-
mazurol S-CTMAB, similar to the described
complex for Cu(Il) ions [28].
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Fig. 3. The dependence of optical density of the reac-
tion mixture at 610 nm on final Cr(III) concentra-
tion: without acid (top curve, m) and with acid (bot-
tom curve, O). Chromazurol S concentration — 0.003
and 0.00375 %, and CTMAB — 0.016 and 0.02 % for
variants with and without acid, respectively
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Fig. 4. Influence of chromazurol S concentration in
the reaction mixture on sensitivity of Cr(III) deter-
mination using CTMAB-chromazurol method.
Surfactant concentration — 0.016 % . Top curve (®)
corresponds to optical density of samples at Cr con-
centration 0.01 MM, and the bottom one ( m) — opti-
cal density of «blank» samples (with no Cr).
Photometry was performed with no sulfuric acid
addition

Molar extinction coefficient for Cr(III)-
CTMAB-chromazurol S complex in 0.2 M H,SO,
at the optimal reaction conditions (0.006%
chromazurol S and 0.016% CTMAB) at
A =610 nm is 98.9 mM*cm™, which exceeds
the corresponding coefficient for the colored
product for SDS-chromazurol method more
than 4 times, and it exceeds the coefficient for
diphenylcarbazide method more than 3 times.
The threshold for Cr(III) determination using
CTMAB-chromazurol method was around
5 uM or 0.25 ug/ml (recalculating for the initial
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(analyzed) sample in the ratio of 0.5 ml of the
sample per 5 ml of photometric solution). In
subacid solution (pH 3.5) this complex has a
higher molar extinction (up to 148 mM *-cm™),
which allows achieving the maximal sensitivi-
ty of the photometric method, however, from
the standpoint of complex stability and selec-
tivity, the determination is more reasonable to
be performed by photometric measuring in
0.2 M H,SO, Absorbance of supraacid solu-
tions remains stable for at least 2 hours.

The study on the influence of boiling dura-
tion on colored complex formation revealed
the optimal time for quantitative reaction to
be 30 min for SDS-variant and 40 min — for
CTMAB-method (Table 1).

Table 1. Influence of boiling time on apparent
values of molar extinction (mM *c¢cm™) for Cr(III)
assay by chromazurol method in the presence of
SDS and CTMAB in acid solution (0.2 M H,SO,).

Variant Boiling time, min
10 [ 20 [ 30 | 40 | 50 | 60
spg |18.0=(22.9+(26.2+(27.0=[28.0= _
15 | 1.3 | 1.9 | 0.95 | 0.81
65.9+|83.6=|95.5= 90.9+
CTMAB| = |"95 |60 | 82| ~ | 2.6

Both SDS-variant and CTMAB-method are
insensitive to negative influence of Fe ions, as
the formation of colored complex of chro-
mazurol S with model solutions of Fe ions at
the final concentration of 0.001 to 0.1 mM
(Fe*) and from 0.01 to 1 mM (Fe®") in the mix-
ture was not observed (data not shown).

As the developed methods of photometric
determination of Cr(III) belong to ultrami-
cromethods (esp. CTMAB-variant), in order to
avoid possible errors due to different quality of
water, chemicals, etc. it is recommended to set
Cr(IIT) standard in each series of analytical
assays for its correlation with the calibration
curve (Fig. 6). It is also recommended to apply
the test «added-determined» occasionally for
the biological sample mineralization to control a
completeness of this process (see next chapter).

Validation of the developed methods for
Cr(III) determination on model samples and
real biological objects

The reliability of both variants of Cr(III)
analyses was tested using Cr(III) model bio-
complex with reduced glutathione and real
yeast culture samples cultivated in the pres-
ence of chromate, which were shown to reduce
Cr(VI) to Cr(IlI)-containing complexes [8].
Besides, there were used the culture samples
with additionally added chromate, Cr(III) or
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their mixtures after cultivation completion.
The samples were exposed to acid oxidative
mineralization before determining Cr(IIT) con-
tent. Since the search for mineralization
methods in the literature did not reveal unam-
biguous results on which variant is the best for
Cr content determination, we validated 4 most
commonly used approaches of burning and
mineralization of biological samples: 1) ther-
mal treatment by the mixture of sulfuric and
nitric acids; 2) burning in nitric acid with fur-
ther treatment of samples with hydrobromic
acid; 3) oxidation using HBr + KBrO; mixtu-
re; 4) oxidation by perhydrol in acidic medi-
um. The following criteria were used to select
the optimal mineralization method, namely,
the completeness of biological material oxida-
tion, the transfer of all Cr forms into Cr(III)
mineral salts, operational processability (tem-
perature and time mode, convenience of the
subsequent operation of achieving the needed
pH level of samples), and, of course, the relia-
bility of discoveries of all Cr forms as Cr(III).
It was shown that the mineralization condi-
tions significantly influence on the reliability
of Cr determination in biological samples. The
experiments performed resulted in develop-
ment of the optimal mineralization procedure
with the use of perhydrol in the presence of
middle concentration of sulfuric acid. The
commonly used mineralization method by
using the mixture of sulfuric and nitric acids
was revealed to be inconvenient to perform
due to the use of concentrated acids and high
burning temperatures (200—220 °C for oxida-
tion of organic material, and ~300 °C for nitro-
sulfuric acid destruction, which prevents
determining Cr), time of the operation (more
than 2 hrs), the necessity for individual neu-
tralization mode of certain samples after
burning, due to different pH levels. Other less
commonly used mineralization methods:
i) using nitric and hydrobromic acid (the for-
mer for burning the sample and the latter for
removing HNOg surplus); the mixtures of
HBr + KBrOj, which generates free Br, as the
oxidant [26], require less strict conditions,
however, the complete oxidation is achieved at
significant reagent amounts, which makes it
impossible to perform serial burning of multi-
ple samples in regular test tubes placed in alu-
minum block. The use of perchloric acid as an
oxidizing agent component is inconvenient
due to the risk of explosion [26]. Our experi-
ence showed that the most suitable method of
oxidative mineralization of biological materi-
al for Cr determination is the method which
involves perhydrol (concentrated hydrogen
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Fig. 5. CTMAB influence in different concentration ranges on colored product formation for Cr(III) assay using
chromazurol method. The data are presented for both variants of the reaction mixture: acidified («+HySO »:
O, O) and without sulfuric acid addition («—H3SO0,»: ®, W),

Reaction conditions: chromazurol S concentration — 0.00375 % (without acid) and 0.003% (with acid). Cr(III) con-
centration in samples (®, O) — 0.01 mM. «Blank» samples (M, [J) did not contain Cr

peroxide solution) used in the presence of sul-
furic acid. The procedure lasts about 2 hours,
at relatively high temperature (120-170 °C),
the oxidizing reagent does not create any by-
products, which would interfere with Cr de-
termination, and the concentration of residual
acid does not vary significantly after burning
(thermal decomposition does not take place,
which makes more easy to perform the neutral-
ization procedure to the necessary pH level).
Total Cr analysis in model mineralized sam-
ples using the chromazurol method in two

variants showed a good correlation of Cr con-
tent values with the expected ones for differ-
ent types of samples: chromate water solution,
Cr(III), and their mixtures; cultures cultivat-
ed in the presence of chromate, and those with
additional introduction of Cr in the two valen-
ce states directly before culture mineraliza-
tion; Cr(IIT) complex with glutathione (Table 2).
In the majority of the samples the level of Cr
detecting was higher than 90-95%.

Thus, a novel sensitive method for photo-
metric determination of total chromium

CTMAB
1Y=A+B*X '
0,6 { Parameter  Value Error /I/
1A 0,0075 0,004 e
E o5lB 98,93 1,11 e
= R sD N P
2 09997 00059 7 <0.0001
Z 04
® e
>. -
£ 03- o
s 7
-
D 0,21 '
v ~
S /
B 0,1 o~
o -
/,
0,0 T T T T T T T T T v T '
0,000 0,001 0,002 0,003 0,004 0,005 0,006
[Cr(l)], mM

Fig. 6. Calibration curve for Cr(III) determination using CTMAB-chromazurol method at chromazurol concentra-

tion of 0.006% , and CTMAB — 0.016% in the reaction mixture.
Y-axis — optical density of mixtures, acidified by sulfuric acid (0.2 M),
X-axis — final Cr concentration in photometric mixture. Optical densities of the samples were measured
vs. «blank» sample
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Table 2. Validity of determination of total Cr(III) in the mineralized samples by SDS-chromazurol method
(results for CTMAB-method are presented in brackets) using a test «added-determined»

Cr added, umol
radded, ftmotes Cr determined, | Deviation
. o . L. wmoles from
Ne Sample In a medi. Additionally before mineralization M-=m expected,
%
um Cr(IID) Cr(VI) Total °
Yeast culture (0.5 ml; 2.8 mg 0.615+0.031 -18.0
1| of cells) after reduction of 0.75 0.75 |(0.589%0.040) | (-21.5)
1.5 mM of chromate
2|  The same; Cr(ITT) added 0.75 0.5 - 1.25 (11 61557106005218) (__185'91)
3|  The same; Cr(VI) added 0.75 0.5 1.25 (11 11717106005350) (__15155
The same; Cr(IIT) and Cr(VI) 1.22+0.108 -2.4
4 added 0.75 0.25 0.25 125 | (1.014+0.044)| (-18.9)
5 Water, Cr added - 1.25 - 1.25 (i%%igggg) (;%'éé)
1.20+0.102 -4.0
6 Water, Cr added - 1.25 1.25 (1.254=0.062) (+0.3)
7 Water, Cr added - 0.625 | 0.625 125 | 1500.099) | (+11.2)
8|  Cr(Il)-Glut complex 1.0 - 10| 17040049 | (+4.0)

Abbreviation: Glut — reduced glutathione.

content in microbial cultures after acidative-
oxidative mineralization using reaction with
chromazurol S in the presence of two surfac-
tants — sodium dodecyl sulfate (SDS) and
cetyltrimethylammonium bromide (CTMAB)
has been developed. The latter variant of the
method developed is 3 times more sensitive
compared to diphenylcarbazide method. Both
variants of chromazurol method are simpler in
terms of performance and do not require any
tedious procedure of transforming all Cr
forms to chromate after mineralization of the
sample. Threshold sensitivity of chromazurol
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3A TOIIOMOI'0I0 XPOMA3YPOJLY S
TA IIOBEPXHEBO-AKTHUBHUX PEUOBUH
JIJISI CKPHUHIHTY IIPOIIECIB
BIOPEMEJIAIIf XPOMATY
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OCKifbKU MiKpoOpraHizaMu poO3rIaAmal0ThCs
SAK IIOTEeHIIWHUH 3acib aaa 6iopeMeniallii crioayk
XpOMY, a APLKAKI — AK AKepesso 610KOMIIJIEKCiB
XpoMy (papMaleBTUUYHOTO 3HAUEHHS, aKTyasb-
HOI0 0i0TEeXHOJIOTiYHOI0 ITPOBJIEMOIO € PO3POOKa
MEeTO/[iB BUSHAYEHHA BMICTYy XPOMY B PeaJIbHUX
3paskax 0i0JIoTiuHOTO MOXOAKeHHA. Po3pobaeHo
HOBUU YYTJIUBUUN MeTOJ (DOTOMETPUUHOTO BU3HA-
yeHHA cymapHoro xpomy y ¢opmi Cr(IIl) B mik-
pobHUX KyJAbTypax Iicasa Iix MiHepasisarii
3 BUKOPUCTAHHAM peakIiii 3 xpomasypoJsioMm S
Yy IPUCYTHOCTI ITOBEPXHEBO-aKTUBHUX PEYOBUH
(ITAP) — pmomemmiucynabdary mHarpito (SDS) abo
nermaTpuMmermiamoniitopomigy (CTMAB). Busua-
YEeHO ONTUMAJIbHI BeJIUWYMHU KOHIIEHTPAIlil XpOM-
agypoay S i ITAP gns mocsrHEHHS MaKCHUMAJILHOI
gyTauBocTi anHauwidy. IlokasaHo, 10 MOJIAPHI
Koe(itienTn excTuHKIIil Komiuiexcis B 0,2 M cipua-
Hill Kuciori gopiBaio0Ts 27,01 98,9 MM cm* —
y Bunaary sacrocyBanusa SDS i CTMAB, Bigmo-
Biguo. Ocrauuiit BapiauT BusHauenusa xpomy(I1I)
YYTIUBIIINI HOPiBHAHO i3 udeHiTKapOasuIHUM
MeTomoM Vv 3 pasu. HmKHA Mea YyTJIUBOCTI
XPOMas3ypoOJIbHOTO METOJY CTAaHOBUTH OJIM3BKO
1001i 25 ur xpomy B 1 M hoTOMETPOBAHOI IPOOU
IJis OBOX BapiaHTiB aHaJidy i3 3acTOCYyBaHHAM
SDS i CTMAB, sigmosiguo. OuTumisoBamo 3pyd-
HUH i TOPiBHAHO MIBUAKUUN MeTO MiHepaJsrizaii
OiosoriuHMX 3pasKiB 3 BUKOPUCTAHHAM IIE€pPTil-
PoOJII0 Y MPUCYTHOCTiI cipuanoi kKwmcaoTu. Pos-
pobOJieHi MeTomu aHaAJIi3y MOYKHA 3aCTOCOBYBATU
IJIs MOHITOPHWHTY IIPOIleCciB BiTHOBJIEHHS XPO-
MaTy KyJbTypaMU APisKIMKiB 3 yTBOpeHHSA KiHIe-
Boro nponykty Cr(III), a TakosK Iyia BUBHAUEHHS
3araJIbHOTO BMiCTy XPOMY B MiKPOOHUX KYJb-
Typax 4u KJITHWHAX ITicJsa 1X MiHepaJsrisarii.

Knrwuosi cnosa: xpom(IIl), xpomasypoa S, momeru-

cyabdar HaTpilo, I[eTUJITPUMeTHJIaMOHiiGpomi,
(hoTomeTpuuHU aHATIZ, KYJIbTYpPa APIKIKiB.
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OIIPEAEJEHUE COAEP:KAHUA
XPOMAIII) B APORKREBBIX RYJBTYPAX
C IIOMOIIbIO XPOMAS3YPOJIA S
U ITIOBEPXHOCTHO-ARTHBHBIX
BEHIECTB AJIdd CKPUHHUHTI' A ITPOITECCOB
BUOPEMEJUAIINHN XPOMATA
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ITockoIbKY MUKPOOPTaHU3MBLI paccMaTpPH-
BalOTCA KaK MePCIeKTUBHOE CPEICTBO I O1ope-
MeauAaIliy COeIUHEHUI XpoMa, a IPOKIKI — KaK
WCTOUYHUK OMOKOMILIEKCOB XpoMa (hapMalleBTHU-
YeCKOro 3HAUEeHUdA, aKTyaJbHOU OMOTEeXHOJIOTH-
YeCKOH IIpo0JieMoil ABJsSeTcA pPaspadoTKa MeTo-
JIOB OIIPeIeJIeHNA COMePKaHUA XPOMa B peaIbHBIX
ob6pasiax OHOJOTUUECKOTO IIPOUCXOMKIEHU.
PaspaboTaH HOBBI# UYYBCTBUTEJNbHBIH METOJ
doToOMETPUUECKOTO OIpeAeieHUusT CyMMapHOTO
xpoMma B popme Cr(II1) B MUKPOOHBIX KYJIBTYpax
mocjge WX MUHEpaJIu3aluu ¢ HCIOJIb30BAHUEM
pearkiium ¢ XpoMasypoJioM S B IPHUCYTCTBUU
TOBEPXHOCTHO-aKTUBHBIX BemecTB (IIAB) —
momenuiacyiabgara Hatpud (SDS) niau 1meTuaITpu-
metuaammouuiiopomuga (CTMAB). Haiigens:
ONTUMAJIbHbIE BeJIMUYNHBI KOHIIEHTPAIIUY XPoMa-
sypoJsa S u ITAB gna gocTH:KeHUsT MaKCHUMAJIb-
HOM YyBCTBUTEJIHHOCTHU aHaau3a. IlokasaHo, UTO
MOJIAPHBIE KO((PUIUEHTHl SKCTUHKIIUM KOMII-
aexcoB B 0,2 M cepHoii KucioTe paBHBI 27,0
u 98,9 MM 'cm! — B cayuae nmpumeHeHus SDS
u CTMAB, coorBercTBenHO. Ilocimenuuii BapuaHT
onpegenenuda xpoma(Ill) mpesBrimaer 1o wyBCTBU-
TeJbHOCTH AU(PEeHUIKAPOaA3UIHBIN MeTO I OIpeae-
JeHUs xpomara B 3 pasa. IloporoBas UyBCTBU-
TeJIbHOCTh XPOMa3ypPOJIbHOT'O METOa COCTABJISAET
100 u 25 ur xpoma B 1 Ma poTOMETPHUPYEMOTO
pacTBOpa JJid IBYX BAPUAHTOB aHaJM3a C IPUMe-
meaunem SDS u CTMAB, coorBercTBeHHO. OnTH-
MUBUPOBAH YAOOHBIA W CPABHUTEJIBHO OBICTDBIN
MeTOoJ MUHePAIN3aIuy 6MOJIOTUUECKUX 00pasIioB
C HCIIOJBL30BAaHUEM IIEPTUAPOJIA B IIPUCYTCTBUU
cepHOIl KMCJIOThl. PaspaboTaHHbIe METOIbI aHa-
Jin3a MPUMEHUMbBI IJIA MOHHUTOPUHIA IIPOIECCOB
BOCCTAHOBJIEHUA XpoMAaTa KyJIbTypaMu APOKIKen
no obpasoBaHUI0 KoHeuHOro mpoxykra — Cr(III),
a Tak’Ke OIpeJiesIeHUs O0IIero CofepKaHusa XPo-
Ma B MUKPOOHBIX KYJbTYypax MU KJIETKaX IMOCJe
WX MUHEPaJIu3aInuu.

Knwuesvie cnosa: xpom(IIl), xpomasyposa S, momerui-
cyabdar HATPUA, HMEeTHUJITPUMETUIaMMOHUNOPOMUI,
(poTOMETPUUECKUN aHAJINS, KYJIbTYpPa IPOKIKeNn.





