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Abstract

In many pharmacopoeias, the limit test used for determining the level of aluminum in citric acid labeled for use in the manufacture
of dialysate, is based on solvent extraction using 8-hydroxyquinoline and measurement of fluorescence. However, the fluorescence
intensity (EI.) readout from the extract of citric acid samples has been found to be highly dubious, showing low value, and even lower
than that of a blank solution. The aim of this work therefore was to examine what effects the matrix has on the test. The comparison
of the two standard curves of aluminum solutions in water, against those prepared in citric acid solutions revealed that they differed
greatly in terms of slope and y-intercept. In addition, the EI values on the plot of the citric acid solution were much lower than
that prepared in the water. In another experiment, a decrease in the EIL of aluminum solution was clearly seen when the co-existing
concentration of citric acid was increased. The results inferred that citric acid interfered with the test due to its acidity and metal-che-
lating capabilities. Based on this evidence, the pharmacopeial limit test for aluminum in citric acid should be revised; otherwise, it
could yield results that underestimate aluminum levels and lead to inaccurate conclusions
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Introduction use in the preparation of dialysate must be checked to en-

sure that they do not exceed the permitted limit. For an-

Aluminum contamination of the solutions used in dialy-
sis has been found to cause toxicity such as osteomalacia,
anemia, and dementia, in patients suffering from chronic
renal failure who undergo long-term dialysis treatment
(Parkinson et al. 1981; Tsai et al. 2018). For this reason,
the levels of aluminum present in substances intended for

hydrous citric acid and citric acid monohydrate (the sub-
stances used in citric acid-based dialysate, e.g., Citrasate),
the maximum level of aluminum permitted is 0.2 ppm,
as indicated in the monographs of most pharmacopeias,
including the United States Pharmacopeia (USP) and the
National Formulary (NF) 2021 (The United States Phar-
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macopeial Convention 2021), the European Pharmaco-
poeia (Ph. Eur.) 10.4 (The European Pharmacopoeia 2021)
and the British Pharmacopoeia (BP) 2021 (The British
Pharmacopoeia 2021). In each of these compendia, the
analysis of aluminum levels is carried out using the same
semi-quantitative assay method, based on the reaction of
aluminum with 8-hydroxyquinoline. Following extraction
of the complex formed using chloroform, the fluorescence
intensity (EL) of the extracts are measured. The criterion
for acceptance is that the EI. of the sample solution should
not exceed that of the standard aluminum solution.

Whilst the above-mentioned test is used to analyze the
levels of aluminum in various substances such as sodium
chloride and calcium phosphate, suspicious results are ob-
tained when the method is applied to citric acid. In our ex-
perience and those reported by other laboratories, E1. values
measured from citric acid samples are low, and even lower
than that of a blank solution. This can lead to underestima-
tion of the concentration of aluminum and inaccurate con-
clusions. If such a batch of samples are allowed to be used for
the manufacture of dialysate, safety concerns would arise.

In chemical analysis, the components of a sample other
than the analyte of interest (referred to as the matrix) can
affect the performance and validity of a test (Thompson
and Ellison 2005). In the aforementioned limit test, the
matrix in the citric acid-containing sample solution is dif-
ferent from that in the aluminum standard solution where
citric acid is absent. Moreover, at the permitted level of
aluminum (0.2 ppm), citric acid exists in the sample solu-
tion at a much higher concentration than the aluminum
analyte (>10° times). In such conditions, it is hypothesized
that citric acid may account for the interference, thereby
producing unreliable results. To test this hypothesis, the
effects of the matrix on the compendial test were re-exa-
mined in this work by constructing and comparing the
standard curves of aluminum solutions without citric
acid, with those in which citric acid was. If there is no
matrix effect on the test, both standard curves should be
identical. However, if citric acid causes the interference,
the slopes and/or y-intercepts of the curves would be dif-
ferent (Thompson and Ellison 2005). In this work, the stu-
dies were also conducted to gain insight on how citric acid
affected the test if the interference was found. The study
results would further call for the revision or improvement
of the compendial method.

Materials and methods

Materials

All chemicals were of reagent grade and were used without
further purification. Citric acid samples were obtained from
two different sources - Merck (Darmstadt, Germany) and
BDH Chem (Poole, England). 8-Hydroxyquinoline was
purchased from two manufacturers - Sigma-aldrich (St. Lou-
is, MO) and Fluka (Munich, Germany). Chloroform (RCI
Labscan, Thailand) and distilled water was used as solvents.

Evaluation of the effects of the matrix

The effects of the matrix, which is produced as a result of
the presence of citric acid, was examined by comparing
the standard curves of aluminum solutions without citric
acid, with those in which citric acid was present. For this
purpose, aluminum standard solutions in the concentra-
tion range of 0-0.06 mg/ml, prepared using water and 0.2
g/ml citric acid solution as solvent were used. After the
addition of acetate buffer (pH 6.0), the solutions were ex-
tracted with three successive portions of 0.5% w/v 8-hy-
droxyquinoline in chloroform, following the procedure
described in the USP. The extracts from the chloroform
phase were then subjected to fluorescence measurement,
setting the excitation wavelength and emission wave-
length at 492 and 518 nm, respectively. To obtain the EIL.
data of the reagent blanks, chloroform was used to zero
the instrument. The analyses were done in triplicate.

To ensure the reliability and reproducibility of the results,
the analyses were carried out using citric acid obtained from
two different sources, 8-hydroxyquinoline from two manu-
facturers, and two spectrofluorometer models i.e. RE-6000
and RF-1501 by Shimadzu (Japan). It should be noted that
the instrument settings of the two spectrofluorometers were
different. For RF-6000, the excitation and emission band-
widths were 3 nm and 3 nm, respectively, and the “high”
sensitivity was set. For RE-1501, the excitation and emission
bandwidths were 10 nm and 10 nm, respectively, and the
“high” sensitivity was set. The contents of aluminum in the
citric acid sourced from Merck and BDH Chem were 0.033
and 0.048 ppm, respectively, as determined by inductively
coupled plasma-mass spectrometry (ICP-MS).

Determination of aluminum by ICP-MS

The concentration of aluminum in the citric acid as well as
in the aqueous phase before and after extraction was de-
termined using an ICP-MS spectrometer (Model 7500ce,
Agilent). Collision/reaction cells were adopted for remo-
ving spectral interferences in ICP-MS. The operating con-
ditions were an ICP RF power of 1500 W, an ultrapure gra-
de carrier (argon, 99.9995% pure) flow rate of 1.5 I/min,
and a nebulizer pump speed of 0.1 rps. The signal inten-
sities were compared to a calibration curve of aluminum
which was prepared in the range of 0.5-100 mg/1. The data
are presented as the average of triplicate determinations.

Results and discussion

Appearance and pH of the aqueous pha-
se in different matrices

Prior to extraction, the pH of the aluminum solutions was
measured. Even with the aid of a buffer added, the pH of the
solution containing citric acid (pH 2.2) was very different
from that in the water (pH 5.7). Once 8-hydroxyquinoline
in chloroform was added and the solutions were shaken, the
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upper aqueous phase of the extraction of aluminum in the
citric acid solution appeared to be more slightly yellow than
that of the solution in the water. Since 8-hydroxyquinoline
is insoluble in water, but soluble in chloroform and acidic
aqueous medium (Marczenko and Balcerzak 2000), the
low pH of the citric acid solution is likely to have promo-
ted an increased distribution of 8-hydroxyquinoline into the
aqueous phase, as seen by the more yellow color which it im-
parted, compared to the solution that was prepared in water.

Effects of the matrix on the test

Over the range (0-0.06 mg/ml) that covered the concen-
tration of the aluminum standard solution mentioned in
the compendial method (0.04 mg/ml), the standard cur-
ves obtained from the aluminum solutions prepared in
0.2 g/ml citric acid solution and those prepared in water,
differed greatly in terms of both slope and y-intercept
(Figure 1), indicating the interference effects caused by ci-
tric acid. In addition, the EI. values on the plot belonging
to the citric acid solution were much lower than those of
the water. Conducting the experiments using chemicals
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and instruments from different manufacturers produced
the same results. In another experiment, in which varying
concentrations of citric acid were added to 0.04 mg/ml
aluminum solutions, a decrease in the EI. was clearly seen
when the co-existing concentration of the citric acid in-
creased (Figure 2). From these findings, it can be conclu-
ded that the sample matrix, i.e. citric acid, interfered with
the test by dramatically lowering the analytical signals.
Consequently, the decision of acceptance, which is made
by comparing the EI of a sample solution with that of a
standard solution, as described in the pharmacopeias, can
be seen to be misleading and result in the underestimation
of the aluminum content in samples.

As previously mentioned, the pH of the aluminum so-
lution containing citric acid was much lower than that in
water. Therefore, it was investigated to determine whether
the interference was attributable to the acidity of citric
acid. By adjusting the pH of the citric acid solution from
pH 2.2 to 4.0, the EL increased (Figure 3). However, fu-
rther increasing the pH of the citric acid solution to 5.7
did not give an equal EI. to that of the aluminum solution
in water. These results imply that while the acidity of citric
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Figure 1. Standard curves of aluminum in water and in citric acid solutions, prepared using chemicals and instruments of different

manufacturers; (a) citric acid of Merck/8-hydroxyquinoline of Sigma-aldrich/ spectrofluorometer RF-1501, (b) citric acid of BDH
Chem/8-hydroxyquinoline of Sigma-aldrich/spectrofluorometer RF-1501, (c¢) citric acid of Merck/8-hydroxyquinoline of Fluka/spec-
trofluorometer RF-1501, (d) citric acid of Merck/8-hydroxyquinoline of Sigma-aldrich/spectrofluorometer RF-6000.
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Figure 2. Effect of the concentration of citric acid co-existing
in 0.04 mg/ml aluminum solution on the fluorescence intensi-
ty of the extract as measured using RF-6000 spectrofluorometer
(Shimadzu).

acid may affect the distribution of amphoteric 8-hydroxy-
quinoline and/or the extractability of the aluminum com-
plex into chloroform which occurred to a greater extent
at neutral pH (Marczenko and Balcerzak 2000), it was not
the only reason for the interference.

Citric acid is capable of chelating metals including alu-
minum (Feng et al. 1990; Karbouj 2007; Asemave 2018).
Therefore, it is possible that the citric acid which was present
in the aqueous phase of the test competed with 8-hydroxy-
quinoline in reacting with the aluminum, resulting in the
partition of aluminum species into the aqueous phase. As
hypothesized, the quantitation of aluminum in the aqueous
phases using ICP-MS revealed that following the extracti-
on of aluminum in the citric acid solution, the majority of
aluminum remained present in the aqueous phase (Figure
4), probably due to the formation of water-soluble complex
with citric acid. In contrast, in the solution without citric
acid, aluminum was almost completely extracted into the
organic phase, since the complex of aluminum and 8-hy-
droxyquinoline is soluble in chloroform. Based on these
results, it is evidenced that citric acid causes interference in
the test owing to its acidity and metal-chelating capabilities.

In the view of the pharmaceutical quality control and
manufacturing, the tests of active pharmaceutical ingre-
dients which are affected by matrix interference may cause
inaccurate conclusions, and it can become a safety hazard
for consumers. Consequently, the revision of the test and/
or the investigation of more reliable assays which overco-
me the matrix effects are recommended. For this purpose,
the limit test based on atomic absorption spectroscopy as
described in some pharmacopeias for the determination
of aluminum in certain raw materials e.g. potassium chlo-
ride, sodium acetate and sodium carbonate (The United
States Pharmacopeial Convention 2021), or those repor-
ted in some research articles (Woolfson and Gracey 1988;
Sharma et al. 2015) may be used. Alternatively, selective
and sensitive assays relying on atomic emission spectro-
scopy such as ICP-MS (Li et al. 2017) as well as spectrop-
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Figure 3. Effect of pH of 0.04 mg/ml aluminum solution pre-
pared in 0.2 g/ml citric acid solution, on the fluorescence inten-
sity of the extract, compared with that of a solution prepared in
water. The measurements were done using RF-6000 spectrofluo-
rometer (Shimadzu).
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Figure 4. Concentration of aluminum in the aqueous phase
in the extraction of 0.04 mg/ml aluminum solution prepared in
water and in the solution containing 0.2 g/ml citric acid. Phase.

hotometry (Ahmed and Hossan 1995; Kamino et al. 2005)
and fluorimetry (Raggi et al. 1999; Hossain et al. 2020)
previously proposed for the determination of aluminum in
pharmaceutical and biological samples may be interesting
choices. Prior to use for the replacement of the current
compendial test, the method validation and investigation
of matrix interference caused by citric acid must be carried
out to ensure that reliable results will be obtained.

Conclusion

In the compendial limit test of aluminum in citric acid,
which relies on the extraction of aluminum as a complex
with 8-hydroxyquinoline into the organic phase, the sam-
ple solution is dramatically affected by the matrix i.e. ci-
tric acid. From the experiments carried out, it was eviden-
ced that the more acidic condition of a citric acid sample
solution favored the dissociation and distribution of 8-hy-
droxyquinoline into the aqueous phase. In addition, citric
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acid was found to compete with 8-hydroxyquinoline in
chelating with aluminum, thus lowering the concentrati-
on of the complex of 8-hydroxyquinoline and aluminum
in the chloroform. This interference resulted in lower EI
values of the citric acid sample, than that of the standard
solution when they were compared. Since this occurrence
can cause inaccurate conclusions, it is recommended that
this compendial test should be revised or a new method
should be investigated for the replacement of the current
method, in order to ensure the safety of patients.

References

Ahmed M]J, Hossan ] (1995) Spectrophotometric determination
of aluminium by morin. Talanta 42(8): 1135-1142. https://doi.
org/10.1016/0039-9140(95)01554-O

Asemave K (2018) Greener chelators for recovery of metals and other ap-
plications. Organic and Medicinal Chemistry International Journal
6(4): 92-102. https://doi.org/10.19080/OMCIJ.2018.06.555694

Feng TL, Gurian PL, Healy MD, Barron AR (1990) Aluminum citrate:
isolation and structural characterization of a stable trinuclear com-
plex. Inorganic Chemistry 29(3): 408-411. https://doi.org/10.1021/
ic00328a013

Hossain F, Begum S, Jahan I, Ahmed M]J (2020) A rapid spectrofluoro-
metric method for the determination of aluminum at nano-trace lev-
els in some real, environmental, biological, hemodialysis, food, phar-
maceutical, and soil samples using 2’3,45,7-pentahydroxyflavone.
Analytical Sciences : The International Journal of the Japan Society
for Analytical Chemistry 36(7): 813-819. https://doi.org/10.2116/
analsci.19P443

Kamino S, Yamaguchi T, Mori T, Miyamoto M, Kusumi Y, Fujita Y
(2005) Spectrophotometric determination of aluminum with m-car-
boxyphenylfluorone, a novel chemical probe, and its application. An-
alytical Sciences : The International Journal of the Japan Society for
Analytical Chemistry 21(12): 1549-1552. https://doi.org/10.2116/
analsci.21.1549

Karbouj R (2007) Aluminium leaching using chelating agents as com-
positions of food. Food and Chemical Toxicology 45(9): 1688-1693.
https://doi.org/10.1016/j.fct.2007.03.001

Li W, Gong J, Wang C, Lin ZJ, Flarakos J (2017) ICP-MS determination
of serum aluminum in monkeys subcutaneously administered an al-
hydrogel-formulated drug candidate. Bioanalysis 9(23): 1873-1881.
https://doi.org/10.4155/bio-2017-0177

Conflict of interest statement

The authors declared no conflict of interest.

Acknowledgements

This work was funded by the Faculty of Pharmacy, Sil-
pakorn University [grant number RG 001/2565] and the
Bara Scientific Co., Ltd., Thailand.

Marczenko Z, Balcerzak M (2000) Chapter 4 - Spectrophotometric re-
agents. In: Marczenko Z, Balcerzak M (Eds) Analytical Spectros-
copy Library, Elsevier, 53-73 pp. https://doi.org/10.1016/S0926-
4345(00)80068-1

Parkinson IS, Ward MK, Kerr DN (1981) Dialysis encephalopathy, bone
disease and anaemia: the aluminum intoxication syndrome during
regular haemodialysis. Journal of Clinical Pathology 34(11): 1285-
1294. https://doi.org/10.1136/jcp.34.11.1285

Raggi MA, Sabbioni C, Mandrioli R, Zini Q, Forti GC (1999) Fluorimet-
ric determination of aluminum traces in hemodialysis solutions us-
ing Mordant Red 19. Journal of Analytical Toxicology 23(2): 94-98.
https://doi.org/10.1093/jat/23.2.94

Sharma AK, Toussaint ND, Pickering J, Beeston T, Smith ER, Holt SG
(2015) Assessing the utility of testing aluminum levels in dialysis pa-
tients. Hemodialysis International: International Symposium on Home
Hemodialysis 19(2): 256-262. https://doi.org/10.1111/hdi.12231

The British Pharmacopoeia (2021) The British Pharmacopoeia. The Sta-
tionery Office Limited, Soho, London.

The European Pharmacopoeia (2021) The European Pharmacopoeia
Supplements 10.4 (10" edn.). Strasbourg Cedex, France.

The United States Pharmacopeial Convention (2021) USP-NF 2021.
United Book Press Inc., Rockville, MD.

Thompson M, Ellison SLR (2005) A review of interference effects and
their correction in chemical analysis with special reference to uncer-
tainty. Accreditation and Quality Assurance 10(3): 82-97. https://doi.
org/10.1007/s00769-004-0871-5

Woolfson AD, Gracey GM (1988) Methods for the determination
of trace aluminium contamination in dialysis fluids. Journal of
Clinical Pharmacy and Therapeutics 13(4): 243-248. https://doi.
org/10.1111/j.1365-2710.1988.tb00188.x


https://doi.org/10.1016/0039-9140(95)01554-O
https://doi.org/10.1016/0039-9140(95)01554-O
https://doi.org/10.19080/OMCIJ.2018.06.555694
https://doi.org/10.1021/ic00328a013
https://doi.org/10.1021/ic00328a013
https://doi.org/10.2116/analsci.19P443
https://doi.org/10.2116/analsci.19P443
https://doi.org/10.2116/analsci.21.1549
https://doi.org/10.2116/analsci.21.1549
https://doi.org/10.1016/j.fct.2007.03.001
https://doi.org/10.4155/bio-2017-0177
https://doi.org/10.1016/S0926-4345(00)80068-1
https://doi.org/10.1016/S0926-4345(00)80068-1
https://doi.org/10.1136/jcp.34.11.1285
https://doi.org/10.1093/jat/23.2.94
https://doi.org/10.1111/hdi.12231
https://doi.org/10.1007/s00769-004-0871-5
https://doi.org/10.1007/s00769-004-0871-5
https://doi.org/10.1111/j.1365-2710.1988.tb00188.x
https://doi.org/10.1111/j.1365-2710.1988.tb00188.x

	Investigating matrix interference in the pharmacopeial limit test for aluminum in citric acid: a re-examination, for revision of the method
	Abstract
	Introduction
	Materials and methods
	Materials
	Evaluation of the effects of the matrix
	Determination of aluminum by ICP-MS

	Results and discussion
	Appearance and pH of the aqueous phase in different matrices
	Effects of the matrix on the test

	Conclusion
	Conflict of interest statement
	Acknowledgements
	References

