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Introduction

Direct ion selective electrodes (ISE) measure the activity of
ions in water, which is directly proportional to their
concentration. Indirect ISE, however, measures activity of
ions in a diluted sample. Ion activity, and hence
concentration, is then related to total sample volume 
rather than to water volume. Within this lies the assumption
that plasma consists of 93% water and 7% dissolved 
solids. 

It is well recognised that an increase in dissolved solids, as
occurs in hyperproteinaemia, reduces the water fraction of
plasma, and thus the indirect ISE measurement of sodium
results in pseudohyponatraemia.1,2 Less well recognised is
that an increase in the plasma water fraction, as occurs in
hypoproteinaemia, may result in pseudonormonatraemia
and pseudohypernatraemia when sodium is measured by
indirect ISE.3,4

In critically ill patients, the early recognition and
treatment of hyponatraemia is important in order to prevent
neurological damage.5–8 Hypoproteinaemia may be relatively
common in acutely ill patients9 and this may mask genuine
hyponatraemia if electrolytes are measured by indirect ISE.
Indeed, it has been reported that direct ISE sodium
concentrations are lower than those measured by indirect
ISE in critically ill patients.10,11

Thus, this study investigates the prevalence of
hypoproteinaemia in samples from critically ill patients and
measures serum sodium and potassium concentrations
using indirect and direct ISE in these samples to evaluate
whether or not these have any impact on the classification of
electrolyte status. The study also investigates the
relationship between calculated (indirect–direct ISE)
electrolyte differences and serum total protein
concentrations. 

Materials and methods

All blood samples received over a three-week period from
critical care units at New Cross Hospital, Wolverhampton,
UK, were included in this service evaluation, comparing
sodium and potassium measurement using direct and
indirect ISEs. Blood collected into a gel tube (Sarstedt Safety
Monovette serum S/4.7, Aktiengesellschaft, Germany) was
allowed to clot and the serum was separated for analysis.
Following anonymisation, serum sodium and potassium
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concentrations were analysed by indirect ISE on the Roche
Modular ISE 900 (Roche Diagnostics, Mannheim, Germany)
and direct ISE on the Roche AVL9181 electrolyte analyser
(Roche Diagnostics). Samples with insufficient volume for
electrolyte measurement on both analysers were excluded,
as were those with visible lipaemia. Thirty randomly
selected normoproteinaemic serum samples with normal
biochemistry were used as controls.

For the Roche Modular ISE, intra-assay and inter-assay
coefficients of variation (CV) for serum sodium were both
<1.0% and for serum potassium were 0.34% and 1.6%,
respectively. For the AVL9181 analyser, intra-assay and inter-
assay CVs for serum sodium were both <1.0% and for serum
potassium were <1.5% and 2.6%, respectively. Serum total
protein was measured using the biuret method on the Roche
Modular automated analyser (Roche Diagnostics).
Respective inter-assay and intra-assay CVs for serum total
protein were 0.6% and 1.0%, respectively. 

Reference intervals used to define serum abnormalities
were 135–145 mmol/L sodium, 3.5–5.0 mmol/L potassium
and 60–80 g/L total protein. 

Data were normally distributed. Therefore, results are
expressed as mean ± standard deviation (SD). Bland Altman
analysis and two-tailed paired t-tests were used to assess the
significance of differences between paired variables.
Unpaired t-test and ANOVA were used to compare the
significance of differences between variables between two
groups or three or more groups, respectively. Linear
regression analysis was used to determine the significance of
the relationship between variables. Statistical analyses were
performed using GraphPad Prism Version 5 software
(GraphPad Software, San Diego, USA). P<0.05 was
considered statistically significant. 

Results

During the three-week study period, 198 samples were
received from the intensive care and cardiothoracic critical
care units. Eight samples were excluded because of
inadequate sample volume, leaving 190 samples for further
analysis. Data on electrolyte and protein analyses on

samples from critically ill patients and controls are shown in
Table 1.

In summary, hypoproteinaemia (serum total protein 
<60 g/L) was present in 85% of samples from critically ill
patients. Serum sodium and potassium concentrations were
higher (P<0.0001) when measured by indirect ISE compared
to direct ISE in both the critically ill and control groups. The
calculated difference between indirect and direct ISE
electrolyte values was higher (P<0.0001) for sodium but
similar (P=0.22) for potassium in critically ill patients
compared to controls. 

In samples from critically ill patients, Bland Altman
analysis of (indirect–direct) ISE values for sodium and
potassium had 95% limits of agreement between –0.52 and
7.45 mmol/L and –0.18 and 0.24 mmol/L, respectively (Fig. 1).

There was a linear relationship between (indirect–direct)
ISE electrolyte values and total protein concentrations 
(Fig. 2). As total protein concentrations decreased, there was
an increase in (indirect–direct) ISE values for sodium
(Y=7.2–0.07X, 95% CI slope –0.1 to –0.05, P<0.0001, r2 = 0.14)
and potassium (Y = 0.2 – 0.003 X, 95% CI of slope –0.004 to
–0.002, P<0.0001, r2=0.09). 

The (indirect–direct) ISE electrolyte values stratified
according to total protein concentration are shown in 
Table 2. Compared to the controls (total protein 60–80 g/L),
the (indirect–direct) ISE sodium and potassium values were
similar in normoproteinaemic (total protein 60–80 g/L) but
higher (P<0.05) in hypoproteinaemic (total protein <60 g/L)
critically ill patients.

Indirect ISE, compared to direct ISE, misclassified 28% of
the 190 samples as pseudonormonatraemia (19%),
pseudohypernatraemia (8%), pseudonormokalaemia (0.8%)
and pseudohyperkalaemia (0.4%).

Critically ill Control 
group group

Number 190 30

Indirect ISE Na+ (mmol/L) 140.0±5.0* 141±3.2*

Direct ISE Na+ (mmol/L) 136.5±5.2* 139.6±3.5*

Indirect–direct ISE Na+ (mmol/L) 3.5±2.0† 1.4±1.6†

Indirect ISE K+ (mmol/L) 4.5±0.6* 4.6±0.7*

Direct ISE K+ (mmol/L) 4.5±0.6* 4.6±0.6*

Indirect–direct ISE K+ (mmol/L) 0.03 ± 0.1 0.01±0.07

Total Protein (g/L) 50.5±10.6 69.3±4.7
*P<0.0001 for direct compared to indirect ISE measurements. 
†P<0.0001 for critically ill patients compared to controls.

Results presented as mean±SD.

Table 1. Plasma electrolytes and proteins in the study
and control groups.

Total protein (g/L) Indirect–direct Indirect–direct 
ISE ISE

Na+ (mmol/L) K+ (mmol/L)

Samples from 
critically ill patients
(n=190)

<40 (n=25) 4.72±1.88‡,§,¶ 0.10±0.11‡,§,¶

40–49 (n=68) 3.87±1.84§,¶ 0.04±0.09§

50–59 (n=69) 3.24±1.99*,†,§,¶ 0.01±0.10*

60–80 (n=28) 1.89±1.73*,†,‡ -0.02±0.10*

Control samples 
(n=30)

60–80 1.40±1.60*,†,‡ 0.01±0.07*

*P<0.05 compared to total protein <40 g/L
†P<0.05 compared to total protein 40–49 g/L
‡P<0.05 compared to total protein 50–59 g/L
§P<0.05 compared to total protein 60–80 g/L
¶P<0.05 compared to controls (total protein 60–80 g/L)

Results presented as mean±SD.

Table 2. Calculated difference for sodium and potassium
between indirect and direct ISE values for samples with
different total protein levels.



Discussion

The higher indirect ISE than direct ISE values for sodium
and potassium in samples collected from critically ill patients
are consistent with those reported previously.10,11 These
retrospective studies, however, compared point-of-care
testing (POCT) to central laboratory testing. In consequence,
they compared electrolyte measurements in different types
of sample (whole blood and plasma or serum) and collection
tubes (heparinsed blood-gas syringes and lithium-heparin or
clot-activating gel tubes), and these factors may affect
electrolyte measurement.12 They also failed to consider the
contribution, if any, of method bias to the difference
between indirect and direct electrolyte results.

The present study demonstrated higher indirect ISE than
direct ISE serum electrolyte activities in the same sample,
which suggests that the difference between indirect and
direct ISE electrolyte values is independent of sample type
and collection tube. Although the indirect and direct ISEs in
this study were calibrated according to respective
manufacturer instructions, and performance was verified by
internal quality control and external quality assurance, data
from control samples indicated a small positive bias towards
the direct ISE methodology. However, this bias does not fully
explain the greater calculated difference between indirect

and direct electrolyte values in the critically ill patients
compared to controls. 

The increased calculated (indirect–direct) electrolyte
difference in critically ill patients is likely to be a protein
effect, as first it was similar in the normoproteinaemic
control samples and in the normoproteinaemic samples
from critically ill patients, and, second, calculated electrolyte
differences increased as serum total protein concentration
decreased. 

The high prevalence of hypoproteinaemia in samples
received from critically ill patients in this study and others9

makes indirect ISE electrolyte measurement a potentially
significant clinical problem for the assessment of sodium but
less so for potassium. In this study, indirect ISE, compared to
direct ISE, misclassified 28% of samples largely as
pseudonormonatraemia (19%) and pseudohypernatraemia
(8%), with very few misclassified as pseudonormokalaemia
(0.8%) and pseudohyperkalaemia (0.4%). 

Unrecognised hyponatraemia and pseudohypernatraemia
may lead to inappropriate fluid therapy. This may have
adverse effects as critically ill patients are prone to
hyponatraemic encephalopathy.5 Accurate regular
electrolyte analyses are required to monitor the emergency
correction of hyponatraemia to avoid central pontine
myelinolysis.6,13 Thus, it is important for clinical and
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Fig. 1. Bland Altman analysis of the calculated difference between
indirect and direct ISE measurements for a) sodium and b) potassium.
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Fig. 2. Regression analysis of total protein and calculated difference
between indirect and direct ISE for a) sodium and b) potassium.
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laboratory staff to be aware of the limitations of methods
employed for sodium and potassium analyses, and any
clinical decisions should be based on an accurate and reliable
method. 

Direct ISE reflects plasma electrolyte activity more
accurately than does indirect ISE, but most central laboratory
analysers use indirect ISE because of its smaller volume
requirement. However, the results presented here support
the International Federation of Clinical Chemistry and
Laboratory Medicine recommendation that, in specimens
with abnormal total protein concentration, measurement of
electrolytes in undiluted samples will reflect sodium activity
more accurately.14 Therefore, direct ISE should be used to
measure electrolytes not only in hyperproteinaemic samples
but also in hypoproteinaemic samples.

As hypoproteinaemia is common in critically ill patients,
the authors of the present study suggest that direct ISE
should be used to measure electrolytes in samples in this
group of patients. Point-of-care testing equipment utilises
direct ISE technology whereas major laboratory analysers
utilise indirect ISE. Therefore, clinicians and laboratory staff
should be aware that POCT analysers offer the more
accurate and consistent results necessary for the assessment,
management and monitoring of electrolyte status in
critically ill patients. In hypoproteinaemic samples received
in the laboratory, direct ISE electrolyte measurement should
be considered in those patients who have an indirect ISE
serum sodium level <140 mmol/L or >145 mmol/L, in order
to minimise electrolyte misclassification. 5

The authors thank Dr. Peter Nightingale for his statistical advice.

References

1 Howard JM, Reed J. Pseudohyponatremia in acute hyperlipemic
pancreatitis. A potential pitfall in therapy. Arch Surg 1985; 120:
1053–5.

2 Bern M. Clinically significant pseudohyponatremia. Am J Hematol
2006; 81: 558–9.

3 Lang T, Prinsloo P, Broughton AF, Lawson N, Marenah CB. Effect

of low protein concentration on serum sodium measurement:
pseudohypernatraemia and pseudonormonatraemia! Ann Clin
Biochem 2002; 39: 66–7. 

4 Dimeski G, Barnett RJ. Effects of total plasma protein
concentration on plasma sodium, potassium and chloride
measurements by an indirect ion selective electrode measuring
system. Crit Care Resusc 2005; 7: 12–5.

5 Moritz ML, Ayus JC, Hospital-acquired hyponatraemia – why
are hypotonic parenteral fluids still being used? Nat Clin Pract
Nephrol 2007; 3: 374–82.

6 Reynolds RM, Padfield PL, Seckl JR. Disorders of sodium
balance. BMJ 2006; 25: 702–9.

7 Patel GP, Balk RA. Recognition and treatment of hyponatremia
in acutely ill hospitalized patients. Clin Ther 2007; 29: 211–29.

8 Hoorn EJ, Lindemans J, Zietse R. Development of severe
hyponatraemia in hospitalized patients: treatment-related risk
factors and inadequate management. Nephrol Dial Transplant
2005; 21: 70–6.

9 Marik P. The treatment of hypoalbuminemia in the critically ill
patient. Heart Lung 1993; 22: 166–70. 

10 Morimatsu H, Rocktaschel J, Bellomo R, Uchino S, Goldsmith D,
Gutteridge G. Comparison of point-of-care versus central
laboratory measurement of electrolyte concentrations on
calculations of the anion gap and strong ion difference.
Anesthesiology 2003; 98: 1077–84.

11 Story D, Morimatsu H, Egi M, Bellomo R. The effect of albumin
concentration on plasma sodium and chloride measurements in
critically ill patients. Anesth Analg 2007; 104: 893–7.

12 Loughrey CM, Hanna EV, McDonnell M, Archbold GP. Sodium
measurement: effects of differing sampling and analytical
methods. Ann Clin Biochem 2006; 43: 488–93.

13 Sedlacek M, Schoolwerth AC, Remillard BD. Electrolyte
disturbances in the intensive care unit. Semin Dial 2006; 19:
496–501.

14 Burnett RW, Covington AK, Fogh-Andersen N et al.
Recommendations for measurement of and conventions for
reporting sodium and potassium by ion-selective electrodes in
undiluted serum, plasma or whole blood. International
Federation of Clinical Chemistry and Laboratory Medicine
(IFCC). IFCC Scientific Division Working Group on Selective
Electrodes. Clin Chem Lab Med 2000; 38: 1065–71. 


