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Serum creatinine is not an ideal marker of renal function in patients with acute kidney injury (AKI). Previous studies
demonstrated that urinary IL-18 is increased in human AKI. Thus, whether urine IL-18 is an early diagnostic marker of AKI
was investigated. A nested case-control study was performed within the Acute Respiratory Distress Syndrome (ARDS)
Network trial. AKI was defined as an increase in serum creatinine by at least 50% within the first 6 d of ARDS study
enrollment. A total of 400 urine specimens that were collected on study days 0, 1, and 3 of the ARDS trial were available from
52 case patients and 86 control patients. The data were analyzed in a cross-sectional manner and according to the time before
development of AKI. The median urine IL-18 levels were significantly different at 24 and 48 h before AKI in case patients as
compared with control patients. On multivariable analysis, urine IL-18 values predicted development of AKI 24 and 48 h later
after adjustment for demographics, sepsis, Acute Physiologic Assessment and Chronic Health Evaluation (APACHE) III score,
serum creatinine, and urine output. Urine IL-18 levels of >100 pg/ml are associated with increased odds of AKI of 6.5 (95%
confidence interval 2.1 to 20.4) in the next 24 h. On diagnostic performance testing, urine IL-18 demonstrates an area under the
receiver operating characteristic curve of 73% to predict AKI in the next 24 h. The urine IL-18 values were also significantly
different between survivors and nonsurvivors (P < 0.05), and on multivariable analysis, the urine IL-18 value on day 0 is an
independent predictor of mortality. Urinary IL-18 levels can be used for the early diagnosis of AKI. Urine IL-18 levels also

predict the mortality of patients who have ARDS and are in the intensive care unit.
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cute kidney injury (AKI) is typically diagnosed by a

progressive rise in serum creatinine over several

days, which may or may not be associated with oli-
guria. Changes in serum creatinine lag several days behind
actual changes in GFR, and the alterations in serum creatinine
are not particularly sensitive or specific for small changes in
GEFR. The detection of a reliable biomarker for early diagnosis
of AKI would assist in facilitating early intervention, evaluating
the effectiveness of the therapeutic intervention, and guiding
pharmaceutical development (1,2).

Using caspase-1-deficient mice and anti-IL-18 antiserum, we
demonstrated that IL-18 mediates ischemic acute tubular ne-
crosis in mice (3,4). These preclinical observations suggested
that IL-18 in the urine has the potential to serve as a biomarker
for AKI in humans. To evaluate this hypothesis, we performed
a cross-sectional study in humans and measured urine IL-18 in
patients with established AKI and other kidney diseases (5).
Urine IL-18 levels were significantly increased in patients with
AKI compared with prerenal azotemia, urinary tract infection,
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chronic renal insufficiency, and nephrotic syndrome. Urinary
IL-18 levels had sensitivity and specificity of >90% for diagno-
sis of established AKI in humans (5).

Acute lung injury (ALI) and its more severe form, acute
respiratory distress syndrome (ARDS), are common diagnoses
in the intensive care unit (ICU) and are commonly associated
with AKI. The objective of this study was to determine whether
urine IL-18 is an early marker of AKI in the ICU in patients with
ALL This study used the urine that was collected prospectively
in patients who were enrolled in the National Institutes of
Health-sponsored ARDS Network trials.

Materials and Methods
Participants and Specimens

Our study was performed on a subset of patients who were enrolled
from March 1996 to March 1999 in the National Institutes of Health—
sponsored ARDS trial of lower versus higher tidal volume ventilation in
ARDS and ALI (6,7). The inclusion and exclusion criteria for these
studies were reported previously (6,7). As part of the protocol, urine
samples were collected on study days 0, 1, and 3. The urine samples
were centrifuged and frozen at —70°C.

Among 861 patients of the ARDS Network trial, 617 had at least two
urine specimens collected as part of the study protocol, and of these, we
excluded 285 patients with baseline creatinine measurements >1.2
mg/dl. From the remaining 332 patients, those who had and at least a
50% increase in serum creatinine occurring within the first 6 d of ARDS
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study enrollment were selected. The cases of AKI were classified into
six groups (1 to 6) on the basis of the study day when the creatinine first
increased by at least 50%. A total of 52 patients were available, with 11,
15, three, seven, seven, and nine who developed AKI from days 1 to 6,
respectively. Two control patients were randomly selected for every
case of AKI on each day from patients who had survived until that day.
Because of the considerable number of deaths in the patients with ALI,
the selection of control patients by this method prevented “survivor
bias” by reducing the oversampling of survivors. As some patients
were randomly chosen more than once as control patients, there were
86 control patients available for the 52 case patients in our study.
Altogether, 400 samples of urine were available from case patients and
control subjects.

Procedures

The urine was centrifuged, and the supernatant was used for bio-
chemical measurements. Specimens were randomly ordered for bio-
chemical analysis, and personnel who were blinded to case patients and
control subjects performed the biochemical assays.

IL-18 was measured in human urine using a human IL-18 ELISA kit
(Medical and Biologic Laboratories, Nagoya, Japan) that specifically
detects the mature form of IL-18 (8). The specificity of this kit for
mature IL-18 was confirmed as follows: Recombinant human pro-IL-18
(R & D Systems, Minneapolis, MN) was assayed using the human IL-18
ELISA kit. One nanogram per milliliter of pro-IL-18 was detected as 10
pg/ml mature IL-18. Thus, cross-reactivity of the kit for pro-IL-18 is
extremely low (3,5). The coefficient of variation of interassay and intra-
assay reproducibility for IL-18 concentration ranges from 5 to 10% in
our laboratory and corresponds to that reported by the kit manufac-
turer. The measurements were also repeated on 10% of the randomly
chosen samples to confirm the reliability of IL-18 results in this study.

Urine creatinine was measured by using Jaffe’s colorimetric method
(Alkaline Picrate). Urine sodium was performed using the Indirect Ion
Selective Electrode method. Both of these tests were performed on a
Beckman-Coulter LXi725. The intra-assay and the interassay coeffi-
cients for urine creatinine and urine sodium were 0.8, 2.5, 0.5, and 1%,
respectively.

Variables Available on Patients

Data on demographics and clinical outcomes were available from the
ARDS studies (6,7). No data were collected on requirement of renal
replacement therapy by the parent studies. The ARDS protocol did not
control for fluid, diuretic, or vasopressor use. The classification of case
patients and control subjects was corroborated by two blinded observ-
ers who followed the trend in serum creatinine.

Statistical Analyses

As the primary aim of the study was to determine that IL-18 was an
early marker of AKI, we constructed data sets with demographic,
clinical, and biochemical variables that were available 24, 48, and 72 h
before the clinical diagnosis of AKI. For example, for analysis of IL-18
at 24 h before the event we included the levels from urines on day 0, 1
and 3 in patients who developed AKI on day 1, 2 and 4 respectively. For
analysis at 48 h before the AKI event, we included the IL-18 levels from
urine on days 0, 1, and 3 in patients who developed AKI on days 2, 3,
and 5, respectively.

For univariate analysis, a comparison among patients with AKI and
control patients was performed using the ¢ test or Mann-Whitney U test
for continuous variables as appropriate and categorical data were an-
alyzed with Pearson y* test. IL-18 values had skewed distribution and
have been presented as box and whisker plots and compared with
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Kruskal-Wallis test. Logistic regression was used for multivariable
analysis of predictors for early diagnosis at 24 and 48 h before AKI. As
urine IL-18 values were highly skewed, they were rank transformed for
significance testing in the logistic regression model (9,10). Urine IL-18
levels were converted into several categories for obtaining adjusted
odds ratios (OR) in the final logistic model. OR and 95% confidence
intervals (CI) were derived from the model parameter coefficients and
SE, respectively. In multivariable analyses, we adjusted for confound-
ing by age, gender, tidal volume, oxygenation, sepsis, and the Acute
Physiologic Assessment and Chronic Health Evaluation (APACHE) III
score. The analysis also included creatinine and urine output, which are
pivotal for diagnosis of AKI. Performance characteristics of the IL-18
test were studied by obtaining sensitivity, specificity, negative predic-
tive value, and positive predictive value at different cutoffs. The re-
ceiver operating characteristic (ROC) curve was obtained by plotting
sensitivity and specificity of IL-18 at different cutoffs. The Cox propor-
tional hazards model was used for examining the role of urine IL-18 in
predicting time to death. Data were censored at 28 d as we were
interested in early mortality. Results are expressed as a mean * SD or
median and interdecile range (i.e., between 10th and 90th percentiles)
where appropriate. All tests of significance were two-sided, and differ-
ences were considered statistically significant at P < 0.05. The software
used for data analysis was R version 1.91 (www.r-project.org) and SAS
version 8.2. (SAS Institute, Cary, NC)

Study Conduct

The study used data and specimens that were collected as a part of
the ARDS Network trials and could not be linked to the identifiable
patients. The Office of Human Subjects Research granted it an exemp-
tion from requirement of review and approval by the Institutional
Review Board. The study was also approved by the ARDS substudy
network committee.

Results
Patient Characteristics

Day 0 signifies enrollment into the ALI studies and occurred
within 36 h of development of ALI. The demographic and
clinical characteristics for the 138 patients on day 0 are shown
on Table 1. The AKI cases had a higher number of patients with
sepsis, whereas the controls had more patients with trauma as
the precipitating cause of ALI. The APACHE III score and the
parameters of oxygenation and tidal volume between the two
groups were not different. The systolic BP was not different
between the two groups. However, a higher percentage of
patients required vasopressor drug support in the AKI group
(53 versus 30.2%; P < 0.001). None of the patients had oliguria
(urine output <400 ml/d) on day 0. Fractional excretion of
sodium (FeNa) was comparable in AKI case patients versus
control subjects. Survival at 28 and 180 d was significantly
lower in AKI case patients as compared with control patients.

Biochemical Measurements of Urine IL-18

Urine IL-18 values (pg/ml) were significantly higher in AKI
case patients as compared with control patients at 24 and 48 h
before the AKI event. The median (interdecile range) urine
1L-18 values were 104 (0 to 955) and 217 (0 to 1341) in case
patients as compared with 0 (0 to 173) and 0 (0 to 395) in control
patients at 24 and 48 h, respectively (Figure 1). At 72 h before
the AKI event, the IL-18 values were comparable in case pa-
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Table 1. Characteristics of patients in the study®
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Variable (nA:Kéz) (11\110:A8K61) P

Age (mean * SD) 50 + 18.6 50.4 + 16 0.9
Male gender 42.3% 58.1% 0.07
Ethnicity 0.07

white non-Hispanic 73.1% 73.3%

black non-Hispanic 21.2% 17.4%

Hispanic 0.0% 7.0%

other 5.8% 2.3%
Precipitating factor 0.005

trauma 5.8% 24.4%

sepsis 30.8% 15.1%

pneumonia 44.2% 36%

aspiration 5.8% 15.1%

other 13.5% 9.3%
Nonpulmonary or renal organ failure 0.4

1 other organ 42.3% 33.7%

2 other organs 32.7% 30.2%

3 other organs 7.7% 8.1%

4 other organs 3.8% 3.5%
APACHE III (mean * SD) 77 =20 73 =25 0.3
Pao,/Fro, < 200 84.6% 74.4% 0.15
Vasopressors 53.8% 30.2% 0.006
Systolic BP (mmHg; mean * SD) 97 £27 102 = 23 0.25
Ventilation protocol 0.5

6 ml/kg 52% 57%

12 ml/kg 48% 43%
Renal characteristics (day 0)

median serum creatinine (mg/dl; range) 0.85 (0.5 to 1.1) 0.90 (0.5 to 1.1) 0.3

median urine output (L; range) 1.9 (0.7 to 4.5) 25 (14 to 5.8) 0.004
Fractional excretion of sodium (%) 1.06 = 1.6 112+ 1.6 0.8
Mortality

28-d mortality 57.7% 19.8% <0.0001

180-d mortality 63.5% 25.6% <0.0001

?AKI, acute kidney injury; APACHE, Acute Physiologic Assessment and Chronic Health Evaluation.

tients and control subjects. The pattern of the results was un-
changed whether urine IL-18 was expressed as pg/ml or as
pg/mg creatinine.

Median (interdecile range) urine IL-18 levels in control pa-
tients with or without sepsis on day 0 were not significantly
different (11 [0 to 454] versus 0 [0 to 208]; P = 0.55). Similarly,
the median urine IL-18 levels in AKI case patients with or
without sepsis on day 0 were not significantly different (257 [0
to 602] versus 76 [0 to 856]; P = 0.55).

Urine IL-18 as Early Marker for Development of AKI
Multivariable analyses for predicting AKI were performed
separately with data that were available 24 and 48 h before the
clinical diagnosis of AKI. After multivariable analysis and com-
bining AKI case patients with corresponding control patients
on those days, urine IL-18 values 24 h before the development
of AKI were highly significant in predicting the development of
AKI after adjustment for baseline and clinical characteristics

such as sepsis, APACHE III, and corresponding serum creati-
nine and urine output levels 24 h before diagnosis (Table 2).
The presence of sepsis itself did not predict development of
AKI in the study patients. The APACHE III score on day 0 was
also independently predictive of development of AKI after 24 h.
The adjusted OR for different cutoff levels of IL-18 ranged from
3.2 to 8.8. Thus, for example, the urine IL-18 value >100 pg/ml
is associated with a 6.5-fold increased odds of developing AKI
in the next 24 h (P = 0.0009).

Urine IL-18 was significantly associated with the develop-
ment of AKI after 48 h and adjustment for other clinical param-
eters as discussed in the above analysis (Table 3). However, the
adjusted OR for different urine IL-18 cutoff values ranged from
2.3 to 3.7, with 2.8-fold odds of developing ARF at IL-18 levels
>100 pg/ml after 48 h. Multivariable analysis for predicting
AKI 72 h before the clinical diagnosis of AKI did not reveal
urine IL-18 to be significant (data not shown).
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Figure 1. Biochemical measurements in acute kidney injury
(AKI) cases () and controls (L) 1, 2, and 3 d before AKI. Box
and whisker plots show that the median urinary IL-18 levels are
increased in AKI case patients compared with control subjects
at 1 and 2 d before AKI diagnosis by serum creatinine. P value
at 1 and 2 d before is <0.001 and 0.03, respectively (Kruskal-
Wallis test). Urinary IL-18 values are not significantly different
at 3 d before AKI in case patients versus control subjects.

Performance Characteristics of Urine IL-18 as a Diagnostic
Marker 24 H before Clinical Diagnosis

The area under the ROC curve for the urine IL-18 test is 73%,
demonstrating a good performance for the diagnosis of AKI
within the next 24 h. The performance of the ROC curve for the
early diagnosis of AKI before 48 h was 65% (Figure 2).

Urine IL-18 Levels and Mortality
Figure 3 shows the clear and significant separation of survi-
vors and nonsurvivors at 28 d on the basis of the urine IL-18
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values on days 0, 1, and 3 (P = 0.04). The Cox proportional
hazards analysis for predicting time to death demonstrates that
the urine IL-18 value on day 0 is the strongest predictor of death
in the ICU after adjustment for APACHE III score and other
baseline and clinical parameters. A urine IL-18 value >100
pg/ml on day 0 (initiation of mechanical ventilation) increases
the odds of death by 1.6-fold (Table 4).

The clinical variables that were predictive of mortality in the
previous ARDS trial were included in the multivariable analy-
sis of our study. Serum creatinine was also included in the
analysis to adjust for renal function on the day of urine collec-
tion.

Discussion

Serum creatinine, although used routinely in clinical practice
and in clinical trials, is a poor marker of renal dysfunction.
Unlike serum troponin in myocardial infarction, an increase in
serum creatinine is not directly related to tubular injury in AKI
but is the effect of loss of filtration function that occurs with
AKI. There is also a delay in the detectable increase in serum
creatinine as a result of the time required for its accumulation
and equilibration. Changes in creatinine can be nonspecific as
they may occur as a result of several nonrenal factors, such as
muscle mass and nutrition (1). In contrast to creatinine, IL-18 is
a proinflammatory cytokine that is released in response to
injury to the renal tubules. On the basis of our mouse and
human studies, this study extends the role of IL-18 in urine as
an early diagnostic marker of AKI (3,4).

Because of the vital importance of earlier targeting of thera-
pies, many markers have been explored for early diagnosis of
AKI. Although the initial studies on some molecules such as
tubular enzymes, growth factors, adhesion molecules, and
some cytokines (11-16) were promising, the larger and more
detailed studies have shown inadequate sensitivity or specific-
ity to advocate clinical use. Recently described molecules such
as kidney injury molecule-1, cystein-rich protein 61, neutrophil
gelatinase-associated lipocalin, and sodium/hydrogen ex-
changer isoform 3 have demonstrated compelling results as
markers of AKI at the preclinical level (11-16). However, none

Table 2. Clinical and biochemical predictors of AKI at 24 h before clinical diagnosis of AKI*

Variables Adjusted OR 95% CI P

Age 0.99 0.96 to 1.02 0.5
Female gender 1.9 0.67 to 5.8 0.2
APACHE III score 1.02 1.001 to 1.05 0.04
Sepsis 1.78 0.6 to 5.8 0.3
Creatinine 1 d before AKI 5.8 0.8 to 21 0.2
Urine output 1 d before AKI 0.8 0.51 to 1.2 0.4
IL-18 level 1 d before AKI 0.0009

>25 pg/ml 5.5 1.9 to 159

>50 pg/ml 3.2 1.2 to 8.9

>100 pg/ml 6.5 2.1 to 20.4

>200 pg/ml 8.1 2.1 to 30.4

20R, odds ratio; CI, confidence interval.
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Table 3. Clinical and biochemical predictors of AKI at 48 h before clinical diagnosis of AKI
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Variables Adjusted OR 95% CI P
Age 1.01 0.97 to 1.05 0.5
Female gender 2.6 0.7 to 8.7 0.12
APACHE III score 1.001 0.97 to 1.02 0.96
Sepsis 1.87 0.58 to 6.1 0.3
Creatinine 2 d before AKI 4.7 0.6 to 36.7 0.13
Urine output 2 d before AKI 0.9 0.6 to 1.3 0.7
1L-18 level 2 d before AKI 0.004
>25 pg/ml 2.3 0.7 to 8.0
>50 pg/ml 3.7 1.1 to 13.1
>100 pg/ml 2.8 0.98 to 9.1
>200 pg/ml 3.5 1.1 to 12.2
= MNon-survivors
@ g
Pl
E g
o Area under ROC = 0.731 ‘g T
E p-alue = 0.04
0.‘0 0!2 OIA O.IS 0!8 IfO 5
1-specificity ‘8_ 1 Survivors
IL-18 cut-off (pg/ml) | Sensitivity| Specificity| PPV NPV
10 0.75 0.62 0.49 0.84
25 0.74 0.66 0.5 0.82
50 0.59 0.71 0.5 0.78
100 0.5 0.85 0.62 0.78 o
200 0.41 0.91 0.68 0.76 Sasoline Sa By
500 0.19 0.98 0.86 0.71

Figure 2. Receiver operating characteristic (ROC) curve and
performance characteristics for urine IL-18 measured 1 d before
AKI. The area under the ROC curve for the urine IL-18 test is
73%, demonstrating a good performance for the diagnosis of
AKI within the next 24 h.

of these molecules except lipocalin has been systematically
explored in human AKI. In a recent study, it was demonstrated
that neutrophil gelatinase-associated lipocalin in the urine in-
creases in pediatric patients after cardiac surgery before the
increase in serum creatinine (17). However, the study did not
comment on the severity or outcomes of AKI in these children.
It has also been reported that serum cystatin C seems to in-
crease 24 to 48 h before creatinine in patients with AKI. How-
ever, cystatin C is a marker of clearance and not a marker of
renal tubular injury (18). Over and above being a marker of
renal tubular injury, urine IL-18 is an attractive test for further
development as it is fast, reliable, accurate, and inexpensive. As
compared with other markers, IL-18 has the advantage that it
can be readily measured by commercially available ELISA Kkits.

Figure 3. Urine IL-18 levels (mean * SEM) at baseline, day 1,
and day 3 among survivors and nonsurvivors.

Availability of commercial kits can considerably hasten the
development of the test for routine clinical use.

The ARDS Network study did not collect information on
urine analysis, fluid administration, and dialysis requirement.
Thus, precise diagnosis of prerenal versus ischemic acute tubu-
lar necrosis cannot be made in our study. However, all of the
patients were in the ICU, with >80% of them having at least
two-organ failure and very high APACHE scores and >50%
requiring vasopressors, which makes the cause of ARF less
likely to be prerenal. To confirm this, we obtained serial creat-
inines from the ARDS Network on these patients, which dem-
onstrated that most of the patients with ARF had a progressive
and irreversible increase in creatinine with maximum creati-
nine that was several-fold higher than their baseline on day 0.

Several studies have shown that circulating levels of pro- or
anti-inflammatory cytokines correlate with prognosis of sepsis
and the development of multiorgan failure (19-23). For exam-
ple, increases in serum concentrations of IL-6, IL-8, IL-10,
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Table 4. Proportional hazards model for time to death on the basis of baseline covariates

Variables Hazards Ratio 95% CI P

Age 1.02 1.006 to 1.04 0.008
Female gender 0.43 0.22 to 0.87 0.01
Tidal volume: 12-ml/kg group 22 1.2 to 4 0.003
APACHE III 1.01 1.007 to 1.03 0.001
Sepsis 1.23 0.61 to 2.5 0.55
Pao,/F10, 0.99 0.991 to 1.0 0.08
Baseline creatinine 0.7 02to23 0.57
Baseline urine output 091 0.78 to 1.05 0.2
Baseline IL-18 level on day 0 0.0001

>25 pg/ml 1.1 0.6 to 2

>50 pg/ml 1.23 0.6 to 2.2

>100 pg/ml 1.6 0.8 to 2.9

>200 pg/ml 2.32 1.2 to 4.4

>500 pg/ml 5.1 2 to 13.1

TNF-o, and IL-18 all are associated with poor outcome in sepsis
and predict multiorgan dysfunction (19-25). There are, however,
important distinctions between our study and the published lit-
erature on cytokines in critically ill patients. First, in most studies,
these cytokines have been studied in serum or plasma. The mea-
surement of these cytokines in urine has not been performed to
assess and validate their prognostic role in a critical care setting. In
our study, the presence of cytokines in the urine may offer a
simpler and easier alternative to the serum measurements. Sec-
ond, many of these studies are performed in the presence of
sepsis, thereby limiting the role of the test in other critical care
settings. Our study had a broad spectrum of cases with surgical
and medical comorbidities. Also, as discussed in Results, there
was no significant effect of sepsis on urine IL-18 levels in AKI case
or control patients. Third, the studies measured cytokines at dif-
ferent time points during the course of illness. Thus, the results of
association with mortality are conflicting between these studies.
This study correlated the independent association of urine IL-18
with mortality at initiation of mechanical ventilation after diagno-
sis of ARDS, which is a relatively well-defined point in the clinical
course of critically ill patients.

There are some limitations to our study. First, we demon-
strated previously that urine IL-18 is a marker of tubular injury
and is not elevated in cases of prerenal azotemia. Although the
rise of creatinine was progressive and irreversible in the ma-
jority of cases, it is possible that there may have been a few
cases of prerenal azotemia as the cause of AKI in our study.
However, cases of prerenal AKI would “dilute” the association
between urine IL-18 and AKI; thus, the reported results are
conservative estimates of the association. Second, there may be
a systemic production of IL-18 as suggested by some authors
(25). However, the lack of an effect of sepsis on urine IL-18 and
very low concentrations of IL-18 in control subjects with sepsis
argues against a major systemic contribution of IL-18 produc-
tion and confirms that kidneys may be the major source of IL-18
production. Third, although we tried to exclude AKI on day 0
by choosing a strict cutoff of serum creatinine of 1.2 mg/dl,

there may be a few case patients who had mild ARF in the
study population and had low baseline serum creatinine. Also,
exclusion of patients with a serum creatinine of >1.2 mg/dl
may have excluded patients with ARF or chronic renal failure.
Future prospective studies that examine whether urinary IL-18
is a marker of AKI in patients with chronic kidney disease will
be interesting and worthwhile. Fourth, the results of IL-18 as an
independent predictor of mortality should be interpreted in the
context of the inclusion and exclusion criteria of the original
ARDS study and this substudy.

In summary, we have demonstrated that urine IL-18 is a
reliable test for early diagnosis of AKI in critically ill patients.
The role of urine IL-18 in predicting mortality at the time of
mechanical ventilation has important clinical applications. Fu-
ture clinical trials and prospective studies in AKI should incor-
porate urine IL-18 measurements to hasten the clinical devel-
opment of this test.
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