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Abstract

Whether higher serum phosphorus levels are associated with a higher risk for death and/or
progression of chronic kidney disease (CKD) is not well established, and whether the association
is confounded by access and barriers to care is unknown. To answer these questions, data of
10,672 individuals identified to have CKD (estimated glomerular filtration rate <60 ml/min per
1.73 m?) from those participating in a community-based screening program were analyzed. Over a
median follow-up of 2.3 years, there was no association between quartiles of serum phosphorus
and all-cause mortality (adjusted hazards ratio for serum phosphorus over 3.3 to 3.7, over 3.7 to
4.1, and over 4.1 mg/dl, respectively: 1.22 (0.95-1.56), 1.00 (0.76-1.32), and 1.00 (0.75-1.33);
reference, serum phosphorus of 3.3 mg/dl and below). Individuals in the highest quartile for serum
phosphorus had a significantly higher risk for progression to end-stage renal disease (ESRD)
(unadjusted hazards ratio, 6.72 (4.16-10.85)); however, the risk became nonsignificant on
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adjustment for potential confounders. There was no appreciable change in hazards ratio with
inclusion of variables related to access and barriers to care. Additional analyses in subgroups
based on 12 different variables yielded similar negative associations. Thus, in the largest cohort of
individuals with early-stage CKD to date, we could not validate an independent association of
serum phosphorus with risk for death or progression to ESRD.
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barrier to care; cardiovascular disease; chronic kidney disease; end-stage renal disease; mortality;
phosphorus

There is consistent evidence that chronic kidney disease (CKD) is associated with a higher
risk of death, particularly from cardiovascular causes.! At every stage of CKD, the risk of
death far exceeds the probability of progression to end-stage renal disease (ESRD).2 This
has led to screening programs for early identification of CKD to implement interventions to
ameliorate the increased cardiovascular risk. The components of effective cardiovascular
risk reduction in CKD, however, remain unclear. For example, although statins reduces
atherosclerotic cardiovascular events in CKD, they do not reduce all-cause or cardiovascular
mortality.3 Similarly, the potential benefit with blood pressure reduction is smaller than in
the general population.* A variety of similar considerations suggest that the pathogenesis of
vascular disease in CKD is substantially more complex and effective cardiovascular risk
reduction would require us to also target nontraditional, renal-related risk factors.

A substantial body of evidence implicates abnormal phosphorus homeostasis associated with
CKD as one such nontraditional risk factor.> Cell culture and animal studies have
demonstrated a central role of phosphorus in inducing vascular calcification.5-8 In humans,
greater severity of vascular calcification is associated with a higher risk of death.®10 Serum
phosphorus is used as a biomarker for the abnormal phosphorus homeostasis in CKD even
though it represents <1% of total body phosphorus and the serum levels are maintained
within a tight range up until late in the course of the disease by compensatory changes in
regulatory hormones. Its use as a biomarker has been bolstered by studies demonstrating an
association between higher serum phosphorus and increased risk of death.11.12 Most of these
studies have included individuals undergoing maintenance dialysis, a population with
significant elevations of serum phosphorus. Some studies suggest that this association may
also be present among individuals with earlier stages of CKD.13-15 Other studies have
demonstrated an association between serum phosphorus and progression of kidney
disease.16-18 However, in a post hoc analysis of the Modification of Diet in Renal Disease
(MDRD), there was no demonstrable association between serum phosphorus and
mortality.1® Moreover, residual confounding is an inherent concern with epidemiologic
studies, and recent analyses have indicated significantly higher serum phosphorus in
individuals with CKD and lower socioeconomic status, an important and independent
determinant of access to care and health-related outcomes.20

Kidney Early Evaluation Program (KEEP) is a nationwide program to screen high-risk
individuals for CKD.21 Measurement of serum phosphorus, calcium, and parathyroid
hormone in individuals with estimated glomerular filtration rate (eGFR) <60 ml/min per
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1.73 m? has been included since November 2005. We analyzed the data from KEEP to test
the hypothesis that the association between serum phosphorus and all-cause mortality and
progression to ESRD in earlier-stage CKD is confounded by access and barriers to health
care.

Patient characteristics

Between November 2005 and December 2010, 85,992 individuals participated in the KEEP
screening; of these, 11,992 participants were identified as having eGFR <60 ml/min per 1.73
m?2 (13%). Serum phosphorus measurements were available for 11,197 eligible subjects
(93%). Of these, data of 525 participants were excluded as the date of screening was
determined to have been after the date of diagnosis of ESRD. This yielded the analytic
cohort of 10,672 subjects for this analysis (humber of subjects in consecutive years starting
from 2005 to 2010: 393, 1979, 1917, 2043, 2636, and 1704).

The demographic, clinical, and laboratory characteristics of the cohort, stratified by quartiles
of serum phosphorus, are summarized in Table 1. Subjects in the highest quartile of serum
phosphorus were significantly younger, less likely to be men, non-Hispanic black, or have
health insurance, but a higher proportion were aware of the presence of underlying CKD.
Furthermore, they had significantly higher serum creatinine and lower eGFR and were more
likely to have albuminuria. Individuals in the highest quartile of serum phosphorus were also
more likely to report current tobacco use, dyslipidemia, and prevalent cardiovascular
disease. Finally, these subjects had lower body mass index, blood glucose, and hemoglobin
levels.

Serum phosphorus and prevalent cardiovascular disease

Individuals in the highest quartile of serum phosphorus had a higher prevalence of prevalent
cardiovascular disease, an association that persisted upon adjustment of data for potential
confounders that included demographic variables, cardiovascular risk factors, year of
screening, severity of CKD, coexisting diseases, laboratory data, CKD awareness, and
health insurance (Table 2). There was no meaningful change in the odds ratio with
additional adjustments for self-reported difficulty in getting care, or for a language other
than English as the preferred language for communication.

Serum phosphorus and all-cause mortality

Over a median follow-up of 2.3 years, 578 of the 10,672 CKD subjects died with an overall
death rate of 21.5 per 1000 patient-years; the mortality rate by quartiles of serum phosphorus
is summarized in Table 3. There was no demonstrable relationship between the quartile of
baseline serum phosphorus and all-cause mortality in any of the models examined (Table 3
and Figure 1). There was no meaningful change in the hazards ratio for death with additional
adjustments for self-reported difficulty in getting care, or for a language other than English
as the preferred language for communication. Furthermore, there was no demonstrable
interaction of any of the 12 covariates examined with the relationship of serum phosphorus
with the risk of death (Figure 2). Similar results were obtained in additional analyses by
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dividing the cohort into tertiles or deciles of serum phosphorus or by using serum
phosphorus as a continuous variable (data not shown).

Serum phosphorus and progression to ESRD

Over a median follow-up of 2.0 years, 194 subjects with CKD progressed to ESRD with an
overall rate of 8.1 per 1000 patient-years (Table 4). In the unadjusted analyses, individuals
in the highest quartile of serum phosphorus had a 6.72-fold higher risk of progression to
ESRD; however, the hazards ratio was attenuated to a nonsignificant level on adjustment for
demographic data and clinical variables (Table 4 and Figure 3). There was no meaningful
change in the hazards ratio for progression to ESRD with additional adjustments for self-
reported difficulty in getting care, or for a language other than English as the preferred
language for communication. Similar results were obtained when the data were reanalyzed
mortality as a competing risk for ESRD as an outcome (adjusted hazards ratio with quartile
1 as reference: quartile 2, 1.60 (0.84-3.03); quartile 3, 1.20 (0.61-2.35); and quartile 4, 1.82
(0.96-3.44)). There was no demonstrable interaction of 10 of the 12 covariates examined
with the relationship of serum phosphorus and progression to ESRD (Figure 4). Additional
analyses by dividing the cohort into tertiles or deciles of serum phosphorus or by using
serum phosphorus as a continuous variable did not demonstrate any increase in the risk of
progression to ESRD with higher serum phosphorus levels (data not shown).

Serum phosphorus and the risk of either death or progression to ESRD

Over the follow-up period, 732 subjects reached the composite outcome of either death or
progression to ESRD (Figure 5). There was no demonstrable relationship between the

quartile of serum phosphorus and reaching the composite outcome (adjusted hazards ratio,
quartile 2, 1.20 (0.95-1.52); quartile 3, 1.01 (0.79-1.30); and quartile 4, 1.17 (0.90-1.51)).

Discussion

This study examined the association of serum phosphorus with the risk of death and
progression to ESRD in the largest cohort of individuals with earlier-stage CKD to date.
Despite an association of serum phosphorus with self-reported history of prevalent
cardiovascular disease, unlike some of the previous studies in individuals with earlier-stage
CKD, the association with all-cause mortality, or progression to ESRD, or the composite
outcome of death or progression to ESRD in this cohort was robustly null.

There are compelling laboratory data that support the notion that disordered phosphorus
homeostasis is an important contributor to the vascular disease seen with CKD.22:23
Addition of inorganic phosphorus to culture media leads to the expression of osteoblast
lineage transcription factors in vascular smooth cells and the mineralization via the secretion
of matrix vesicles and apoptotic bodies.®7 In animal models (CKD in low-density
lipoprotein receptor knockout mice fed a high-fat diet, and adenine-induced CKD in rats
treated with active vitamin D3), reducing systemic phosphorus burden with phosphate
binders ameliorates the development of vascular calcification.8:2425 The importance of these
findings is underscored by the increased prevalence and severity of vascular calcification in
CKD, which in turn, is a predictor of patient survival.%:10:26.27 |n addition to contribution to
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vascular calcification, higher dietary phosphorus intakes in humans are associated with
reduced flow-mediated dilation of brachial artery, a measure of endothelial dysfunction.28
Thus, phosphorus participates in several mechanistic pathways to potentially induce/worsen
the vascular disease in CKD.

Notwithstanding the biologic plausibility linking disordered phosphorus homeostasis with
vascular disease in CKD, one potential interpretation of this study could lead us to question
the validity of using serum phosphorus as a biomarker for such abnormalities in earlier-stage
CKD. Serum phosphorus represents <1% of the total body phosphorus and the serum
phosphorus levels in patients with earlier-stage CKD are significantly lower than the
concentrations that induce mineralization in cell cultures. Most of the studies linking serum
phosphorus with risk of death have been performed in patients undergoing maintenance
dialysis, a population with significantly higher serum phosphorus levels than are typically
observed in patients with earlier-stage CKD.12 At least five studies have previously
examined the association of serum phosphorus with the risk of death in individuals with
CKD not undergoing renal replacement therapies.13-16:19 Although four of these five studies
demonstrated a higher risk of death with higher serum phosphorus levels, but within the
reference range, post hoc analyses of the MDRD was unable to validate this
association.13-16 Moreover, each of these studies included a selected patient population that
potentially may limit the external validity of their findings—two were post hoc analyses of
randomized controlled clinical trials (Cholesterol and Recurrent Events, CARE, which
included a subgroup analyses of individuals with CKD, and MDRD),3.19 two were nearly
or completely exclusively limited to male veterans, 1415 and one was a single-center study of
patients with advanced CKD (mean eGFR, 13 ml/min per 1.73 m2) with significantly higher
serum phosphorus than generally seen in earlier stages of CKD.16 In contrast, our study
cohort of individuals with CKD was derived from community-based screening of high-risk
individuals and, thus differs from the CKD populations included in the studies to date.
Indeed, the overall mortality rate in our study cohort (21.5 per 1000 patient-years) was
considerably lower than in the two studies from the Veterans Administration (141 and 119
per 1000 patient-years, respectively).1415 This consideration may allow an alternative
interpretation of our findings that serum phosphorus is not an independent predictor of
mortality in a lower-risk CKD population like the one identified from community screening
efforts such as the KEEP. Thus, our findings should inform future decision making about
interventions designed to mitigate the risk of death in CKD populations identified through
community-based screening.

There is some laboratory evidence that raises the possibility that disordered phosphorus
homeostasis may also contribute to the progression of CKD. In animal models, CKD is
associated with intrarenal calcification that is ameliorated with dietary phosphorus
restriction.2%-32 Furthermore, individuals with proteinuric diabetic kidney disease with renal
artery calcification are more likely to progress to ESRD.33 At least three previous studies
have demonstrated an association between serum phosphorus and CKD progression—one
was a post hoc analysis of a randomized controlled clinical trial (African American Study of
Kidney Disease), the second was limited to male veterans, and the third enrolled individuals
with advanced CKD with significantly higher serum phosphorus levels.16-18 |n contrast, our
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study could not validate the findings from these previous publications even with the use of
models that accounted for competing risk of mortality for the ESRD outcome. Caution must
be exercised in interpreting the modest statistical interaction of the outcome with
albuminuria and serum calcium levels as our analyses were not adjusted for multiple
comparisons. Like for mortality, there are two potential interpretation of our findings—
either serum phosphorus is not a predictor of progression to ESRD in early-stage CKD or is
not an appropriate biomarker for this outcome in relatively low-risk populations identified
by community-wide screening. Indeed, the rate of progression to ESRD (8.5/1000 patient
years) was considerably lower than the rate of 89/1000 patient-years in the study by
Schwarz et al.1” and 67% of the study population reaching ESRD over 0.9 years in the study
by Voormolen et al.16 Nevertheless, the association of serum phosphorus with progression
of CKD should be examined in other cohorts with differing levels of risk of progression to
ESRD to adequately guide risk assessment in clinical practice.

The primary goal of this analysis was to determine whether access to care confounds the
relationship between serum phosphorus and risk of death and/or progression to ESRD in
individuals with early-stage CKD. To date, study of three independent cohorts has provided
consistent evidence for higher serum phosphorus levels in individuals with lower
socioeconomic status.20:34:35 Consistent with these findings, in our study cohort, individuals
in the highest quartile of serum phosphorus were somewhat less likely to have health
insurance. However, the lack of any significant association between serum phosphorus and
risk of death and/or progression to ESRD made testing our primary hypothesis moot.

Despite the strengths of a large sample size with substantial racial diversity and significant
external validity from a CKD cohort derived from community-based screening of high-risk
individuals, our findings have to be considered in light of the potential limitations of the
study. First, serum phosphorus was measured only once at the time of screening and no data
on interval measurements or treatments were available. However, this is unlikely to be the
reason for the difference between our findings from the previous publications as five of the
seven preceding studies also used data from a single baseline visit.13:15.17-19 Second, the
serum phosphorus levels are affected by dietary intakes and vary during the course of the
day. There was no standardization of collection of blood samples vis-a-vis meals. However,
measurements of serum phosphorus in all but one of the preceding studies also reflected
random values.14-17:19 Third, similar to the previously published observational studies
examining this issue, the finding of the association between serum phosphorus and prevalent
cardiovascular disease is also subject to residual confounding. Fourth, the follow-up period
of 2.1-2.3 years was relatively short. However, only two studies—post hoc analyses of the
MDRD and the AASK clinical trials—had longer follow-up period (10.3 and 4.0 years,
respectively);18:19 for each of the other studies, the follow-up period ranged from 0.9 to 2.1
years.14-17 Fifth, the number of ESRD events was relatively modest and our study may not
have been adequately powered to detect an association with this outcome. Nevertheless, the
sample size of our study is the largest population with early-stage CKD in which this
association has been examined thus far. Sixth, the study population was identified from a
self-referred community-based population of high-risk individuals who participated in a
CKD screening program. Seventh, data on other relevant measures like fibroblast growth
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factor-23 and urinary phosphorus excretion were not available. Finally, by linking data from
KEEP with national registries, we were able to assess the association of serum phosphorus
with ESRD and mortality, but not cardiovascular events, which may be an equally relevant
clinical outcome.

In conclusion, in this large cohort of individuals with early-stage CKD identified from
community-based screening of a high-risk population, there was no demonstrable
association between serum phosphorus levels and the risk of either mortality or progression
to ESRD. Thus, care must be exercised in using serum phosphorus levels as a biomarker for
disordered phosphorus homeostasis in individuals with early-stage CKD identified during
community-based screening. Future studies should determine whether alternative measures
such as urinary phosphorus excretion better capture the putative risk with phosphorus in
early-stage CKD and should be the target for cardiovascular risk reduction in this patient
population.

Materials and Methods

Study participants, procedures, and definitions

KEEP, a nationwide program to screen individuals at high risk for CKD (individuals >18
years of age with a history of diabetes or hypertension, or first-degree relatives with
diabetes, hypertension, or kidney disease), was launched by the National Kidney Foundation
on 1 January 2000. Measurement of serum calcium, phosphorus, and parathyroid hormone
for individuals identified to have an eGFR <60 ml/min per 1.73 m2 was included in the
screening procedures starting in November 2005. Demographic data (age, gender, race, and
highest educational level), clinical conditions, and barriers to access to care (subject report
of difficulty in getting care, availability of health insurance, and timing of last visit to a
doctor) were determined through a questionnaire administered at the screening visit.
Subjects were deemed to be aware of their CKD if they answered ‘yes’ to the question: have
you ever been told by a doctor or a health-care professional that you have kidney disease.
Blood glucose concentration and semiquantitative ascertainment of alouminuria were
ascertained by point-of-care testing on the day of screening; venipuncture was performed for
additional testing as indicated.

Diabetes was defined as history of diabetes (self-report or retinopathy), use of medications
to treat diabetes, or fasting blood glucose level >126 mg/dl or nonfasting blood glucose
level >200 mg/dl in the absence of self-report or medication use. Hypertension was defined
as self-report, use of antihypertensive medications, or systolic blood pressure >130 mm Hg
or diastolic blood pressure >80 mm Hg. History of cardiovascular disease was defined as
self-reported history of heart attack, heart angioplasty, bypass surgery, heart failure,
abnormal heart rhythm, or stroke. Dyslipidemia was defined as a positive history (self-report
or taking lipid-lowering medications), or total cholesterol >200 mg/dl or triglycerides >150
mg/dl.
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Laboratory measurements

Blood samples collected at the time of screening were shipped to a central laboratory for
additional testing. For the period from November 2005 to 15 June 2008, testing was
performed by Central Laboratory Services (Van Nuys, CA; n=5234; mean serum
phosphorus, 3.78 + 0.65 mg/dl); all subsequent testing was performed at Quest Diagnostics
(Wood Dale, IL; n=5438; mean serum phosphorus, 3.63 = 0.56 mg/dl). Hemoglobin, lipid
panel, and serum creatinine were measured for all participants. Serum creatinine
measurements in each of the two laboratories were calibrated to the Cleveland Clinic
Research Laboratory. eGFR was estimated using the CKD Epidemiology Collaboration
(CKD-Epi) equation.3® Serum calcium, phosphorus, and parathyroid hormone were
measured for participants with eGFR <60 ml/min per 1.73 m2. Serum phosphorus was
measured with an auto analyzer using the molybedate reaction and the coefficient of
variation ranged from 1 to 3%. Serum parathyroid hormone was measured using a two-site
chemiluminescent enzyme-labeled immunometric assay with a coefficient of variation of
4.0-6.5%. Glycosylated hemoglobin was measured for participants with self-reported
diabetes or with point-of-care measurement of blood glucose consistent with diabetes using
an immunoturbidometric method.

Determination of outcomes

The KEEP data were linked to the Social Security Administration Master Death File at the
National Death Index to determine all-cause mortality. The occurrence of ESRD was
determined by linking the data to that from the United States Renal Data System. All
outcomes were ascertained through December 2010.

Statistical analyses

Participant characteristics were described by dividing the study population into quartiles of
serum phosphorus (<3.3, >3.3to 3.7, >3.7 to 4.1, and >4.1 mg/dl). For categorical variables,
the differences in proportions across phosphorus groups were tested using the y2 test of
independence. Continuous data are presented as mean + s.d. or median with interquartile
range, and differences between groups were tested by using one-way analysis of variance, or
Kruskall-Wallis test, respectively. Logistic regression analysis was used to test the
association of quartile of serum phosphorus with prevalent cardiovascular disease. Time-to-
event survival analysis using Cox proportional hazards was used to determine the
association of quartile of baseline serum phosphorus with all-cause mortality, or progression
to ESRD, or a composite outcome of death or progression to ESRD. Additional analyses
were done for ESRD outcome using a competing risk model, with mortality as a competing
risk.

Three nested sets of covariates were examined for all statistical models to adjust for
potential confounding variables—(1) demographics (age, gender, race/ethnicity, highest
education), year of screening, traditional cardiovascular risk factors (diabetes, hypertension,
dyslipidemia, current tobacco use, body mass index), and severity of chronic kidney disease
(estimated glomerular filtration rate and albuminuria); (2) variables in model 1 plus
laboratory parameters (plasma glucose, calcium, parathyroid hormone, and hemoglobin) for
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additional adjustment for severity of CKD; and (3) variables in model 2 plus CKD
awareness and medical insurance.

To test the robustness of the results, post hoc survival analyses for each of the two outcomes
(death and ESRD progression) were performed in subgroups based on 12 variables (age,
gender, race, highest education, CKD awareness, eGFR, albuminuria, diabetes, systolic
blood pressure, serum calcium, parathyroid hormone, and laboratory used for measurement).
Furthermore, results were re-examined dividing the entire population based upon tertiles and
deciles of serum phosphorus.

All analyses were performed using SAS 9.1 (Cary, NC; www.sas.com).
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Figure 1.

Kaplan—Meier survival analysis of time to death in individuals identified to have chronic

kidney disease by quartiles of baseline serum phosphorus (Phos).
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Figure 2. Forest plot showing hazards ratio with 95% confidenceinterval for the association

between quartiles of serum phosphorus and all-cause mortality in subgroups based on 12

variablesand in the entire study population
The range of serum phosphorus for each of the four quartiles were: quartile 1, <3.3 mg/dl

(reference); quartile 2, >3.3 to 3.7 mg/dl; quartile 3, >3.7 to 4.1 mg/dl; and quartile 4, >4.1
mg/dl. All analyses are adjusted for the following covariates (except for the variable used to
define the subgroup in each case): age, gender, race/ethnicity, year of screening, diabetes,
hypertension, dyslipidemia, current tobacco use, body mass index, estimated glomerular

filtration rate (eGFR), albuminuria, plasma glucose, calcium, parathyroid hormone,
hemoglobin, chronic kidney disease (CKD) awareness, and health insurance.
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Figure 3.
Kaplan—Meier survival analysis of time to end-stage renal disease (ESRD) in individuals

identified to have chronic kidney disease by quartiles of baseline serum phosphorus (Phos).
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Figure4. Forest plot showing hazards ratio with 95% confidenceinterval for the association
between quartiles of serum phosphorus and progression to end-stage renal disease (ESRD) in
subgroupsbased on 12 variables and in the entire study population

The range of serum phosphorus for each of the four quartiles were: quartile 1, <3.3 mg/dl
(reference); quartile 2, >3.3 to 3.7 mg/dl; quartile 3, >3.7 to 4.1 mg/dl; and quartile 4, >4.1
mg/dl. All analyses are adjusted for the following covariates (except for the variable used to
define the subgroup in each case): age, gender, race/ethnicity, year of screening, diabetes,
hypertension, dyslipidemia, current tobacco use, body mass index, estimated glomerular
filtration rate (eGFR), albuminuria, plasma glucose, calcium, parathyroid hormone,
hemoglobin, chronic kidney disease (CKD) awareness, and health insurance. Please note
that there was only one event of end-stage renal disease in individuals with albumin-
creatinine ratio of <30 in quartile 3 of serum phosphorus.
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Figure5.
Kaplan—Meier survival analysis of time to death or end-stage renal disease (ESRD) in

individuals identified to have chronic kidney disease by quartiles of baseline serum
phosphorus (Phos).
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