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Abstract

Interest in microRNAs (miRNAs) has dramatically increased in recent years not only because they regulate mRNA expression,
and thus many physiological or pathophysiological processes, but also because they could serve as biomarkers. Next to analysis
of tissue miRNA expression, measurement in body fluids such as blood or urine is attractive because miRNA in microvesicles or
bound to protein is very stable. Currently it is unclear whether these circulating miRNAs are tissue and disease specific or
represent more general pathologies like inflammation. In addition pre-analytical sample handling and variable analysis
techniques affect the results and thus much more work needs to be done before one can draw a final conclusion about their

clinical utility.
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MicroRNAs (miRNAs) are evolutionarily conserved, endogenous,
non-coding RNAs. They are between 21 and 25 nucleotides in size
and regulate gene expression by binding to the 3’-untranslated
region of target mRNAs. Until now, ~3000 human miRNAs have
been identified and are estimated to regulate as many as 30% of
all human mRNA transcripts [1]. In 2007, Valadi et al. [2] reported
that cells also export miRNAs from the intra- to the extracellular
space in vitro [2] and only 1 year later Chim et al. [3] isolated
placental miRNA from maternal plasma. The exact roles of the
circulating miRNAs are yet to be defined, but several lines of evi-
dence suggest that they are not just ‘waste’ products disposed
from cells, but rather play a significant role in intercellular
communication [1]. For example, in renal disease patients, the
cardiovascular adaption to physical exercise has recently been
postulated to be mediated by changes in miRNA expression
profiles [4], and in an animal model, structural effects of erythro-
poietin on the kidney are mediated by miRNAs [5].

Circulating miRNAs are also attractive biomarker candidates.
In contrast to protein-free miRNAs, present in body fluids such as
serum or urine, protein-bound or microvesicle-derived miRNAs

(such as those in exosomes, microparticles, oncosomes or apop-
totic bodies) are highly stable [6] because they are protected from
nuclease degradation by these microvesicles or by binding to
plasma components like high-density lipoprotein cholesterol or
proteins such as Argonaute 2 or nucleophosmin [1]. At least con-
ceptually, their expression profile in the blood or urine could mir-
ror changes in cells involved in a particular disease process, since
these cells might shed a defined population of miRNAs, for
example, by secretion of miRNA-containing exosomes [7].
Oncology was the first medical discipline that investigated
miRNAs for their diagnostic potential. Differences in the levels
of circulating serum-derived miRNA-21, -155 and -210 were
associated with the diagnosis of large B-cell lymphoma [8],
miRNA-141 with prostate cancer [9] and miRNA-25 and -223
with lung cancer when compared with healthy controls [10].
Since then, numerous authors have reported on the value of
miRNAs as biomarkers in areas other than oncology, but some
of these reports, and the conclusions derived, require critical
revision, as summarized by Witwer [11]. As demonstrated by
Mitchel et al. [9], circulating levels of miRNA-141 are able to
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distinguish patients with prostate cancer from healthy controls.
However, miRNA-141 has also been found to be elevated in plas-
ma samples of patients with other epithelial cancers. This prob-
lem of multiple associations of one (or even a combination of
several) miRNAs with different diseases has also been described
for other miRNA species. Besides the fact that these findings
dampen the enthusiasm that we will soon be able to routinely
employ miRNA profiles as biomarkers for increasing diagnostic
sensitivity and/or specificity, they also raise the question
whether indeed circulating miRNAs are specific at all or merely
reflect general disease states, such as inflammation.

In line with the latter assumption, Haider et al. [12] showed
that changes in circulating miRNA-16, -155, -21 and -126 are
associated with at least 10 non-neoplastic conditions [12].
Nonetheless, this does not exclude that some circulating miRNAs
are specific for certain pathologies or that miRNAs might support
clinical decision making, even once a disease has already been
diagnosed. Unfortunately, however, results reported by one
group often cannot be replicated by others. In his review, Witwer
[11] analysed 32 papers dealing with breast cancer patients only.
In total, 143 miRNAs were reported to be differentially regulated,
100 of them in a single publication. Of the remaining 43, discord-
ant expression results (like up-regulation of miRNA expression
in one report but down-regulation in another) were reported for
25 miRNAs. Robust concordant expression compared with con-
trols (i.e. a >2-fold change in more than one paper), however,
was reported for only 10 miRNAs. Interestingly, reproducible re-
sults were mostly reported when the same group performed
the experiments, suggesting that pre-analytic factors (e.g.
serum, plasma or whole blood, total or microvesicle-derived
miRNAs) and the use of correct and stable reference miRNAs
for quantification are crucial. Importantly, detection of miRNA
levels is known to be heavily dependent on the isolation methods
for miRNAs [13, 14] as well on the deep-sequencing or microarray
platforms employed for expression profiling [15].

Despite these reservations, circulating miRNAs are an inter-
esting area of research not only in oncology, but also in diabetes
[16], cardiovascular medicine [17, 18] and nephrology, where they
have important roles during kidney development, homeostasis
and disease. Our group performed quantitative polymerase
chain reaction miRNA and microarray mRNA expression profiling
on renal biopsy sections in discovery and validation cohorts [19]
to differentiate stable and progressive cases of chronic kidney
disease (CKD). Subsequently, differential expression data of
miRNAs were inversely correlated with predicted mRNA targets,
which were further characterized by Kyoto Encyclopedia of
Genes and Genomes pathway analysis. In the discovery cohort,
we observed that miRNA-30d, -140-3p, -532-3p, -194, -190, -204
and -206 were down-regulated in progressive cases of CKD and
inversely correlated with 29 up-regulated target mRNAs. These
were involved in inflammatory response, cell-cell interaction,
apoptosis and intracellular signalling. In the validation cohort,
we were able to confirm decreased expression of miRNA-206
and -532-3p and an inverse correlation of these miRNAs with
the expression of 9 of 12 predicted mRNA target genes.

In this issue of Clinical Kidney Journal, Brigant et al. [20] report
their results about circulating miRNA levels in controls and
patients with various stages of chronic kidney disease (CKD
stages 3-5, haemodialysis and after renal transplantation).
Based on initial experimental data, they focused on five miRNA
species. The strength of the study is that the authors used a
‘spike’ in miRNA as an internal control to avoid a bias introduced
by an unreliable reference gene; in addition, they correlated their
miRNA findings with established serum markers of uraemic

toxicity such as indoxyl sulphate, p-cresyl sulphate or serum
parathyroid hormone and phosphate levels. In stage 3-5 CKD
patients, expression of all five miRNA levels was found to be in-
creased in serum. In contrast, expression of these miRNA levels
was decreased after transplantation when compared with con-
trol subjects; in haemodialysis patients, some were up-regulated,
while others were down-regulated. A potential concern regarding
the study is the fact that comorbidities, medication used and
even some demographic features such as age, which also affect
miRNA expression profiles, were not perfectly matched between
groups. Clinical data on renal clearance of miRNAs are sparse, but
in case of acute myocardial infarction it has been suggested that
a change in glomerular filtration rate affects serum levels of
miRNAs [21]. This is in contrast to a paper by Neal et al. [22],
who reported that total miRNA levels and levels of five specific
miRNAs (-16, -21, 155, -210 and -638) all were reduced in patients
with advanced renal failure when compared with controls [22].
Circulating miRNA-499 (a marker for myocardial injury) levels
are reduced during haemodialysis [23], in contrast to the serum
concentrations of miRNA-21 and -210 [24]. In nephrotic syn-
drome and focal segmental glomerulosclerosis, a specific profile
of miRNAs was described by several authors [25, 26]. The same is
reported for diabetic nephropathy [27], systemic vasculitis [28]
and lupus nephritis [29]. Circulating miRNA-21 might serve as a
biomarker for kidney fibrosis [30] and Sui et al. [31] and Bijkerk
et al. [32] reported the use of miRNAs in renal transplantation.
Finally, Lorenzen [33] summarized the miRNA expression profile
changes in renal ischaemia-reperfusion injury.

As far as the pathogenesis of the altered expression profiles
of the miRNAs investigated by Brigant et al. [20] is concerned, sev-
eral options besides differences in renal clearance are possible.
An important question in this context, which was not answered
by the authors in their study, is whether circulating miRNAs
indeed reflect changes in the tissue or cells they are predicted
to be derived from (in the case of the study by Brigant et al., the
injured kidney or renal cells) or reflect a more general pathology.
In this respect, most circulating miRNAs have been shown to
originate from blood or endothelial cells [20]. Thus it would be
of utmost importance to investigate the origin of serum-derived
miRNAs described in this or other studies dealing with circulat-
ing miRNAs. If differentially expressed serum miRNAs are
derived from kidney-related exosomes, these exosomes should
exhibit hallmarks of surface proteins, which are also found in
kidney cells (such as renal cells). The rationale behind this
assumption is that exosomes are produced from cells by fusion
of multivesicular bodies with the cellular membrane and hence
will contain host cell-derived protein surface markers.

Exosomes have been reported to be preferentially secreted
from cells under stress conditions [6]. Therefore, one might also
speculate that the increased abundance of miRNAs observed by
Brigant et al. might be an indication of progressive endothelial
stress (not only within the kidney) and subsequent increase in
the abundance of exosomes, coinciding with more advanced
renal failure. Following renal transplantation, which will subse-
quently reverse cellular stress, the abundance of serum-derived
miRNAs also reverses, which is compatible with this assumption.
Alternatively, it is also possible that the differences in miRNA
abundance reflect inflammation in general since the levels
in subjects after transplantation, under immunosuppressive
therapy, are below those observed in healthy controls.

Despite these open questions, the findings by Brigant et al. [20]
might serve as a starting point for additional efforts to clarify the
role of circulating miRNAs and microvesicles as prognostic or
predictive biomarkers in renal disease subjects.



CLiINICAL KIDNEY JOURNAL

Conflict of interest statement

None declared.

References

1.

10.

11.

12.

13.

14.

15.

Wang F, Chen C, Wang D. Circulating microRNAs in cardio-
vascular disease: from biomarkers to therapeutic targets.
Front Med 2014; 8: 404418

Valadi H, Ekstrom K, Bossios A et al. Exosome-mediated
transfer of mRNAs and microRNAs is a novel mechanism
of genetic exchange between cells. Nat Cell Biol 2007; 9:
654-659

Chim SS, Shing TK, Hung EC et al. Detection and characteriza-
tion of placental microRNAs in maternal plasma. Clin Chem
2008; 54: 482-490

Van Craenenbroeck AH, Ledeganck KJ, Van Ackeren K et al.
Plasma levels of microRNA in chronic kidney disease:
patterns in acute and chronic exercise. Am ] Physiol Heart
Circ Physiol 2015; 309: H2008-H2016

Zhou Y, FangL, Lu Y et al. Erythropoietin protects the tubular
basement membrane by promoting the bone marrow to
release extracellular vesicles containing tPA-targeting miR-
144. Am ] Physiol Renal Physiol 2016; 310: F27-F40

Villarroya Beltri C, Baixauli F, Guttierrez-Vazquez C et al.
Sorting it out: regulation of exosome loading. Semin Cancer
Biol 2014; 28: 3-13

Duttagupta R, JiangR, Gollub] et al. Impact of cellular miRNAs
on circulating miRNA biomarker signatures. PLoS One 2011; 6:
20769

Lawrie CH, Gal S, Dunlop HM et al. Detection of elevated
levels of tumor-associated microRNAs in serum of patients
with diffuse large B-cell lymphoma. Br ] Haematol 2008; 141:
672-675

Mitchell PS, Parkin RK, Kroh EM et al. Circulating microRNAs
as stable blood-based markers for cancer detection. Proc Natl
Acad Sci USA 2008; 105: 10513-10518

Chen X, Ba Y, Ma L et al. Characterization of microRNAs in
serum: a novel class of biomarkers for diagnosis of cancer
and other diseases. Cell Res 2008; 18: 997-1006

Witwer KW. Circulating microRNA biomarker studies: pitfalls
and potential solutions. Clin Chem 2015; 61: 56-63

Haider BA, Baras AS, McCall MN et al. A critical evaluation of
microRNA biomarkers in non-neoplastic disease. PLoS One
2014; 9: e89565

Van Deun ], Mestdagh P, Sormunen R et al. The impact of
disparate isolation methods for extracellular vesicles on
downstream RNA profiling. ] Extracell Vesicles 2014; 3: 24858.
doi.org/10.3402/jev.v3.24858

Alvarez ML, Khosroheidari M, Kanchi Ravi Ret al. Comparison
of protein, microRNA, and mRNA yields using
different methods of urinary exosome isolation for the dis-
covery of kidney disease biomarkers. Kidney Int 2012; 82:
1024-1032

Mestdagh P, Hartmann N, Baeriswyl L et al. Evaluation of
quantitative miRNA expression platforms in the
microRNA quality control (miRQC) study. Nat Methods 2014;
11: 809-815

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

31.

32.

33.

Editorial Comment | 29

Raffort ], Hinault C, Dumortier O et al. Circulating micro RNAs
and diabetes: potential applications in medical practise.
Diabetologia 2015; 58: 1978-1992

Min PK, Chan SY. The biology of circulating microRNAs in
cardiovascular disease. Eur ] Clin Invest 2015; 45: 860-874
Kaudwitz D, Zampetaki A, Mayr M. MicroRNA biomarkers for
coronary artery disease? Curr Atheroscler Rep 2015; 17: 70. doi:
10.1007/511883-015-0548-z

Rudnicki M, Perco P, D Haene B et al. Renal microRNA- and
RNA-profiles in progressive chronic kidney disease. Eur J
Clin Invest 2016; 46: 213-226

Brigant B, Metzinger-Le Meuth V, Massy ZA et al. Serum mi-
croRNAs are altered in various stages of chronic kidney
disease: a preliminary study. Clin Kidney J 2017; 10: 30-37
Gidlof O, Andersson P, van der Pals J et al. Cardiospecific mi-
croRNA plasma levels correlate with troponin and cardiac
function in patients with ST elevation myocardial infarction,
are selectively dependent on renal elimination and can be
detected in urine samples. Cardiology 2011; 118: 217-226
Neal CS, Michael MZ, Pimlott LK et al. Circulating microRNA
expression is reduced in chronic kidney disease. Nephrol
Dial Transplant 2011; 26: 3794-3802

Emilian C, Goretti E, Prospert F et al. MicroRNAs in patients on
chronic hemodialysis (MINOS study). Clin ] Am Soc Nephrol
2012; 7: 619-623

Martino F, Lorenzen J, Schmidt ] et al. Circulating microRNAs
are not eliminated by hemodialysis. PLoS One 2012; 7: €38269
Luo Y, Wang C, Chen X et al. Increased serum and urinary
micro RNAs in children with idiopathic nephrotic syndrome.
Clin Chem 2013; 59: 658-666

Ramezani A, Devaney JM, Cohen S et al. Circulating and urin-
ary microRNA profile in focal segmental glomerulosclerosis:
a pilot study. Eur J Clin Invest 2015; 45: 394-404

Pezzolesi MG, Satake E, McDonnel KP et al. Circulating TGF-
betal regulated miRNAs and the risk of rapid progression to
ESRD in type 1 diabetes. Diabetes 2015; 64: 3285-3293
Skoglund C, Carlsen AL, Weiner M et al. Circulating microRNA
expression pattern separates patients with anti-neutrophil
cytoplasmatic antibody associated vasculitis from
healthy controls. Clin Exp Rheumatol 2015; 33(2 Suppl 89):
S64-S71

Wang W, Mou S, Wang L et al. Upregulation of serum miR-
130b-3p level is associated with renal damage in early
Lupus nephritis. Sci Rep 2015; 5: 12644. doi:10.1038/srep12644
Glowacki F, Savaray G, Gnemmi V et al. Increasing circulating
miR-21 levels are associated with kidney fibrosis. PLoS One
2013; 8: 58014

Sui W, Yang M, Li F et al. Serum microRNAs as diagnostic bio-
markers for pre- and post-kidney transplantation. Transplant
Proc 2014; 46: 3358-3362

Bijkerk R, Duijs JM, Khariroun M et al. Circulating microRNAs
associate with diabetic nephropathy and systemic micro-
vascular damage and normalize after simultaneous
pancreas—kidney transplantation. Am J Transplant 2015; 15:
1081-1090

Lorenzen JM. Vascular and circulating microRNAs in renal
ischaemia-reperfusion injury. J Physiol 2015; 593: 1777-1784




<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /PageByPage
  /Binding /Left
  /CalGrayProfile ()
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Warning
  /CompatibilityLevel 1.5
  /CompressObjects /Off
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages false
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.1000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 524288
  /LockDistillerParams false
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo false
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments true
  /PreserveOverprintSettings false
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Preserve
  /UCRandBGInfo /Remove
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
    /Courier
    /Courier-Bold
    /Courier-BoldOblique
    /Courier-Oblique
    /Helvetica
    /Helvetica-Bold
    /Helvetica-BoldOblique
    /Helvetica-Oblique
    /Symbol
    /Times-Bold
    /Times-BoldItalic
    /Times-Italic
    /Times-Roman
    /ZapfDingbats
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 150
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 175
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50286
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages false
  /ColorImageAutoFilterStrategy /JPEG2000
  /ColorACSImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 20
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 15
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 150
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 175
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50286
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages false
  /GrayImageAutoFilterStrategy /JPEG2000
  /GrayACSImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 20
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 15
  >>
  /AntiAliasMonoImages true
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 175
  /MonoImageDepth 4
  /MonoImageDownsampleThreshold 1.50286
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects true
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<
    /ENU ()
  >>
>> setdistillerparams
<<
  /HWResolution [600 600]
  /PageSize [612.000 792.000]
>> setpagedevice


