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Type 1 Diabetes in Children With
Genetic Risk May Be Predicted Very
Early With a Blood miRNA

Diabetes Care 2022;45:e77—e79 | https://doi.org/10.2337/dc21-2120

Progression to clinical type 1 diabetes is
monitored through the appearance of
islet autoantibodies against pancreatic
B-cell antigens, and most children with
two or more autoantibodies progress
to disease (1). However, autoantibod-
ies indicate already active islet auto-
immunity, and by that time, loss of
immune tolerance may have reached a
point of no return. Thus, there is an
urgent need for biomarkers that would
predict the disease before the appear-
ance of islet autoantibodies and provide
a longer window for intervention. New
biomarkers might help identify optimal
sets of subjects for clinical trials or a sub-
group of patients who may be more
likely to benefit from a given therapy.
MicroRNAs (miRNAs) secreted in extra-
cellular vesicles have been detected in
blood and may have biomarker potential

(2). Several studies have shown the use-
fulness of miRNAs as biomarkers for
many diseases (reviewed in Das et al.
[3]). Aberrant miRNA expression has
been observed in sera of patients with
type 1 diabetes (reviewed in Ventriglia
et al. [4]). However, most miRNA studies
have analyzed samples at or after the
onset of clinical type 1 diabetes.

Here, we analyzed whether we can
detect changes in miRNA levels before
and during islet autoimmunity in whole-
blood samples from children with HLA-
conferred risk of type 1 diabetes partici-
pating in the Type 1 Diabetes Prediction
and Prevention (DIPP) study (5). Children
from the DIPP study with high HLA-con-
ferred risk were followed up, and whole-
blood samples were collected at multi-
ple time points. Case-control matching
was based on HLA-DQB1 genotype, date
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and place of birth, and sex, as described
earlier (5). To study genome-wide miRNA
profiles before the clinical presentation
of type 1 diabetes, we first performed
miRNA sequencing (miRNA-seq) on 87
longitudinal samples collected from four
multiple-autoantibody—positive case sub-
jects and matched autoantibody-nega-
tive control subjects (Fig. 1A, miRNA-seq
discovery cohort) using the Illumina
HiSeq 2500 platform. A linear mixed-
effects model for each miRNA was used
to test differential expression between
case and control subjects. The most sig-
nificantly upregulated miRNA in case sub-
jects was hsa-miR-6868-3p (P < 0.001),
which was not previously associated with
type 1 diabetes. Interestingly, hsa-miR-
6868-3p was upregulated before serocon-
version (Fig. 1B). We confirmed the find-
ing (P < 0.001) on these and 10

YTurku Bioscience Centre, University of Turku and Abo Akademi University, Turku, Finland
2InFLAMES Research Flagship Center, University of Turku, Turku, Finland

3Research Centre for Integrative Physiology and Pharmacology, Institute of Biomedicine, University of Turku, Turku, Finland
“Centre for Population Health Research, University of Turku and Turku University Hospital, Turku, Finland

°Research Centre of Applied and Preventive Cardiovascular Medicine, University of Turku, Turku, Finland

®Pediatric Research Center, Children's Hospital, University of Helsinki and Helsinki University Hospital, Helsinki, Finland
’Research Program for Clinical and Molecular Metabolism, Faculty of Medicine, University of Helsinki, Helsinki, Finland
8Department of Virology, Faculty of Medicine and Biosciences, University of Tampere, Tampere, Finland

%Fimlab Laboratories, Pirkanmaa Hospital District, Tampere, Finland

%mmunogenetics Laboratory, Institute of Biomedicine, University of Turku, Turku, Finland
Y pepartment of Pediatrics, PEDEGO Research Unit, Medical Research Centre, University of Oulu, Oulu, Finland
12pepartment of Children and Adolescents, Oulu University Hospital, Oulu, Finland
13pepartment of Pediatrics, Turku University Hospital, Turku, Finland

Y centre for Child Health Research, Tampere University Hospital, Tampere, Finland
Lnstitute of Biomedicine, University of Turku, Turku, Finland

Corresponding author: Riitta Lahesmaa, rilahes@utu.fi, or Laura L. Elo, laura.elo@utu.fi

Laura L. Elo, laura.elo@utu.fi Laura L. Elo, laura.elo@utu.fi
Received 12 October 2021 and accepted 20 January 2022

T.S. and U.U.K. contributed equally to this work.

© 2022 by the American Diabetes Association. Readers may use this article as long as the work is properly cited, the use is educational and not
for profit, and the work is not altered. More information is available at https://www.diabetesjournals.org/journals/pages/license.

pd'0Z1Z1.2oP/Y06S L /LL8]YISH/iPd-0|0ILIe/81E0/WO00 IIEYDIOANIS EPE//:dRY WOl) PapEo|UMOQ

°
i
3
m
=
7
I
(]
@
[}
m
=
<
>
=l
o
2
&



mailto:rilahes@utu.fi
mailto:laura.elo@utu.fi
https://www.diabetesjournals.org/journals/pages/license
http://crossmark.crossref.org/dialog/?doi=10.2337/dc21-2120&domain=pdf&date_stamp=2022-03-22

e78 Blood miRNA Prediction of Diabetes in Children Diabetes Care Volume 45, April 2022

A miRNA-seq discovery TagMan validation B
.—Q—Q—Q—Q—xb—.* o = Case
@
00--0--0--0------ °---0 = 5
o w
X e . (g‘; - = Control
o
--0--0--@------ *--9--0--0--0--0--0 - g ‘ . . . |
X -40 -20 0 20 40
0o e e e e e 000 Time from seroconversion (months)
X
o
@@ ®------ *--0--0--9--0 2] = Case
=
[
T T T T T T 1 o - = Control
0 12 24 36 48 60 72 g ontro
Age (months) ° T T T T 1
-40 -20 0 20 40
miRNA-seq validation Time from seroconversion (months)
o—o ¥
° o
te g o = Control
o ;2 * [T
°--0 5
o—eo § ¥ g
oo 3 =
(3] S T T T T 1
° o ¥*
L -40 -20 0 20 40
* e X Xk
.'_', N ¥ *‘ Time from seroconversion (months)
313% *
o--o g e g = Case
o -—----- o ¥ o X * = Case \__/\/\/
- :& * —X * = Control z .,
A X Seroconversion (S
o Control
b § * Diagnosis g £ Contro
I T T T T T ] T T T T T T T T T T T T T T 1 -8 ‘ . , : |
0 12 24 36 48 60 72 0 12 24 36 48 60 72 84 96 120 144 168 _40 _20 0 20 40
Age (months) Age (months) Time from seroconversion (months)
C D P <0.001 E 2 4
T he . P<0.001 R = Case = Control (0.34,0.86)
s oo ' : @
o '-E. . 2 4
- S 8 « ® Z = ) 2>
-8 B s g-
s I / . . P £
o = F % O 2 TP25
[SECE VAN o « & < Efl lo
o = 4 | .
g | \\ P2 g* ° TN 19
beitil B ) ) &
- SR s . 5 ]
o’ ., O 4
N : i © o . © g AUC =0.76
T T T 1 T T T 1 r T T T T 1
10 20 30 40 0 50 100 150 0.0 0.2 0.4 0.6 0.8 1.0
Age (months) Age (months) 1-Specificity

log, RPM
N W A o

- ;
O -@
<
= o
= e g 10 © o
H i
=S A Sl
NS e = " i
' 1 1
0 —o -m-m#-cb-—&s--o-o--mo--wm-—oco—-oo— -0
[ T T T T T T T T T T T T T 1
5 § & & B8 § g ¢ 2 g & g8 g £ g E 5 ¥ o 9 3
8 e ¢ 3 o £ § = 3 2 3 5 2 § 3 =8 5 888 &
& o} S o s © 5 - K} 54 9] o o = =3 Qo o o O ©
n c < n = - o] (2] (&) + 2
@ o a o A T X S
o o < o Q £
g * © 8
=z (6

Figure 1-hsa-miR-6868-3p as early marker for type 1 diabetes. A: The samples from the miRNA-seq discovery cohort (top left), the miRNA-seq vali-
dation cohort (bottom left), and the TagMan validation cohort (right). Each line is an individual, and each dot is a PAXgene sample. B: The line plots
showing the expression profiles of hsa-miR-6868-3p for the four case-control pairs of the discovery cohort. The plots are seroconversion centered.
CPM, counts per million. C: Line plots showing the average longitudinal case-control profiles of hsa-miR-6868-3p in the validation cohort. Each red
and blue dot shows a case or a control sample, respectively. The dashed lines show average expression, and the gray area shows a 95% confidence
interval. D: TagMan expression of hsa-miR-6868-3p over time in 29 case-control pairs. The P value shown at the top was obtained from the linear
mixed-effects model. E: ROC analysis showing the performance of hsa-miR-6868-3p in differentiating the DIPP case subjects from control subjects
in samples before the appearance of islet autoantibodies. The delta Ct values were adjusted using linear regression with HLA type (DR3/DR4, DR3/
DR3, DR4/DR4, DR3/other, and DR4/other) and TagMan plate as explanatory variables. The resulting residuals were used to normalize the possible
effects of HLA and plate. True positives (TP), true negatives (TN), false positives (FP), and false negatives (FN), as predicted by the model, are shown
on the plot. AUC, area under the curve. F: The expression profile of hsa-miR-6868-3p across different tissues. The reads per million (RPM) data
were taken from miRmine database (https://guanfiles.dcmb.med.umich.edu/mirmine/index.html). G: Expression of hsa-miR-6868-3p in blood cells
of healthy donors (n = 3). Each dot represents an individual.
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additional case-control pairs using miRNA-
seq of two time points before sero-
conversion (Fig. 1A, miRNA-seq validation
cohort, and Fig. 1C).

We further confirmed the miRNA
upregulation by TagMan quantitative RT-
PCR assay in samples collected from 29
case-control pairs, of which 14 were
included in the miRNA-seq analysis (Fig.
1A, TagMan validation). A strong correla-
tion (r = 0.75) was observed between
the sequencing and TagMan results for
hsa-miR-6868-3p expression. The Tag-
Man data showed higher hsa-miR-6868-
3p expression in cases than controls
(P < 0.001) across the time points
(Fig. 1D), convincingly recapitulating
the miRNA-seq result.

Given the early upregulation of hsa-
miR-6868-3p, we tested whether the
miRNA can distinguish the 29 case sub-
jects from control subjects before sero-
conversion, using the average expression
before seroconversion for a given child.
The changes in threshold cycle (delta Ct)
expression values, calculated relative to
hsa-miR-191-5p, were adjusted for indi-
vidual HLA type and TagMan plates
using a linear model. The area under
the receiver operating characteristic
(ROC) curve was 0.76 (Fig. 1E), sug-
gesting that the miRNA may indeed
serve as a screening biomarker for
the stratification of children at
increased genetic risk for type 1
diabetes.

In addition to being expressed in
blood, breast, and brain, the miRNA is
expressed in the pancreas (Fig. 1F), pre-
senting an interesting possibility that its
upregulation in blood samples of case
children originates from the pancreas
and circulates through blood under
inflammatory conditions. It is important
to note that this miRNA may also
come from blood lymphocytes, given
its expression in these cells (Fig. 1G).

The ROC analysis implied that hsa-miR-
6868-3p may serve as a screening bio-
marker for the stratification of children at

risk for islet autoimmunity. However, the
small cohort size of 58 study subjects is a
limitation of the study, and the finding
should be validated in whole-blood sam-
ples of an independent, preferably larger
cohort. For a screening biomarker, high
sensitivity is preferred over high specificity
(i.e., false negatives are of more concern
than false positives). The current model
reaches a higher sensitivity of 0.86 at the
specificity of 0.66. It remains to be seen
whether combining hsa-miR-6868-3p
with other miRNAs or mRNAs will
improve the performance of the pre-
dictive model. It will also be interest-
ing to determine whether the miRNA
expression correlates with the time from
seroconversion to clinical disease.
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