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Supplementary Table 1. Number of microRNAs measured at different detection ranges 
Percentage of  
total miRNA 

Range of read counts  
(in counts per million) 

number of miRNAs 

> 10%  > 100,000  1  
1 - 10%  10,000 - 100,000  18  
0.5 - 1%  5,000 - 10,000  12  
0.1 - 0.5%  1,000 - 5,000  37  
0.01 - 0.05%  100 - 1,000  92  
0.001 - 0.01%  10 - 100  173  
0.0001 - 0.001%  1 - 10 333  
0.00001 - 0.0001%  0.1 - 1  479  
< 0.00001%  0 - 0.1  1431 
      

 
 
Supplementary Table 2. Number of microRNAs fulfilling detection criteria at different read count 
thresholds 
Read 
count 
(cpm) 
threshold 

At least 1 
sample 

At least 50% of 
samples 

At least 75% of 
samples 

At least 90% of 
samples 

In all samples 

> 0  2106 (81.8%) 978 (38.0%) 800 (31.1%) 684 (26.6%) 467 (18.1%) 
1  1260 (48.9%) 637 (24.7%) 546 (21.2%) 466 (18.1%) 359 (13.9%) 
3  767 (29.8%) 447 (17.4%) 395 (15.3%) 360 (14.0%) 289 (11.2%) 
5  644 (25.0%) 387 (15.0%) 351 (13.6%) 320 (12.4%) 260 (10.1%) 
10  490 (19.0%) 325 (12.6%) 290 (11.3%) 260 (10.1%) 212 (8.2%) 
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Supplementary Figure 1. Confounding effects of age, BMI, regional centre, and time to centrifugation 
when excluding centrifugation times under 15 hours and above 40 hours past sample collection. 
Variance explained (R2) against p-values corrected for multiple testing for (A) age, (B) BMI at study 
enrollment, (C) regional centre of collection, and (D) time to centrifugation. 
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Supplementary Figure 2. Confounding effects of age, BMI, regional centre, and time to centrifugation 
in TMM-normalized data. Variance explained (R2) against p-values corrected for multiple testing for (A) age, 
(B) BMI at study enrollment, (C) regional centre of collection, and (D) time to centrifugation. 
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Supplementary Figure 3. Impact of miR-451a measurements on the structure of the miRNA dataset. 
(A) The distribution of Pearson correlation coefficients for correlations between miRNA data excluding miR-
451a before total depth-normalization (in red) or TMM-normalized miRNA data (in grey) and the full total 
depth-normalized miRNA dataset. When miR-451a is excluded before normalizing to total read depth, the 
remaining measurements continue to be highly correlated to the full dataset where miR-451a was not 
excluded before normalization, and it does not exert a greater impact on the data than TMM-normalization. 
(B) ICCs calculated using the full total-depth normalized dataset compared to when miR-451a is excluded. 
No substantial deviations in the calculated ICC are observed when miR-451a is excluded. 

 

Supplementary Figure 4. No correlation between log2(miR-451a/miR-23a-3p) ratio and time to 
centrifugation can be observed from our serum miRNA sequencing data.  

 

0

100

200

300

400

0.00 0.25 0.50 0.75 1.00
Pearson correlation coefficient

co
un

t

Transformed data correlated to total−depth normalized data

No miR−451a

TMM−normalized

A

0.00

0.25

0.50

0.75

1.00

0.00 0.25 0.50 0.75 1.00
miR−451a removed before total−depth normalization

to
ta

l−
de

pt
h 

no
rm

al
ize

d 
da

ta
 (c

om
pl

et
e)

B

0

10

20

30

40

5 6 7 8 9 10
log2(miR−451a/miR−23a−3p)

tim
e 

to
 c

en
tri

fu
ga

tio
n 

(h
ou

rs
)



 5 

 
Supplementary Figure 5. No correlation between serum miR-451a levels and time to centrifugation 
can be observed from our serum miRNA sequencing data. Figure shows serum miR-451a levels (counts 
per million) against time to centrifugation (hours) for the samples included in the study. We observe no 
substantial difference between median serum miR-451a levels for all samples (254,204.1 cpm, shown by the 
blue line), for samples centrifuged 17-27 hours after collection (254,623.6, shown by the green line, and 
overlapped by the blue line), and for samples centrifuged > 27 hours after collection (252,514.1, shown by 
the red line), and no clear shift in the distribution of serum miR-451a levels of samples centrifuged > 27 
hours after collection relative to those centrifuged 17-27 hours after collection.  

 

2e+05

3e+05

4e+05

0 10 20 30 40
Time to centrifugation (hours)

m
iR
−4

51
a 

co
un

ts
 p

er
 m

illi
on


