A 1000000 B 1000000 G
s =
& 10000 & 10000 :
x
% T 1‘{, E
® coadT 3
£ 100 L 7=0.997 & 12=0.997
53 . ;..}'é‘.' <105 Q 15
& “’f._-. p [v4 p<10
¥
1M
100 10000 1000000 1 100 10000 1000000
Replicate A RPM Replicate A RPM
C < naive adult B = D 5 R
o naive adult A= 4 rr=0692,
B 7dpi adult
E m 7dpi neonate 3
2
N o m .
8 © 1 % £ ST
. 0fs
i naive neo B ) i) ; 0o 2 4 6
< naive neo A® . .51
? naive newborn a B
T T T T _3
-0.4 0.0 0.4 lllumina
PC1
E 5 r2=0.319 F S r2=6x10°
4 4
3 3
m 2 m . 2
2 1., g 14 .
n“'.'-" . op
-4 -3 -2 -t 11) 12 3 4 5 6 -4 -2 .‘Jf'-- 2 4 6
2 2
-3 ) - .
lllumina lllumina
H
Replicate 1 Replicate 2 Pearson r
Adult 1 Adult 2 0.992
Adult 2 Adult 3 0.922
Adult 1 Adult 3 0.943
Neonate 1 Neonate 2 0.996
Neonate 2 Neonate 3 0.997
Neonate 1 Neonate 3 0.995

Neonate -:;-

109, Adut >4 0 4

o LT

n

A

RN

%

naive 5dpi

7dpi

miR-130b-3p
miR-130b-5p
miR-744-5p
miR-1983
miR-298-5p
miR-103-3p
miR-484
miR-128-3p
miR-181a-5p
miR-423-5p
miR-25/92a-3p
miR-425-5p
miR-423-3p
miR-15ab/15-5p
miR-191-5p
miR-140-3p
miR-182-5p
miR-183-5p
miR-148ab-3p
miR-486b-5p
miR-5099
miR-186-5p
miR-21a-5p
miR-93-5p
miR-93-3p
miR-30acd-5p
miR-378ac-3p
miR-222-3p
miR-3968
miR-342-3p
miR-24-3p
miR-142a-3p
let-7acdfgi-5p
miR-142a-5p
miR-151-3p
miR-139-5p
miR-23a-3p
miR-150-5p
let=7j
let-7d-3p
miR-155-5p
miR-27b-3p
miR-22-3p
miR-26ab-5p
miR-10ab-5p
miR-29a-3p
miR-146ab—-5p
miR-1843a-3p
miR-101a-3p
miR-101b-3p
miR-340-5p
miR-361-3p
miR-192-5p
miR-28a-3p
miR-1964-3p
miR-669c-5p
miR-320-3p
miR-30e-3p
miR-7a-5p
miR-674-3p
miR-532-5p
miR-1839-5p
miR-3535
miR-501-3p
miR-185-5p
miR-16-1-3p
miR-1981-5p
miR-106b-3p
miR-150-3p
miR-328-3p
miR-143-3p



Figure S2 Differences in miRNA expression are conserved in biological replicates and robust to alterative sequencing
protocols. (A and B) Correlation of miRNA expression between two mouse naive CD8+ T cell biological replicates. The reads per
million (RPM) of all miRNAs with at least one read are shown for adult (A) and neonatal (B) samples. (C) Principal component
analysis on all replicate samples for miRNA sequencing. (D-F) Correlation of miRNA neonatal:adult fold-change values for
miRNA sequencing libraries derived from Illumina TruSeq and NEBNext protocols in naive (D), 5-dpi (E), and 7-dpi (F) cells. (G)
Heatmap of neonatal:adult fold-change for miRNAs sequenced using the NEBNext protocol. miRNAs marked with a black bar
are miRNAs that were captured by the TruSeq protocol, and miRNAs in gray are ones that were not captured by the NEBNext
protocol. Differential expression was determined by edgeR. *=p<0.05, **=p<0.005, ***=p<0.0005. (H) Pearson correlation
coefficients for all pairwise combinations of human biological replicates, based on miRNAs with at least one read in one of the
samples.



