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Figure S3

(o)}

O

N~
we

—
o
<
o
Vv
[a¥
™ ' 1t
(o))
3 (sanjea Uwgommxw / senjeA UmM:wmmEv_ B
e 0}
(42
[co)
— [ ]
o
<
o
g,
.
(o))
o (san|eA pajoadxa / sanjeA painseaw) B
Te}
N
N~
L]
—
o
<
o
g,
L .
[eo)

o~ -~ o — o~
(senjeA pajoadxa / senjea painseaw) B|

<

sample

sample

sample




DNA Intensity (FU)

100%
90%
80%
70%
60%
50%
40%
30%
20%
10%

0%

side product smaII RNA library

300
250
200
150
100
50
o
T T
35 100 200 300 400 2000 10380
esoo - side product
500 - \
400 —
300 -
200
100 -
o J | A
T T T T T T T
35 100 200 300 400 2000 10380
small RNA library
150 - /
100
50 - “
O —
35 100 200 300 400 2000 10380
Size (bp)
Distribution of total sequenced reads
Faridani  Wang Hicker A549 PBMC K562 Nuclei Tumor  Bulk-seq
method method method PSCSR-seq

B Mapped sRNA reads
B Un-mapped sRNA reads
B Non-sRNA reads (length <16nt or >39nt after removal of adapters)

B Reads without adapters or barcodes pattern

Figure S4




small RNA eexpression in cell2

Pearson correlation = 0.97

Reproducibility = 0.68

T T T T
2 3 4 5
small RNA expression in cell1

Mean expression in chip2 (cells were pooled together)

Figure S5

Pearson correlation = 0.99
Reproducibility = 0.83

1 2 3 4 5 6
Mean expression in chip1 (cells were pooled together)




t—stat

-2 0

-4

Figure S6

o
o
2 ) .
~ A549 cells sequencing saturation
o
§ | 1
o o ® A549 Cells s 09
c 8 5 0.8
> 8 Background I
Q oA 3 0.7
° - 306
— o (%] .
2 g o5
S 27 S 04
[}
o ES 0.3
S A 202
© 0.1
0
© 4 see e i - o oe 0 50000 100000 150000 200000 250000
T T T T T T
0 1000 2000 3000 4000 5000 Average mapped sRNA reads number per cell
Barcodes
A549 Hela
D PSCSR-seq Bulk-seq  PSCSR-seq
- -k seq
> o
o o
c ®
9]
S o
o o
o
=
2 38
g =) 293T K562
. PSCSR-seq PSCSR-seq Bulk-seq
I T T 1
6 8 10 12 s
Number of top expressed miRNAs contributing half of the total miRNA expression Bulk-seq
leukocyteo
] hematopoietic_cello
a 000
o
-
i oP -
o= - =
— -
. ’— - -
-
= -
-~
T -
- - -
-
= L
-
T T T T T
-2 -1 0 1 2
norm quantiles
SRNA from rRNA sRNA from snRNA sRNA from snoRNA
10 10 10
. N
o~ » o~ 0.05
0 I 04 %' of <. : I gg; %‘ i 008
R 03 3 N 002 z ° % 002
° 0.01 \ 0.01
-10 -5
~10 -10
-20 =
-10 0 10 -10 -5 0 5 10
SNE_1 tSNE_1
SRNA from rRNA SRNA from snRNA SRNA from snoRNA
20 ° L]
20 ;'ﬁ . .’ \’ t..o e o
® Hela " MR Jy TR T N ® Hela ° ..., c ‘..” ® Hela
1 ® A549 ¢ =83 he, ® A549 N . 0 o AS49
E oo ® K562 mw .*fg’ “'.o 5 o o‘o‘ ® K562 %\ . o “0. ~ o'..O:. ‘. e ® K562
g ° © 23T gz °of W° e Xy Syt e ® 293T 2 L3 ,.u.,.‘ 5’ . o 2037
. & o () M
2% o o C s, Fete
-10 0 "' i L3 ,:‘ (7 3 5 “:': 2‘,.. ,.,.
(]
-20 §" l #‘“ .‘ - ‘
20 10 10 20 -5 0 5
tSNE 1 tSNE_1




0.6
0.5
0.4
0.3
0.2
0.1
0 &=————""

Reads density

16 17 18 19 20 21 22 23

=@=293T-C

V\Hd—wa—v—u—\d_u—\/—\/—v~ —= ) )
24 25 26 27 28 29 30 31 32 33 34 35 36 37 38 39
Small RNA size (nt)

=@=293T-N ==@=Hela-C Hela-N

chr0:94,175,922-04,176,045

]
P23 pZZ3 p2ZA p213  FZIZ P21 pIA3 PIRA Pl

I —:—:—:I:I:FI:_:I:I:_:I:I:D:EI:
Q2113 2131 qz133 a2z  o:zaz [EERECEE @Z g1 o2 qua @il gtz

124bp
1 1 1 1 I 1 1 1 1 1
293T-C
293T-N
" T
Hela-C
Hela-N

ETTTTCACCATTCACCCIGGATGTITCTICTICACTGIGGGH

TGAGGTAGTAGGTTGTATAG T TTTAGGGTCACACCCACCACTGGGAGATAARCTATACAATCTACTGICTTTCCTAACGIGATAG

§ 0.6 mature miRNA
o start sites
=]

g

& 04

(]

>

=]

©

o 0.2

(]

>

=]

)

s 0.0

IS

=]

(S)

mature miRNA

Let-7a precursor
start site et-7a precurso

Position relatvie to the miRNA start sites (nt)
@@= )93T-C =@ ?93T-N e=@==Hela-C

Hela-N

Figure S7




Number of sSRNA molecules

s GAPDH

o
%

Relative expression
° o
2 S

0.2

0

m Hela-C

6000 1

4000 1

2000 1

Number of miRNA species

Hela-N

RPL30

HelLa-C HelLa-N

DAPI

10 pm
—hm

Figure S8

Mean expression in HelLa nuclei

®

-2

-3

Pearsonr =0.93

miR-1275
L]

: L]
. “miR-342

o ° emiR-27a-5p
miR-545

-3 -2 -1 0 1 2

Mean expression in Hela cells




tSNE_2

tSNE_2

Figure S9

NK cells ==
T cells ]-
B cells
Granulocytes ]

Monocytes

tSNE_1

hsa-miR-223-3p

8
6
4
2
T T ! ! ! 0
-20 -10 0 10 20
tSNE_1
hsa-miR-151a-5p
30 -
201 ., tana 4
. N )
| 18: t tq LY ’j':.:;;,.,.*: 3
« ‘a.‘ ) .:'}"":: ve & 2
_10_ L - }t..; 1
-20 - '?“o 0
20 -10 0 10 20
tSNE_1
hsa-miR-181b-5p
301 xR
20 % < :
.“ 1] [ 3 5
| 10| . e, o B 2P 1
01 " L7828 e o 3
-10 - d: :‘ ;ﬁ""‘ o 2
-20 - 'ﬂo: «’ e (1)

20 =10 0 10 20
tSNE_ 1

20
hsa-miR-150-5p
30 R
20 -
| 107 % °
01 o 4
~10{ * ¥ * 2
0] et
20 Itg?; | | . 0
-20 -10 0 10 20
tSNE_1
hsa-miR-151b
30
20 -
| 10 ’
0 » 2
-10 - 1
=20 1 | . . . . 0
-20 -10 0 10 20
tSNE_1
hsa-miR-873-5p
30 . o)
201 3
| 10-
0 2
-10 - 1
-20 1 0

—20 -10 0 10 20
tSNE_ 1




Immune
<
= Epithelial
Stromal
Immune
= Epithelial
[
Stromal

Tumor

sample origin

& .

LY.,

0.0 2._5 5.0
Expression Level

TAT

—
[

Immune

Epithelial

Stromal

Immune

Epithelial

Stromal

Tumor

miR-135b

0 037 % e
w5 N K .:' '.° Y Of S,
. A o 8
g : K ol
o AR e N
§ = : 5 SNt
e 2
fA
G O 13 .
& o aes™ -
% 2 v
~ tSNE1 5 &

miR-34b

o 2 4 S
Expression Level

S
H Y ¢
«
.
a
¥
Immune
=
<
= Epithelial
Stromal
Immune
Epithelial
- P
Stromal
Tumor

Figure S10

Y

2
oo

e 27

£ s AT
o

miR-34c

o 2 4 S
Expression Level




