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Fig. S3

Transcript Coverage (0-1 kb)

1.0
SmartSe
A SmartSeg+ f“%
0.8— M A
0 A
& 0.6- -
B e
3 0.4+ A
(&) A
0.2
V'Y
0.0 |‘ T T T T T
0 20 40 60 80 100

Gene Body Percentile (5’ -> 3’)

Transcript Coverage (2-3 kb)

-
o
1

SmartSe Y
A SmartSeg+ f
0.8 £ s
o 2
< 0.6 -
S
g
) 0.4 4
(@]
0.2+
0.0 T T T T T T
0 20 40 60 80 100

Gene Body Percentile (5’ -> 3’)

Transcript Coverage (1-2 kb)

-
o
1

SmartSe 3
A SmartSeg+ [1“‘
0.8 e
g £
& 0.6 A
g N
° 0.4
(&)
0.2
0.0 f

T T T T T

0 20 40 60 80 100
Gene Body Percentile (5’ -> 3’)

Transcript Coverage (3-4 kb)

1.04. smartseq A
A SmartSeq+ i
0.8 .
'g.’ i
@ 0.6- 2
- A
2 2
) 0.4
(@]
0.2
0.0 |‘t T T T T T
0 20 40 60 80 100

Gene Body Percentile (5’ -> 3’)



Mapping Ratio (%)

Fig. S4

w

Proportion Reads by Gene Type

80
60
40
20
0-
80
60
40
20~
0__
80
60
40
20
0-
80
60 |
40
20 |
0/

10 Singles With SmartPlus
(Mean Log(TPM+1))

0 2 4 6 8 10

10 Singles with Smart

(Mean Log(TPM+1))

100%
95%
90%
85%

80%

75%

ERCC H Genes

TR
11
R
(UKt

Single Nuclei

-
N

10 Singles With SmartPoly
(Mean Log(TPM+1))

12

0

2

4 6 8
10 Singles with Smart
(Mean Log(TPM+1))

10 Singles With SmartPoly
(Mean Log(TPM+1))

10 12

No Preservation
Medium Chip
SmartPlus

DMSO Frozen
Medium Chip
SmartPlus

DMSO Frozen
Small Chip
SmartPlus

DMSO Frozen
Small Chip
SmartPoly

10 Singles Frozen (DMSO)

10 Singles SmartPoly (Small)

(Mean Log(TPM+1))

(Mean Log(TPM+1))

0 2 4 6 8 10 12
10 Singles with SmartPlus
(Mean Log(TPM+1))

RN 60001 Average by Protocol (TPM > 10)

unprocessed_pseudogene §

unitary_pseudogene

trans_unprocessed_pseudogene = W Smart (100n)

- - E B SmartPlus (100n)
d. d

trans_processed_pseudogene 4000 SmartPoly (89n)
“ snoRNA 8
& sense_overlapping %

sense_intronic (O]
 rRNA "5
 processed_transcript a 2000
 processed_pseudogene o
& misc_RNA £

=]
“miRNA z
W antisense 0
W lincRNA v. v. v~
W protein_coding Q(\g Qeq-é
& SN
S WM

0 2 4 6 8 10
10 Singles UnFrozen
(Mean Log(TPM+1))

12

10

[} 2 4 6 8
10 Singles (Small Chip)
(Mean Log(TPM+1))

12

o

o

(Mean Log(TPM+1))
N »

o

0 2 4 6 8 10 12
10 Singles Brain 1 (SmartPoly)
(Mean Log(TPM+1))

10 Singles Brain 2 (SmartPoly)

o

o

(Mean Log(TPM+1))
N »

o

0 2 4 6 8 10 12
10 Singles Brain 1 (SmartPoly)
(Mean Log(TPM+1))

10 Singles Brain 3 (SmartPoly)



Fig. S5

>

Proportion
of Reads

Proportion
Uniquely Mapped

Proportion
Uniquely Mapped

Frequency

Mapping Statistics

= Unmapped

= Multi-mapped

= Unique ERCC

= Unique Intergenic
= Unique Genes

= ERCC
= |ntergenic
= Genes

Intergenic
Intronic
Exonic

300 +
250
200 -
150 A
100 -

Frequency

1 Nuclei

250 -
200 -
150 -

100 -

Frequency

0 -

Counts >0

10

20

30 40

Input Reads (million)

200 4

150 -

100+

50

5

1204

Counts > 4

100 -
80 -
60
401

201

0-

05 06 07 08 09 1.0

Correlation (r value)

Counts > 10

10 15 2
Number of genes detected (x1000)

4

6

8 10 12

80 -

60 -

40 -

20

Counts > 100




Fig. S6

8

40

%ﬁ@é%%ﬁ

2 %
S2 m,' 2
) = '
o0 N g O JS
| 2= '
O™ T ® ..7
o ) o £ m' o
*..V Q W =0 f%
i o £ 5% % P
{ PP L
e EEE Mg
¥ -Q l..n
\ -.1
N
n &

19

(114 0 0c- ov-
ZINIa
\
: =
N N QN b \
5 & 35 5 § 8 B
a 5 &8 & o© @ Y

29
]

19 2123 25 27

J

il

1113

CL8
y
A

2 34567 8 910111213 14151617 18

m
g9
2
~N

A
y

N O v o v o w o
N N «~ «—

(%) 3uadaad

1
3
3

Clusters

=== Singlet === Doublet ---Medium Chip

o
o

-—

o O o
©o o <

(%) 3uad19d

C1 Runs



Fig. S7
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