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Sequencing Metrics Comparing Different cDNA Synthesis Protocols

RNA source 10 pg Mouse Brain Total RNA
cDNA synthesis SMARTer Ultra Low v3  SMART-Seq v4 SMART-Seq2
Yield (ng) 47 8.0 10.6 11.2 12.6 8.1

Percentage of reads (%):

Mapped to rRNA 0.8 04 6.5 6.1 6.9 3.8
Mapped to mitochondria 6.0 54 3.4 3.4 5.1 7.2
Mapped to genome 96 97 96 95 72 93
Mapped tc exons 73 73 78 76 66 67
Mapped to introns 21 21 19 20 28 27
Mapped to intergenic regions 6.0 6.2 4.7 4.7 5.8 58
FPKM >0.1 11,647 10,885 14,731 14,813 12,080 12,039

Number of genes
FPKM =1 9,729 9.105 12.501 12,591 10,270 10,058
% 1. 10 pg M Mouse Brain total RNA & Y fEE L= mRNA-Seq 54 75 J—®0 NGS &R LE
10 pg ™ Mouse Brain total RNA & ) SMART-Seq v4. SMARTer Ultra Low v3, SMART-Seq2 D ZhFnEFFHTH
1@ cDNA Z A% L (% 2 ). Nextera® XT DNA Library Preparation Kit (/LS F#)ZFEALTS M4 TS5 —1ti.
MiSeq( JL S F31)IC & Y BT LT (<<HE>ESH) . BRHEITK S cDNA #B1Ig(EL. SMART-Seq2 £ $ & U SMARTer
Ultra Low v3 & F Tl 18 1 Y )L, SMART-Seq Vv4 IZDWWTIX 17 4 Z )LD PCR [ZTIT 2 1=,
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Sequencing Metrics Comparing Input RNA Amounts

RNA source Human Brain Total RNA
Input amount 10 pg 100 pg 1ng 10 ng
Yield (ng) 3.2 3.2 52 56 35 44 8.7 6.1

Percentage of reads (%):

Mapped to rRNA 16 1.4 1.9 19 3.83 38 1.8 118
Mapped to mitochondria 8.7 9.0 87 9.0 9.5 9.4 9.6 9.3
Mapped to genome 93 94 95 96 95 95 94 95
Mapped to exons 76 77 76 76 75 75 73 73
Mapped to introns 19 19 19 19 20 20 22 22

Mapped to intergenic regions 4.7 44 46 47 4.8 4.8 52 5.1

FPKM >0.1 14,169 22,367 22,367 22,531 24,449 24469 24524 24522

Number of transcripts
FPKM>1 11,627 11227 16460 16,600 17,218 17,119 17383 17.333

PearsonR 0.96 0.99 1.00 1.00

% 2. 10 pg ~ 10 ng M Mouse Brain total RNA &Y SMART-Seq v4 Z AW TER L= mRNA-Seq 54 TS5 1)—D
fRATRER

10 pg ~ 10 ng M Mouse Brain total RNA & Y SMART-Seq v4 % AL\ T1EME cDNA % i3 (% 2 &) L .Nextera® XT DNA
Library Preparation Kit (4 )L 2 F#)ZFERAL TS 4 T3 1) —1kLi& . MiSeq(« JL = F%1)IZ & Y ##47 L 12,10 pg. 100 pg.
1 ng. 10 ng ® total RNA H 5 cDNA gL, ZhZh 17, 14, 10, 7H A4 Y )LD PCR #AWTIT o f=(<<AHiE>>

S0,

<<FHiE>>
37D cDNA Ak Z AL V- 10 pg Mouse Brain Total RNA H 5 M RNA-Seq f##T

SMARTer Ultra Low Input RNA Kit for Sequencing - v3. SMART-Seq v4 Ultra Low Input RNA Kit for Sequencing.
SMART-Seq2 ;=% FL f= 10 pg Mouse Brain Total RNA A 5 D1E0E cDNA DA (K, A —H—< =21 T7ILF=ES
ZxX#k(Picelli et al., 2013)I2HE V& 2 ETIT 212 NGS BMAT F T4 —E A 0T v RABRFIDAMIZ & % NGS T
RS54 751 —DEEX., & 100 pg DEME cDNA Z LY. Nextera XT DNA Library Preparation Kit (4 )L = +$t) & {#
AL TITLY, ERHIAEMIE MiSeq (AL F#)ZAWN=400F 1) —FORF7IY FEHF(Q x75bp) THTo 1=,

SMART-Seq v4 #FLVf= 10 pg ~ 10 ng Human Brain Total RNA m 5 @ RNA-Seq fi##t

SMART-Seq v4 Ultra Low Input RNA Kit for Sequencing % FU\f= 10 pg ~ 10 ng ® Human Brain Total RNA H 5 D
1218 cONA DEFARIE, 21— —IZaFLIZHLD, BRE 2ETITof=. NGSBEATH T8 —L4 0T v XEESI
DFMIZ& S NGS BHFTRAS A 75 —DEEF. & 100 pg DHEHE cDNA % L, Nextera XT DNA Library Preparation
Kit 248/ L TTLY, EHIEEHIE MiSeq 2 WV=310 51— FOR7I Y FEHF(Q2 x 75 bp) T2 1=,
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Mouse # & U Human Brain Total RNA HHRD < —%4 > X 1)— K%, CLC Genomics Workbench T k1) L L71=#.
rRNA (Mapped to rRNA, £ 1,2)8 XU = ko> K 74/ L(Mapped to mitochondria, & 1,2)I2x LT Y vEYY
L&) —FRIZxddd8E8%)ELTERLIZ, £, RNABELUSI FaVFYTH/ LI LTI YEY T SNiGEh -
=) —FIZDWWTIX RefSeq D7 / T— a VIEHRAIMEI NIz VRS / L(mm10. %K 1). F/=E. E 7/ L(hgl9,
x2) #SHREIELTCLCIZKEIVE VY ZE1TLN. T4 Y 2 (Mappedtoexons, % 1,2). 4 > k0> (Mapped to
introns, X 1,2), F£f=I&4 >4 —2 = = v o fEfE(Mapped to intergenic regions, & 1,2)[CYvE S ahiz!) —F#
[CDULVT RefSeq IT¥vEVT Iz —FHRIZHTEIEE % ELTERLIZ, 512, REELGFH(Number of
genes)IZDWVTI&, FPKMEAY 0.1 L EZRRICEH L 1=,

Scatter plot S (K 2)[X.CLCIZK B rS VRV YT h—LADIVEUTIZEYBT NIz FPKM{EZF RN TITL.
2ETHRELIESATSV—D—ATOHMIEEN-EEENOMRENIE. FKPM E 0.001 £HEA ST NDERRELT
To1=,

BIEFH/ALy (K 3)I&. RSeQC geneBody coverage.py ELa—ILEFERALTREL, P—45 R Y—FKIZk
5H1Ly Tlk. Excel #FHWNTZ#EL LT,

<<BEXH>>
Picelli, S., et al., (2013) Nat. Methods 10(11)1096-1098.

2 & A 7 E #HRa31—F fiids (BeRl)

12 [F] 634888 ¥267,800

24 [q] 634889 ¥494,400

48 [8] 634890 ¥803,400

SMART-Seq™ v4 Ultra™ Low Input RNA Kit for Sequencing 96 [=] 634891 ¥1,236,000
192 [f] 634892 ¥ 2,060,000

480 [ 634893 ¥ 4,923,400

960 [g] 634894 ¥ 5,500,000
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