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L. — P A= B A o 2 S 2 SO e 5 1, FURFAEAE T, B34 : 3K 43 cDNAVPCRY™
A

TR k45 c DNA G475 i) 25 Jeh B /KRN S 3 55 5 BT i 25 e 0 /K B34 < TR S 41 AH  bead s AH
FHAH;

FriR 4  bead sARAHAHIAARILL 7 (3~4) : (5.5~6.5) : (21~23) ;

FIr s 40 B AH P T AR D A AN 3 X PBSAL Y ; Firak 4R g AR iR 3 X PBSHU AR L 2 (1~
6.4): (6.4~1);

firiAbeadsAHH [fbeads ADG1000-3 " gel bead, FirikJAEF O Partitioning 0il.

2 ARPEACR) LR LT A i i, HFFEAE T, frikbeadsfHH [ bead siEHH
barcode 7 A AN 8657 51905

Frilk SRR S IRAZ A TR - A4 B

5 -CTACACGACGCTCTTCCGATCTNNNNNNNNNNNVTVNNNNNNNTTTTTTTTTTTTTTTTTTTTTTTTTT
VN-3°

3 ARIERUR SR AR A v, FURFIEAE T, BTl SO SR A B4

42~45°CHF2:85~9547 Pl AI82~88°CHFLL5~ T3 Hit

4 FRIEBCR B R LFTIR AG I 7: , FURFIEAE T, FriR PCRY S SN AR 7 40 B

95°C,30s;95°C,1553;62°C,155;65°C, 3min, $EfT12~15KJEELA;65°C, 5min; 4°CLL ¢
FFo

5 ARIEAUR SR AR A T 1, FURFIEAE T, Il i s

FIWr A5, I 42 s % $2 i ndex S PCRI N, 17 Sl o

6 . ARPEAUR ER AT R g B 5 7, FRFEAE T, BT i AR W B A A a0 S RS et DLk
Eo Mk 2 R
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— e FE Y B A KRB ENAR S A

B Gl
(00011 A BIES M AEA TAEBORGUR, JoHAL Ko —Rivieie AR B g o s 41 S A A
T3tk

BREAK

[0002] SR 20 I i O BIT 50 5 2 — W vy GE AR sl AL AR B —IRZS LT 1Y
PR AR SE N FP A ) RN, BERE A I PRI RAT I — W Ry e A A s B — RS MY
JUPRHA R AR 5 KL, TVARLHI T SRR F i R 2 W AN 2Tt A 254U o

(00031 yfi B 40t e S £EL 000 M T A E SR A /RS- g T , AT LABIFSEAS ] S i )
[t (HE H AR A AR R 0 1 PR A e S 2L U SR R A AR A ] )
T3 2N AR e o B AR , MELL S AS R BN 2R TR S I A ORI

LIRS

[0004] T filtth AT B ARAFAE M TN, AR ISR — B i A= PR A i s SR A SO A
TVl A A R bead sSAHIIZ I A 2 | SEANE AE I PRAFE SE B R TE S HE N 2
KA PRUEEAAC I o1 &

[0005]  E5—J5 1T , A K BH—FIREAE A= 4 S Am e s SR F3E 5 0 , 4 3R 753 cDNA |
PCRY™ 3\ 2 5

[0006]  Ffr iR 3R 15 c DNAED A fill 8 Jeh €0 7K S 3 o 5 Biralk il &8 T L K B 455« TR S g i A
beadsAHATHIAH;

[0007]  Frik4HfiuAt] beads AHATHAHRATALL S 3~4) : (5.5~6.5) : (21 ~23) .

[0008] H—2, firikbeadstHAbeads DG1000-3  gel beads; Fl/8%, FrR IiAHA 17
MPartitioning 0ils

[0009] gt Frifbeads A beadsiE AT barcode /T A IR F5 5% 5195

[0010] Pl S b ox 5 W A an MAZH TR 741«

[0011] 5" -CTACACGACGCTCTTCCGATCTNNNNNNNNNNNVTVNNNNNNNTT
TTTTTTTTTTTTTTTTTTTTTTTTVN-3 &

[0012] 2P, Pk SR IR B

[0013] 42~ 45°CFFE85 ~ 9557 P82 ~ 88°CFFLLD ~ T4 Fi

[0014]  JE—2DHh, Frik PCRY ™ HAH SN AR 7 4m

[0015]  95°C,30s;95°C,155;62°C,1553;65°C, 3min, #1712 ~ 157K {HFEF;65°C, 5Smin;4°ChL
NRFF.

[0016] gt Firil L U dis

[0017]  FTWr oRusfE S, DNl f sk e Rz index L PCRIC N, 3 T o

[0018]  JE—2DHl, Frih i A= 4t T ot DAk SR Fh ) — ek 22 B

[0019] Ak BHRE— 42 BERT IR A L5 A O e v A= i o e 7 H
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[0020] AR E AT M RCR

[0021] AR BISEREEEAE AN AR L S2 0 T —FRr e ROT /KRR i ARk A
ARG A AN 5 B BB A AR R R | BRI SRR S TS
BEN B AR I SN R R Aty A FIbaorcod FRAIEA T, i ELI 45 21
I Bl B s, B TR

k=152 A

[0022] 1 B REHD U A A W sl A BRI R T 5, N IR St sk A HoK
A b TR AR F B A — el s A 29, (el ifi 2 DB, R TR A Hh O B R AR B ) —
BE ST, ARl B AR SR, AN R ALE TS SR ETEE B, if A AR H X e
BRI AR IR

[0023] AR KIS e 1 32 i IR S 40 A1 DG1000-3" gel beads
Partitioning Oilf\ IR KAy B~ E .

[0024]  [E2 @& Ak IS EBI L BB £ (b fE PCR I U A T E F 25 s s
[0025] &3, A K B S A1 LB AL SO IR I 45 R os = K

BRI A
[0026]  SH{EACE AR H I EOARTT SR S NS AE , NI 45 S A A B A B A
RHAFRHOR TS A TIE A e B il | AR, FIT i i) S (918 A& BH—303 53 S 1]
T AN 4 T S E 11 o 2T Ak B FR 1 S D], A 5 1 B R e A 1 Bl o5
SR TR BT A AL S, AR JE T A A BRI IITE .

[00271 DL NSl K atsmlan - .

[0028] SuperScript III reverse transcriptase.5XRT Buffer.dNTP.RNaseOUT.0.1M
DTT.Dynabeadsfz Bk H 2R K3 TSO (GGTATCAACGCAGAGTACATrGrGrG) <DG1000-3 gel
beads 5|54 (CTACACGACGCTCTTCCGATCTNNNNNNNNNNNNNNTTTTTTTTTTTTTTTTTTTTTTTTTT
TVN) .cDNAS|# (F : AAGCAGTGGTATCAACGCAGAGT ;R : CTACACGACGCTCTTCCGAT) A= T A&
B, AR A 10uM i s DPBSIE [ Gibeo s SPRIEERIA H U705 ;High sensitivity Agilent
Technologies 2100Bioanalyzerdld 24 ; Amp Mix AKumdS & 187 Bk ek 7 3
NEB ; JCAZE/K I FH KA ;80 9% CBEIA TR TIELAL o

[0029]  SjEfhl1

[0030] 1 KRRyl 5 i e R &, il 2 A Ad

[0031]  1.19%HE R REHIRT mix:

[0032] &1 RTR AR

[0033] R Fig/ul

5XRT Buffer
dNTP
RNaseOUT

TSO

0.1M DTT

=N W
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[0034]
[0035]
[0036]
[0037]
[0038]

[0039]
[0040]

[0041]
[0042]
[0043]
[0044]
[0045]
[0046]
[0047]

[0048]
[0049]
[0050]
[0051]
[0052]
[0053]
[0054]
[0055]

SuperScript III reverse transcriptase

10x DPBS

TSOE ¥4 : GGTATCAACGCAGAGTACATrGrGrG .

1. 2 £ 4 omi x

RIS IR (1-2)3 D40 M ARk B o xfk 2 -

20 fimi x Ak &R
A A /ul
4ifit X
3x PBS 6.4-X

2l IR, A T SR R

2. 1IN AAmix . DG1000-3 " gel beadsPartitioning Oil. N M E, W
&1 (DG1000-3" gel beads[tJ IR K60uL , 4iffIAHmi x }y35ul, Partitioni ng 0il4220p
L) .DG1000-3"gel beadsH1 5|54 : CTACACGACGCTCTTCCGATCTNNNNNNNNNNNNNNTTTTTTTT
TTTTTTTTTTTTTTTTTTTVN,

2. 2l K

R BN 1 BIDG 10008 7, S /K AL Al

2. 3T o

KAz eI A /K SR BIPCRAS HR L 31 TSR o
SCRSRREFF A0 R

WP SR T

i B ]
42°C 90min
85°C 5min

4°C Hold

3 bt JE TG

3. 1

IS HPOR'ES RN 00U LAY, B 208 L KVANR, LI ntBnT.
3.245fk

3.2 1 7E T ERW, M I 194ul 4ifh 171 &26ul Dynabeadsfizztk .

3.2 2B AT ), i bmin.

3.2. 3RIAC FIIRIE ), i ELbmin.

3.2. 4KPCRE B TR IR b R AVETS Io P25 H i, IIN300ul 80 % SRR ,

30sPLZs FIF s FEIIAN200ul 809% LRFIAI, 30s P25 b o Wi 2.0 DNPCRAS -1 /) 28
b RS OB

[0056]
[0057]
[0058]
[0059]
[0060]

3.2. 55 Iminfi , AIIN23. Sul JOAXRREE/K WA J5 = i 5min.
3.2. 6K PCRA B T-122 /)28 | 2min.

3.39 14

FiLHIPCR mix

74 PCR mix{kZ
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[0061]

[0062]
[0063]
[0064]
[0065]

4/8 T
A A /ul
Amp Mix 25
c¢cDNA Primers 2

cDNAS #5471 -

F: AAGCAGTGGTATCAACGCAGAGT
R:CTACACGACGCTCTTCCGAT .
Mih 1128 IPCRE A 23ul

H, PRI SN R4 R

[0066]

[0067]

[0068]
[0069]
[0070]
[0071]
[0072]
[0073]
[0074]
2mine
[0075]
[0076]

[0077]
[0078]
[0079]
[0080]

[0081]
[0082]

22 5ul, R R S0 25 N B mi x AR Hh R 20 IONPCREGIATH T R AE

I

75 PCRICNAEFF

RTPIIINPCR mixFRTES], IGFIN B0 P TPCRAX

BRE i) s
95°C 30s —
95°@ 15s

62°C 15s 12~15 cycles
65°C 3min

65°C Smin

4°C Hold —

4.PCRy™4fift,

4
4
4
4. 4855358,
4
4

N

- SN B O A REPCRAT B 112 ) 20 B IR S BR B R i
B B A IRR AN EH I, S BN 25ul Jekx iR /K, AT TR &), 28 T e

ISPRIBGERIBTEIR A E30ul IINPCRF= WA TR A, 54 ¥ 5min.
2BPCRAE BT 28 b i B SRR , A G
3IIIN200ul 80 % AR, i 308 , 7225 Fi o

THSPCRYE TEHTIACE TR 120 b, Ve i I L1 2 O POR

4.8 HQubit4.0 M High sensitivity Agilent Technologies 2100
Bioanalyzerdf 4fifl 5 PCRF=WaEe U -4 707 o Tk B A 2o o
5 AT R 1855 AR My i

5. 1Ac filmix

76 mix{K R

A Flig/ul
Fragmentation buffer 5
Fragmentation Enzyme 2.5
Total 7.5

TR AR BN B0, AEVK o

5.1. 24R 4 cDNAF N Gt (— e DNAP= R 1/4) |, DN TCAZ IR i /K #h 57 21

RIFEFF
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[0083]
[0084]

[0085]
[0086]
[0087]
[0088]
[0089]
[0090]
[0091]
[0092]
[0093]
[0094]
[0095]
2mine
[0096]
[0097]
[0098]
[0099]
[0100]
[0101]

[0102]
[0103]
[0104]
[0105]
[0106]
[0107]
[0108]
[0109]
bmine
[0110]
[0111]

2T PCRI N LT

S i TH)

30°C Bmin

65°C 20min

4°C

hold

0.

or o1 o1 01 01 O o1 o1 o1 O O1
DD DN DD DN DN DN DN

2.

. 2PCRI ) ¥

IRIESPRIEEE , T A5 Y16 . Sul JIUNPCRy™ v, TR A, B i bmin.
RN T AR b R R TR
CEIEIEII43. 6ul FIE RIS 2
AIWTRESPRIRER , T A0 B4 . Sul I B L3 WO TR A

S A E bmin.

ORI T AR b R R AT A RS

CTHIN200ul FHFERC B 80 % L FF R 30s i, 7 Fil -

SEE LS. 2.3,

MBI 2 PR TR 1 2R b W TR B T SRV o

1O ERGER R IAATE I ES, N 26ul TTEIRE/K , IATIR S, =i i

TUPORE T TR D4 |, Vst S L5 25u1 4 OPCRAS

6 LR PP M Al
6. 13 %

U SRR R AR -
RSACHI PR A

%1 il /ul
Adaptor Ligation Buffer 10
Adaptor DNA Ligase 5

DNA Adaptor 10
) 25
Total 50

T AR O BONPCROGIHA THE S 4%, I AR FF : 25°C SN 15min.

S O O O O O O

AR A e
2.
2.
2.
2.
2.

2. 6FF E R RIRRWIA T CH N, IIN16ul EBZE M, AT ), &k i

LI ESPRIFEER , TR A1 ENA0u L NSk e - rp WA TR A, i bmin.
SR B TRAIZE L B RIS, A A T

3IAN200ul 80% LE, i E 30, A4 LiE.

4T LE6.2.3,

BN 50V B PCRAES B TR 128 1 I R B R AR

6.2. TEPCRAT B W T4 128 b A iaE T Fa W A 5ul 2 1 PCRAS
7 R index M PCRY 1
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[0112]
[0113]
[0114]

[0115]
[0116]
[0117]

[0118]

[0119]
[0120]
[0121]

[0122]
[0123]
[0124]
[0125]
[0126]
[0127]
[0128]
[0129]
[0130]
[0131]
[0132]
[0133]
[0134]

[0135]

7. 1RGSR mix

RIS mi x4
5%l i /ul
R ) 15
Amplification Mix 25
Index 10
Total 50

RSN 2, B RS FEME— ) index , FRRFICRAS -

7

2BEATPCRECNL, HAAFE AT T

710 PCRENIAEFF

HIR m B Bt a)

a 98°C 45s

b 98°C 20s

¢ 54°C 30s

d T2 20s

e A 2-4 4, BERITESH

f 727G Smin

g 4°C Hold

PCRIBIAEAN R L7
11 PCRIFEAEL

cDNA S TEINES

1-25ng 13~17

25-150ng 11~13

8
8
8
8
8
8
8
8
8
8
8
9

B

-1 IRBESPRIFEER , TR A HN2T . Sul JINPCR™HHh IR F TR A, i Fibmin.
2R TR L S AR TS .

CSRHEIET3ul LIRS B E .

AJATESPRIFAER , IR AN BT . Sul IINE]_ RIS, S E5min.
SRR AR L R S AT A BT

BN 200u L HEERC 180 % L iFi B 30s 5 , 7 s b i .

THEEERS 6.

. BIBEIN B U S PCRE 11 S 2R b W A FR BRI SV o

O RIS T IS IR, IS Lul ToAZBRHE /K , IR F TR A) , =il i i 2min
LORFPCRAE BRI - I 4L b RS 15 e e 175 30ul 2 FT I PCRAS HY
O s

i FHQub it #SFEAT SO ARSI, 18 FHQs ep400 K AN #8 E 473012 Fr B A
W, Fr BeEEIE300-700bp , BRIE£E400-600bp , [Tk B 4AEI3FT R o
10.
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[0136] St A TR, 34 MATLASCE JEA T SR R AR BT AT AR U EE R I T 36
[0137]  SRI27H PR AN SR A BN Sk oA 45

SKEAR 1 SKIR4E 2
MFEHEE (G) 103.1 102.1
[0138] Reads Mapped to Genome 88.19% 89.13%
Reads Mapped Confidently to Genome 79.11% 78.54%
Reads Mapped Confidently to Intergenic Regions 17.33% 17.81%
Reads Mapped Confidently to Intronic Regions 4.78% 5.87%
Reads Mapped Confidently to Exonic Regions 56.99% 54.85%
Reads Mapped Confidently to Transcriptome 60.63% 59.67%
Estimated Number of Cells 8842 7285
[0139] Median UMI Counts per Cell 1621 1118
Median Genes per Cell 904 751
Total Genes Detected 28864 28425
Sequencing Saturation 56.60% 53.04%
Fraction Reads in Cells 75.49% 73.04%

[0140] 5611

(01411 ZUEGFINT bb T A& B S TE 5 142 L B Am i s 20 J3 12 J TR0 s BT PR 4 i 4
SR A R B, BT

[0142]  SZIGAH A K B SHE B LB AL B g i A R 2 s

(01431 S HEA 1« FIAC A BH S5 1 5 (A P S A0 o A S R I 3 AR XA T S
SRR, T KRR A AAHT5ul bead sAH3SULATHAH220pL .
(01441 S HEAL 2. FIA A BH S A5 1 5 (A 1 SR A0 A i 4 I 3 AR XA T S

ST A SRR SR L X PBS, {3 X PBS.
[0145)  FLARR HIAL AN T A , IS BT T L2 R
(01461 135 LRI AREEL I 20 Nt AL P T O T P83 5
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B4R xR |1 XA 2
MFHEE (G) 103.1 100.3 102.1
R I 88.19% 75.91% 84.64%
Reads Mapped Confidently to Genome 79.11% 70.80% 78.97%
[0147] Reads Mapped Confidently to Intergenic 17.33% 10.17% 5.08%
Regions
Reads Mapped Confidently to Intronic Regions 4.78% 3.01% 5.99%,
Reads Mapped Confidently to Exonic Regions 56.99% 57.61% 67.89%
Reads Mapped Confidently to Transcriptome 60.63% 57% 72.76%
Estimated Number of Cells 8842 1617 6842
Median UMI Counts per Cell 1621 417 1707
[0148] Median Genes per Cell 004 177 918.0
Total Genes Detected 28864 22590 33248
Sequencing Saturation 56.60% 61.25% 54.60%
Fraction Reads in Cells 75.49% 44.12% 41.98%

[0149]  XFEEARR IR, AR WSt (] 14 Fp A o e s A A2 5 ok, 19 B O DU e Ll Jo b
B, WA TR R ARSI ER AR S A 5 v O BREL LRI TR )

[0150] fiJm Wi AR < A b St BT A WA A B RS 58, it AR SRR ) 5 SV
Z TR S BN A IR T TV U, AU A A G B R - AR AR AT
VIR BT % S BT I B BOR 5 S8 TIE P, Bl HL i 3 BOR IR BEA 755 A 548 5
X P Al A e, HAN BRI R BT S AU B A I S BIBOR T SRS Fin

10
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60ul DG1000-3'gel beads

35ul ZHHEAH

220ul Partitioning Oil

41

(FU]

160
140+
120+
100

80

I
il

60
40+
20+

-204

| . Ll | Ll Ll 1 I Ll

T 1 1
35 100 150 200 300 400 500 600 1000 2000

10380 (bp]

2

11
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75.32
N
59.80 o !
-44.29 [
[ 1 | |
o | |
28.77 o ; o
13.26 [ \bm R
226 : :
20 100 200 300 400500 1k 2k

Lenath(bp)

&3

12
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