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1. =@Etid

ABcellar Single Cell 3' RNA-seq Lib Prep Kit V4 (ABclonal, Cat. RK20453) 2 —2k4t%} ABcellar £ B&REE
BFAEEFRNSHRENSESRAM IEREZEXNR. NN 2EMANFLHIREH 3500000 +f15FAR
&, JUNARBIERIFL MRNA #THFIRE, MEEER llumina SE2NFTFANSESRMMERANE,
RIS 10000 NMAFEHE R MABRERXIEER .

FEANEESRBER . RER. XEMREAER, SN2PHSHHANBEITERORERE, BS—H1R
BEE Kit HEITEZENLFNRIE, RES—HRNEHNEEERERE.
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2. FR4AH
WHHRER HHESHR5HE 4RXN 16 RXN
o RT Reagent Pro 400 pL 400 pL
[ ) Template Switch Oligo 10 uL 40 L
O Reducing Agent 136 pL 136 pL
ABcellar  Single Cell 3'
. [ ] RT Enzyme 20 pL 80 pL
DropletGen Kit V4 (RK20454)
) 2X PCR Master Mix 200 pL 800 pL
o cDNA Primers 16 pL 64 pL
O Cleanup Buffer 728 L 1.5mLX2
@) Partitioning Oil 1.6 mL 6.4 mL
o Recovery Agent 400 pL 1.6 mL
First strand cDNA Clean
. o 52 L 208 L
ABcellar Single Cell MaxPure Beads
Kit (RK20392) ©®  Elution Buffer A 796 pL 1.6 mLX 2
[ ) Elution Buffer B 576 pL 1.2mLX2
AFTMag NGS DNA Clean
O 1.18 mL 4.8 mL
Beads
ABcellar Single Cell 3' Barcode .
. O ABcellar 3'Gel Beads V4 70uLX 4 70 uLX 16
Beads Kit V4 (RK20455)
o FS Pro Enzymes Il 40 pL 160 pL
() FS Pro Buffer | 20 yL 80 pL
@) Ligase Enzymes 40 pL 160 pL
ABcellar Single Cell Lib Prep O FS Pro Ligation Buffer Il 100 pL 400 pL
Kit (RK20394) @  2XPCRMaster Mix 100 pL 400 pL
O Truncated Adapter 20 pL 80 pL
o i5XX Primer 5pL 10 gL
Y 17XX Primer 5uL 10 uL
ABcellar Single Cell Chip Set GEM Chip Tpk 4 pk
(RK30150) GEM Chip Gasket 1 pk 4 pk

F1.ORRERHES;

$£2. ABcellar 3’ Gel Beads V4 I EIE, #&E AR,
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3. RERIEWFRNG

ABclonal | 8%

%S E=1 REFRE
RK20454 ABcellar Single Cell 3' DropletGen Kit V4 -20°C
RK20392 ABcellar Single Cell MaxPure Kit 4°C
RK20455 ABcellar Single Cell 3' Barcode Beads Kit V4 -80°C
RK20394 ABcellar Single Cell Lib Prep Kit -20°C
RK30150 ABcellar Single Cell Chip Set R.T.

4. HthB&#H

4.1, WiEERN

ABcellar BHBREERS

4.2. Rfth{%2s

LEMILABA (LA, Cat. Countstar®Rigel) ;
PCR{Y (R, Cat. GeneExplorer) ;

EEBOH (EMM/R, Cat. LX-2008) ;

FHRIE (EMM/R, Cat. Vortex-6) ;

4.3. Rtk RFEM

80%Z B (FREXEH) ;

50%H H;

NF Water (Thermo Fisher, Cat. R0582) ;

DPBS, 45, X# (Gibco, Cat.14190144) ;

UltraPure™ BSA (50 mg/mL) (Thermo Fisher, Cat. AM2616) ;
200 pL 4Rk (Thermo Fisher, Cat. 010-Q) ;

200 pL fRIRMIIRSL (SBHf4F, Cat.70.3031.375) ;

10 pL{RIRMIIRSL (FBHF4E, Cat. 30.3010.275) ;
1.5mLBELOE (Axygen, Cat. MCT-150-C-S) ;

JUEE (Axygen, Cat. PCR-0208-C) ;

4.4. XERE

Qubit 3RFHEEN

ABQubit dsDNA Quantitation Kit (ABclonal, Cat. RK30140) ;

Agilent high sensitivity DNA Chips (Agilent #5067-4626) ;
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Agilent DNA 1000 chip (Agilent #5067-1504)

5. XifR

MER—. BHEDNASA

SR R{ERTE
HEMAS K BURFHARKE
HHES 20 min
WEER (7.5min) 5-15 min
4R (50 min) ZlER -
WA SFEMLY 30 min
cDNA #*18 (90 min) (= 5 min
b F2 1A fZlER 15 min
FIRELDEN 75 min
LRREREN ~4h
MBI, XEa2
P RER A
REB & KinfEE & A E (40 min) ~5min
R R 30 min
#&3LEHE (15 min) == -
a7 F2 1A fZlER 15 min
PCR #1§ (35 min) (=3 = -
R R fFIEmR 30 min
FIIRELDERN 80 min
SRR ~2 h 50 min

6. HREERER
6.1. MM/ BEKBRER

6.1.1. BANMM/MEREESIFESHE BSA (0.04%) B9 1X DPBS KT, BMM / KB RKEH LFRERN 500 ~
1500 4@/ L;

6.1.2. MHEIRAE: ML FKBFRA 3000-20000 AfE, EREA~50%, RA ~3000 FHHE, NEEL 1.1%; &RA
~10000 RS, WEEL 4.3%; A ~20000 AEE, WEEL 6.4%, BE—TRELESE, SEBNEXRTS.
ERERAESHE, BWRPTXE, LBRE—XERASZZHSHNNERL S TE;

6.1.3. BHMNFIRNFERARSZIRIEAERBAN, RARSRNRENHBLEREEREHNTIN, WL
BAMREMNDERPIIEME. MERER. FFMBZERTEENREZIDHIFINRER GRS HIEOZ 0, AR
MPBAFSTEREHIERE. EANAREEEE 8S% RN HERSERTEXID, EFZHTELMMEBIE, 1t
o, BRBERRTHESECHIEE, BRRBEREY, HFFERA0-50 pmIALRIEMIEIR, RER <1%, TXF
40um BIARAREE R S AR

6.2. RFEMTEER
6.2.1. —EBREMUESSREEEFAFRAEREN. BAlit, HEEERSIWIENERFERITRE MK,
ZIRFESRIE Axygen J\BXE (PCR-0208-C) NP HTHHEIRMIAE K2Rk (70.3031.375, 30.3010.275) SIfEAK
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BRMERDER, BRX LR oTREX B 8 R A REF £ R RIS

6.2.2. HIEMAEHAFNFRKE, 4R Partitioning Oil FRHOEHE, HLEERE;

6.23. BRENEEANZEREARIRS., MEBEERENIRASNMBERET XL, ERERENANET
HEMEET;

6.2.4. fEVK EEH) Master Mix R4 40, HESHME;

6.3. HBHREREBRER

6.3.1. 11% ABcellar Single Cell 3' Barcode Beads Kit V4 {£7FZE-20 °C;

6.3.2. ABcellar 3' Gel Beads V4 f/AE B E 4°CIR7E, —XWAR, FILERME-80°C, LLAEt%ERERRFINFT

6.3.3. (EMART, FHRATED¥ENNYREDHIRM-80°CKERHRFEERR;
6.3.4. WMEMBBRHERTHAERREESED Tmin L, REHES 3s £/

6.3.5. HAMBEGHEY , REXABcellar 3' Gel Beads V4 Y, EI1EBK, BESINSE, BBRBRLBEALF S5s
BEILMIRLIEEDAE TS, RIEBBUERER;

6.3.6. % ABcellar 3' Gel Beads VAMBEGH HbY, BIRLEHMEMELRE, BEHRUBRTLES.
6.3.7. SR, HWBEEME, BRFESEMERBERY;

6.3.8. HFGAKTLMERE, LFIRRBEMRRAL;

6.4. REME

6.4.1. REFOHRLRN, MEFHEEANEYRERLEM. BREEALERA, THEEAFMEN. B
NEBREL, REBEIRSNBRIZELRDAMRIRG.,

7. XEMEZSR

7., RHABRERES

7.1.1. ¥ ~30 mL #E5E . ~8 mL Tryple-Express &M E F 37 °C KA
7.1.2. ##& 1XPBS (PH7.4)

Components Molecular Weight Concentration (mgiL) mM

Inorganic Salts

Potassium Phesphate monobasic (KH2P04) 136.0 144.0 1.0588236
Sodium Chloride (NaCl) 580 9000.0 155 17241
Sodium Phosphate dibasic (Na2HPQ4-7H20) 268.0 7950 2.966418

7.1.3. % DPBSB (0.04% BSA, 400 ug/mL), Et DPBS RBREEMNT
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Components Molecular Weight Concentration (mg/L} mM

Inorganic Salts

Paotassium Chloride (KCIy 75.0 200.0 2.6666667
Potassium Phesphate monebasic (KH2PO4) 136.0 200.0 1.4705882
Sodium Chloride (NaCl) 58.0 8000.0 137.93103
Sodium Phosphate dibasic (Na2HP04-7H20) 268.0 21600 8059702

BFR—: BFHEEER

7.0.4. FERMMAITEIRE Countstar® Rigel IHEMMRE; BERBRT, MBEERREAN5x10°E 1.5x10°/mL,
TFEE >90%;

7.1.5. BLERER 2 mL ARSRNEOEETEON 3009, 5min, FEF;
7.1.6. MEEDMA 1 mLDPBSB, RREWRIT 5 RS, HFABRESR;

7.1.7. 3009, 5min, HLE;

7.1.8. EESB 7.1.6~7.1.7—I%;

7.1.9. MAEE DPBSB EHMES;

7.1.10.8 10 pL SHERKRS 10 L ABRBRADRS

7111 E R EUREL Countstar® Rigel SRR E ;

7.1.12.MA\E= DPBSB, AEMMBBREE 1000 N/uL, K EBESFRBEMIE,
BRI BRARF

ZIE5IIRIE 75 cm2 EARMAY, TEYAEEMEFMANRFIARLLE,

7.1.4. B ~30 mL EFHREF ~8 mL Tryple-Express ISRTE 37 °C KB RDMM;

7.1.5. A0 mML ERERMENERER ERERE, Fi=;

7.1.6. {#F 10 mL EEEIRE 1 mL Tryple-Express BRMAZE LiRiEF&RM G, 37°CHHE 5~ 10 min;
7.1.7. ER10mML ERERE 5 mLBFEMAZ EREFRMS, LIHMKRE;

7.1.8. B ERBBBBREBE 15 mLBLOED;

7.1.9. IRER 2 mL EFEEREFRNERE, BEER—EEBELRBOLOED;

7.1.10.300 g, 5min (BURFMMER, FERBAREFREBEEROAERERT) ;

710 B10mL EREREEERBIRM EEFIE, A 2mLDPBSB ERMAM;

7.1.12. {E MRS Countstar® Rigel UAIRE, BEERT, MEI 5x10° E1.5x10° /mL, FEX>
90%;

7.1.13. 8 LR EE 2 ML ARERNEOEEFTE O 3009, 5min, HLE;
7.1.14. @& EPMA 1 mLDPBSB, BRIRIT 5 S, HEAKRES;

7.1.15.300 g, 5min, F.Li&;
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ABcelllar Single Cell 3' RNA-seq Lib Prep Kit V4

7.1.06.BEEHE 7.1.14~7.1.15 =&k

7.1.17. /0 \iE& DPBSB #4HBES;

7.1.18. 8010 pL BHERRS 10 pL ARBRADRS;

7.1.19. & FAAAM A 4HREL Countstar® Rigel HHEUAMIRE ;

ABclonal | 8%

7.1.20. 1N \:EE DPBSB, ARMMBEREE 1000 N/ pL, K EMESHRBEMRIR,

i1: DPBS A& Ca2+, Mg2+, ZHBFRMRTHE—ENRERME;

#2: MREE ca2+ MiE, SEBARREANLE, REQRENY;

i#3: BSAMEFRRARRIIFH, WSHEREFLBHSREWNE;

#4: BRETHRERE. AARPESRMOBRNERERFTEEATERXE, Rt RBIESNERRFRUTENSRIRERTEN

FRRME,

i 5: FE4% DPBSB ERMAINARFRENBEBRSD, —EESFNHE.

7.2. BWEERMS B AEHERIC

WAESENT:
RHRER HAHNESRSHE &
@ | RTReagentPro
Template  Switch . _
ERMREFEHERR

ABcellar Single Cell 3' DropletGen Kit
V4 (RK20454)

Oligo

o
O | Reducing Agent
o

RT Enzyme

KEBRBHRS, BRBLKERRE
ER, REXLER

ABcellar Single Cell MaxPure Kit . . - _
O | Ppartitioning Oil ERNEFEERE
(RK20392)
ABcellar Single Cell 3' Barcode Beads o ABcellar 3" Gel | {2HET¥/NBFM-80°C B, FHEER
Kit V4(RK20455) Beads V4 BiER
ABcellar Single Cell Chip Set | / GEM Chip y
(RK30150) / GEM Chip Gasket

#: BEAEENEEANRES R,

RT Mix #I&

7.2.1. H& RTMix: ZRTRERRMASAS, HEABRFRERIT 15-20 RAMES, BEBLERERRE

Bk, KEREEHA.

W #*R
[ ) RT Reagent Pro 25 L
[ ] Template Switch Oligo 2.5l
O Reducing Agent 2.5l
[ ) RT Enzyme 5uL

SRR 35uL

ABcellar Single Cell Chip Set I#

7.2.2. BV GEM Chip Gasket, GEM Chip F#FHEBEHTEE PR N\BEEH,
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7.23. BRARORMBPIOMESRE, KEFKFEEEL, KRE PCRNEKE. GEM Chip MEXNFERE
(WTEFR) -

i 1: 48 GEM Chip mEHOME PCRNKE, FHENENSFERRBITEE;

F 2: ERHBRBMAHSAABTHRES, ESVHBSANORNE, SUSSBIRBERER,

7.2.4. B ABcellar 3'Gel Beads V4 j®iEHR% 1min , B 3s, HAKRKREBIRE 70 uL ABcellar3'Gel Beads V4,
ZIEMAZE GEM Chip #1 58&, EEMABERS, NIRESE;

7.2.5. f%& Cell-RT Mix: IREX 40 pL DPBSB ERMAMBRMA LR RTMix H@EP (SR 7.2.1) , BRIRIT
RS, KEREER.

7.2.6. IREX_ER 70 pL Cell-RT Mix (HB 7.2.5 ) FIBIMAZE GEM Chip #2 iB&E, EEMAES, PJIRESE;
7.2.7. DRER 250 pL Partitioning Oil EM@IAZE GEM Chip #3 1B&, WEMA;

7.2.8. UXBR 150 pL Partitioning Oil E1IMAZE GEM Chip #4 @&, MEMA;

g~ - - @) 250 L Ol
v ~-- ) 70 uL Cell-RT Mix
- - - @ 70L Barcode Bead Mix
-- @) 1s0uL Ol
A ¢ L
Witz
e
EEIAE 1
X HREOEAORS | \ [ | y
TN | ‘ [ BENMA | /
‘I |
U - | : A
o O 6 & (4] o 0 ©

Bl SRn#REE
7.2.9. BU GEM Chip Gasket ¥ GEM Chip Z%, FE#IA GEM Chip Gasket 5 GEM Chip R2M&, MLZIET
ax,

E: SHANERE, EFBRERERE 2 min, FERELKITESBUREEREK;
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ABcelllar Single Cell 3' RNA-seq Lib Prep Kit V4

L = i
2 METHFEE
1 RERARSETHETF T REMMERETE,
2 ERANERAEFHRERREARRELSERRAERE, EXEARRECHERE. #ARHMENSS, FOER.
EFRERERN
7.2.10.4TF ABcellar SMPERNTF X, BT | 215 OPEN B3, SRFI;
7211 HEEMBFHTHEFMEE—ERET Abcellar BARMEENEMPEE;

E: MEERBRABAERNEFHE;

72125 T & 21195, CLOSE AE; %Eamm, ERX,

72136/ B ) exaE; serpem i wmemas.

B
7214 5T & 265 OPEN B3, SR, REMEA,

7215 RIS LRSH, NSRBI PCR \BE,

#: SRS ERERANARE, RCFERERFTAT T REAREETE,

7.2.16.48F9 QSP 010-0200 pL IRSNLRE TS MEAEES; TRRBL 10yl TEBRME, LELRE L
BAEERE (MTEFRR) .

#: EPRERINFHNHERELS, SEEHRIED, AHGRFEREED PR UNALNRE, SBEHRRMAN;

72178 bR RES L PRAKEES, BEETKEER, LT T—SHBIE.
B P 5 R R R
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ABclonal | 8%

72188 LR REET PR NP, BEE—F 4°C, UBETUTRERER (#F 50°C) .

mE B iE Cycles

4°C Hold -

48°C 45 min -

85°C 5min N
RREAFIZE 100 pL

4°C Hold

7.219.REERE, MZETT—HRIE,;, FBRBFYHRET 4 CREARBIE 24 h 5 -20 °C Ril8ig 72 h,

7.3. WA, @R cDNA §i8

RADESNT:
RHRER HAHESREHE &t
(@) Reducing Agent ZRRESEMB, RIEGES, BEHEL
@® | 2xPCR Master Mix WEBRREER, KEKLER
) @® | cDNA Primers
ABcellar  Single Cell 3' pom——
DropletGen Kit V4 (RK20454) ERFIBER 1 NWRERKEES
B, REEES 10s, URpNEiR, B
O | Cleanup Buffer
EFERALARE, BNBOERERK
ZER, ZENEER
® Recovery Agent FEARIEBFEE 30 min, RIDES,
[ ] Elution Buffer A REBOCKERREER, ZEHRE
ABcellar Single Cell MaxPure -
) @ | Elution Buffer B =
Kit (RK20392)
([ ] First strand cDNA Clean Beads =BT 30 min, FEREIDRIERSE
(O | AFTMag NGS DNA Clean Beads | HH=2EE
80% B NENH, ZRHRE
NEHA, ZiE
Hith Solution | -
T BREE/K (NF Water) =iBH 4°CHE
WISk

7.3.1. UXEX 100 pL Recovery Agent Ei2MA LR PCR €t (HB 7.2.19 ¥)) , #E 10s, LNIAHEBREE

A,

#: ELRRRED, FETEBENLEKENERS R, BERT—SEME, SHEMKERERATAOGRE, SLES, B/\BR

ERBELTHARRES, REHEL10s, EEAHGRALERE, TRHENLEKEFERKIE.

7.3.2. {#F3 QSP 010-Q200 pL IRLEBIZIRER 110 uL TEHBER, KRB LEKE, KEREEH.

#: TRHHETFALERR, RESEHEFRZNERALKR.

7.3.3. #l%F Cleanup Mix | : BB TRKRMAZAHS, FRABRBRIT 15-20 KRS ES, BEHEOERERR

E=ER, ZEREER.

Clean up Mix | *iR
O Cleanup Buffer 182 L
(@) Reducing Agent 5L
[ ] First strand cDNA Clean Beads 13 L
SRR 200 pL
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7.3.4. IRBEX 200 pL Clean up Mix | INAL R 7.3.2 =¥, FRBRBERRIT 15 KBS, BREEEL.
7.3.5. ZEWE 10min; WEFREL 5 7, EABRBBRERWITRS, EHKES.
#: RSREERRRMELUROHRIRE,

7.3.6. #I% Elution Solution | : #ETRKRMASAS, RIERIERNBEOEBRRREEZER, ZEREEA.

Elution Solution 1| #R
(] Elution Buffer A 199 pL
(@) Reducing Agent 1L

BUAR 200 pL

7.3.7. 10 HHIEELERE, ¥ PR & (ST 7.3.5 F4) RBEHNR (B4 LHBELY 2min, FEREEBE,
BRLEBR, TRAEMEHEE,

7.3.8. EELEEBERAELE, M 300 UL 80% ZE, #EX 30s, FRAREBE, BRLBR.

7.3.9. EELOEEBERAELE, MM 200 UL 80% Z 8B, #EX 30s, FRAREBE, BRLBR.

7.3.10. BB, BEOERBERNE (EAL) WM 15s, B 10 pL BLEBRSRERR, ZRBTE 1min,
73118 OEMNE L2 EEY, A 47 pL Elution Solution | ($3 7.3.6 =4) , FEABKBRERIT 15 X
RAE, ERBEF 2min,

E 1 RSBEERERNELLRDERRE,

2 RITROEES, BEEKEE, BEFESH,

73 R2.KBLOERBEHNE (R , BEL 2min, FAREBRE, RR 46 uL EFREHE PR &b,

) » ' » > 1 k—ﬁﬁz

. MARNEREE (EAT/\KE)
cDNA 18

7313 BRTERBRMAEAS:

=81 *R
o 2X PCR Master Mix 50 pL
[ J cDNA Primers 4L

cDNA ($FE 7.3.12 =) 46 pL

SRR 100 pL

7314 8EEFN ERARNARERBRBRIT 15-20 REMRES, BRBEOKERREER. EF PRXD, BT
MTRRMER (R&HERE 105°C) :

17/
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mE B iE Cycles
98°C 3 min -

98°C 15s

60°C 20s 12-14*
72°C 3 min

72°C 5 min -

4°C Hold

*: WF RNA SEMMKEE, TELEXY EERY, FEAXDEXY HERYMSE TR (TRH 10K BALHSHFN PR ERY,

TMRIBSERR L EE M) ¢
HA%R TR &
i oS 12 -
HLARER 13 -
12 PRSI
PBMCs
13 MRS RE

7315 BERE, MARTT—FEME, AERTYRETF 4°CEF 24h FH -20°C Ridd 72 h,

cDNA 18 /54t

7.3.16.% AFTMag NGS DNA Clean Beads /B &8, IREX 60 yL AFTMag NGS DNA Clean Beads iIIAZE L& PCR
& (HFB] 7.3.15 7)) B, ETFRITEI 15K,

7.3.17.Z&H¥E 5min,

7.3.18.4 PCR EXEBEHNE (S) #E 2min, FRAREER, BRLBER, TEAEMRI#I.
7.3.19.48 PCR REEHNZE L, A 200 uL80% ZESZEHiZk, 58 30s, HBREEE, BRLSRE.
7.320. B85 7.3.19 —K,

7321 BEEN, & PR ERBE#HNSE (EA) KM 155, B 10 UL BABRBRSKERE, ZEFTE 1min,
7.3.22.1REX 36 pL Elution Buffer B flIA LR PCR &, ERAMBREBIIT 15-20 REMES.

7.3.23. & E 5min,

7.3.24.% PCR EEBEHNE (B) , #EY 2min, FAKREER, KRR 35 UL LEREHB PR E9,
7.3.25. RELRE, MABT TSR, AEBRFYRET 4°CEHF 24 h 5 -20°C Figd 72 h,

cDNA RE12 (LA Qubit4.0 & Qsep1 AHI)

7.3.26.cDNA E&: IREU1 pL#AK, F Qubitd.0#TEE;

7.3.27.cDNA RERA/NGH7: iEER Qsep 3 Agilent 2100 Fi#tfT cDNA FERANIH.

i*: & DNA RERT 5Sng/pL BVAKMER,
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355

ABclonal | 8%

2875

MR — |
|
@R

PBMCs — |

Lt A
878
20 100 200 300 400 500700 1k 2k 3k Sk
Lenamhibp)
E4. cDNA Qsep100 K ERAFE
7.4. XEME
WHESEWT:
RHRER AHESHREHE &
[ J FS Pro Enzymes Il
@ FS Pro Buffer |
O | Ligase Enzymes
. . — ERRANRME, RIEES, B
ABcellar Single Cell Lib Prep | O FS Pro FS Pro Ligation Buffer Il R
. BUOKMERREEKR, REKLE
Kit (RK20394) O | Truncated Adapter
%R
[ ) i5xx Primer
[ ) i7xx Primer
@ | 2X PCR Master Mix
ERFT=BFE 30 min, RIEE
[ ] Elution Buffer B 8, BNBOLKERREER,
ABcellar Single Cell MaxPure N
) EEMEEH
Kit (RK20392) —
=BFEE 30 min, FHADRIER
(O | AFTMag NGS DNA Clean Beads
FHERKTEER
it 80% &%
TAZBREE/K (NF Water)

B, KiREERMAR

7.4.1. £ PR FRANKBEHEITUTRERRE, ¥ PR (URHIRE 4°CHQ (HABERE 82°C) :

5B RE BiE
Hold 4°C o0
AR 32°C 8 min
KIHEEMA B 72°C 30 min
Hold 4°C o0

7.4.2. BRTERERMAEHS:
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il *R

o FS Pro Buffer | 5 pL

[ J FS Pro Enzymes II 10 pL
CcDNA (HE 7.3.25 =) XuL (150 ng) **
NF Water Up to 50 pL
=V 50 pL

#: MA 150 ng SHSH DNA =41 (RZ 150 ng B, REBAKR 35 L 8A) .

7.4.3. BEEGHN DRREERERBRBRIT 15-20 REMES, BHBEOKESREEE.

7.4.4. % PR BHBELRERE 4°CH PRIP, BiZE—4 (4°0) Hold, BEELRNER,

7.4.5. RELFRE, % PR S0, BREOEXLRESR.

R ERTFiE

7.4.6. IREX 50 pL NF Water A LR PCR &t (HB 7.6.5) ,

7.4.7. ¥ AFTMag NGS DNA Clean Beads Z%E &, IREX 60 pL (0.6X) AFTMag NGS DNA Clean Beads MIAZE Lt
i’ PCR & (HFB] 7.6.6) th, ABRB[BLTRITES 15 XE, ERHE 5min,

#: BRRMABKRIEENSEREER, TUEELRANSFERBBFRAN,

7.4.8. ¥ PR SHBEWAE (BI) , $BEL 2min, SBREEE, BRI 155 L LEREHH PCR B,
7.4.9. ¥ AFTMag NGS DNA Clean Beads E# &5, IREU 20 pL (0.8X) AFTMag NGS DNA Clean Beads I L&
# PCR B, ABRBLTRITRSE 15 %E, ERBHS 5min,

74708 558 PR BERBEHRAR (BiL) BE2min, FRAREER, BRLER.

741148 PCR SRIBEHRAL L, MA 200 pL FHEEHIH 80% EF TR, $B30s, BREER,

7412 BE85R7.6.11 —IR,

7413 BEEL, ¥ PR ERBEHANL (L) KM 155, B 10 pL IRLRESRBEREE, ZRFE 1min,
7.4.14.9%8 PCR EMB{AZLEEUT, EEDAA 51 pL Elution Buffer B, 2 1 min, BRR{[LTRITES 15%/E,
ERHHE 5min,

7.4.15.%% PCR SRBEWARE (SiI) , $BEL 2min, SRREEE, RN 50 pL LEREHN PR &,
&R

7.4.16.7F PCR RANREFHEITUTRUER, ¥ PR URAIREE 4°CAS (AEXA) :

BB iR BE
Hold 4°C 0
Lk 20°C 15 min
Hold 4°C 0

7407 BB TR RMAZTHS
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8] L3
SB, 7.4.15 ) 50 pL
O FS Pro Ligation Buffer Il 25 L
O Ligase Enzymes 10 pL
O Truncated Adapter 5L
NF Water 10 pL
BRRR 100 pL

7.4.18. BEEFN LIRR AR ERABRBIIT 15-20 REMRES, BRNBOKERREER,

7.419.% PCR BHBE LIRRATFUCH PCRUP, BEE—H (4°C) Hold, BIAFERNER.
7.4.20.REZRE, ¥ PR B, BNBLOEKENESR.

ELERBIAK

7.4.21.%5 AFTMag NGS DNA Clean Beads Z5% & /&, IREX 80 pL (0.8X) AFTMag NGS DNA Clean Beads I AZE £
& PCR Eth, ABKRLTWITIES 15k, ZEKFS 5min,

7.4.22.% PCR BHBEHNRE (B) BMF 2 min, FAREBE, BRLEBR.

7.4.23.4 PCR BERIFEMNIL, MA 200 pL FEEHIE 80% ERERE, ##E 30s, BRLBER.

7424 EESRK 7.6.23 —IX.

7.4.25.REEL, & PR ERBEHNRE (KAL) WM 155, B 10 uL BABRRSKERE, ZEBFE 1min,
7.4.26.46 PCR EMHAZL LT, EEDMA 21 pL Elution Buffer B, B#iksE L TRITES 15%/5, =BHES
min,

7.4.27.%% PCR EHEBEHAZR (RA) , BEL 2min, FERESE, R 20 pL LERZEHL PR &g,
XEEH 18

7.4.28.7F PCR RANREFHEITW T RERER, & PR fURHIIEE 4°CHS (RZRE 105°C) :

mE B iE Cycles
4°C 0

98°C 1 min -

98°C 10s

54°C 30s 13-14*
72°C 30s

72°C 5min -

4°C Hold -

E: —#Ri% 13 M cycles, & cDNA BAEFRE 150ng, WLTHELEM 1-2 cycles,

7.4.29 RTERMRMAEAS
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A *R

$B 7.4.27 Y 20 pL
® 2X PCR Master Mix 25 pL
® i5xx Primer 2.5 L
® i7xx Primer 2.5pL

SRR 50 pL

7.4.30. $EEFN LRRMARERBRBRIT 15-20 REMES, BNELKESREER.

7.4.31.9% PR EHBE LRBAITUSHN PRSP, BEE—F (4°C) Hold, BIEEERNER.

7.4.32. RELFRE, % PR SR, BREOEKLRESHE.

XEY B R RS %

7.4.33.REX 50 puL NF Water flIA_Li& PCR Bt ($R] 7.4.32) ,

7.4.34.%% AFTMag NGS DNA Clean Beads B3%E &, IREX 60 pL (0.6X) AFTMag NGS DNA Clean Beads lIAZE Lt
& PCR & (HB] 7.4.33) b, ABRBLTRITRS 15 %5, ZERFS 5min,

#: RERMABKRIEEN#EREER, TNEELRANEFERBBRAN.,

7.4.35.9 PR EHBEWALE (BAI) , B#EL 2min, HHREERE, RE 155 gL LEREHE PR &,
7.4.36.1REX 15 pL (0.75X) AFTMag NGS DNA Clean Beads fIA_LR$F PCR &, BBKRBLTWITES 15 %5,
EIBHE 5min,

7.437.% 5% PR BRBEHAR (BiI) BE 2min, FRAREER, BRLER.

7.4.38.F PCR BRISEHAL L, MA 200 pL FHEEHIH 80% EF TR, $E30s, BREER,

7.439. B85 B 7.4.38 —IR,

7.4.40. R8BI, ¥ PCR SHBEHAL (R WK 155, A 10 uL RLRBSKERLE, =EFR 1min,
7.4.41.% PCR EMBAZEET, EEDAA 36 pL Elution Buffer B, 2 1 min, BRR{[LTRITES 15%/E,
ERHHE 5min,

7.4.42.%% PCR BRBEWHE (M) , HEL 2min, HEREEE, R 35uL LEREHN PR &,
7.4.43. FYRET 4 °C FERBE 72 h & -20 °C KERETE.

XEREET

7.4.44. SHRANEEE: KRB 1 UL ER, B Qubitd.0 #ITEE

7.4.45. 5" RANFERBRA/NEN : 5EA Qsep  Agilent 2100 %i#4T cDNA FERA/NSH

F: EEXEFRART 5ng/uL, FEREIRE 450bp £4, RESAA.
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[osbciup_202104 14_24-cH7) BRDL210019781-1s

@ W W X o 2000 Yoo 2000 39000 30000

5. cDNA X E Agilent 2100 BB SR E
7.5. XEMF
REEFMERT HRLMIA 3 HXERNNFHAOARMNZENEFFIMENLSE, RIBNEEFRATREGHN
FET]7E Illumina Hiseq X10 3 Novaseq 6000 & LA, #A index Sl FRAARHEAHNHES SR TEE,
ABcellar Single Cell 3' RNA-seq Lib Prep Kit V4 #32E Illumina 89N EXE (B 6) , XELHME P5/P7 il
3k, Truseq Read1 #1 Read2 #REHM Illumina MESIMALRAER, BNMAT 8 bp MXKZESIFHIMER i5 17 &3,
Truseq Read1 (TCTTTCCCTACACGACGCTCTTCCGATCT)RF3F 26bp # Cell Barcode 1 10bp #9 UMI T,

Truseq Read2 (GTGACTGGAGTTCAGACGTGTGCTCTTCCGATCT) B FHEANERFF#TNF .

Read1 36bp
Barcode+UMr
[———————1
[ | I | [ oNA S
[ — I = T cDNA
TruSeq Read1 Cell Barcode Poly(dT)VN TruSeq Read2

Read2: 100bp
Insert

6. XELMRER
BN FREASNAH 20000 Reads LA E, XEMNFKEEA PE150 3 PE100 HFNSEINLMME. TRIED
HERRXXEEARYENSNMERREERLNER, XETLRENRF, BERER index H#ARSIHEER
RegiRtt, BARPRESY index FERF TR, ERAENIEE Ilumina FAE lane EHNNE, #FMA 10% L
E89 PhiX 3, BEMEM AR FEERENFNATZELIBFM PhiX XE.
NBEFMRAT 8bp HIXHKRSIFFIMER i5 7 i7 R3|, HES 10bp B9 index XE Pooling £Hl, RFE
B TERAK i7index BHM "AT" BMRE, FEE i5index EHRM "GT" BIEE.

FEAFNZEE 43 16 M Index BE, ABEESBEFXR, ©[IEE RK20399 ABcellar Dual Index Kit (96 Indices),
ZIAFIE2M 96 7 Index HA MM RIFERE,
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i5 Bases for Sample Sheet

NextSeq and HiSeq

i7_Bases for Sample

P5 i index P7 i index
- 3000/4000 and Novaseq | — Sheet
V1.5
[ ) i501 Primer AGGTGCGT o i701 Primer ATCCACTG
o i502 Primer GAACATAC [ ] i702 Primer GCTTGTCA
[ ) i503 Primer CTTAAGCC [ ) i703 Primer TAAGTGGT
@ i504 Primer GGAGTACT [ ) i704 Primer AACGTTCC
(] i505 Primer GTGCGATA o i705 Primer TGGATCGA
[ ) i506 Primer GTTAATTG [ ) i706 Primer ATGAGGCC
o i507 Primer TTGGTGAG [ ] i707 Primer GACCTGAA
[ ) i508 Primer CGCGGTTC [ ) i708 Primer TCTCTACT
® | 709 Primer TTACAGGA
[ ) i710 Primer GCACGGAC
o i711 Primer CTCTCGTC
[ ) i712 Primer CCAAGTCT

EEFAEADNQSeq-T1/T7 FANFE, WHERXANFTFEHK,

8. MiR
8.1. XRIFESR

BRIERBPANNSRBBZIOMNGER, BXAEMEMRINMXE:

8.1.1. BABRSRETSELFNMMITRIRANE, UERAMA,;
8.1.2. FRMNRABSRAMRSETRY;
8.1.3. WEMPERKEKE L, WHIEMRARNEREILERRY;
8.1.4. HHEANWSBRDNBNUKSKERTRE.

8.2. HARMF

RIBERBIAETREELER, BUWNIEHTT—F, BERMIRFEXRE:
8.2.1. EEENLTEXHNBTAEARMMMES, RIRTFABEFRTME;
8.2.2. ERFENHIEPHTAEMM PCRES (BRRMB. RS BHERF) |, B2% PR BHMBRIREE

PCRAETX{ER;

8.2.3. XFy B FEHINENEEMRLENTNER, BSEZHMEMR.

8.3. BMBRNITH

8.3.1. HAMABMERN, EFMERZAMFIRR, URBEHSE;
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8.3.2. REFAWRNHSBERSRNBRBWL, WEMRAISRAHRBRISRNRNE,

8.4. WD

8.4.1. {ERMEIRKIIRSL4 ABcellar 3’ Gel Beads V4 MIRFIBEHBESMERIL;

8.4.2. EERTEARBMIK;

8.4.3. ERMAINANIER, ik ABcellar 3' Gel Beads V4 7380195 ;

8.4.4, FERRBATER FREMNEXEE: 1) ABcellar 3' Gel Beads V4 EFREHMIE; 2) BRBEEM
IREXFNANA ABcellar 3' Gel Beads V4, {#3L% % Barcode Bead MR B2 8 BB R~ 4S8,

8.4.5. ABcellar 3’ Gel Beads V4 R ELE MR E Z AT, AREBRLRIHSMIRENEFTINRIE. ZI8iME ABcellar
3' Gel Beads V4 NEEHRED, BEENLUERAEENRLRFENEIHAE R,

8.4.6. BWERBERERE, BREHAILNRSR Gelbeads AR, &>35ul, THEEEEANSR, SERERE
KD, BNEHLNEE,

8.5. HAERIEE

8.5.1. 80% ZEMNAIMANE, ZERNESHREKDHIELR, NTHIRRKE;

8.5.2. REREABWNRNTEL, EMERHRER;

8.5.3. HAIRES, B/\BKEREHNRL, BEIEATLEREBRE;

8.5.4. MR ERERMN\EKE;

8.5.5. MRHHKANOREBRBLLNRE, BENNERBENRENED, SHENHY, BRREEHNIL;
8.5.6. BMEWMKENTIR, THRSEHHKERATH, RKESH DNA;

8.5.7. HRIR cDNA KIS E, RELMXAREMIEL,

8.6. MK AEEMRAISE

8.6.1. HINMILHIEER:

¢ BREABREABIXE;

¢ BREABHAKNERNEMNERE;

¢ BRBRITERENRE

¢ EABRBERLARRNER (TEAEORLNBEMAMREENNRARBESBEIEE) ;

8.6.2. #Hf LR EM—BE;

8.6.3. ANBRFHMM;

8.6.4. MEHRMAL AL

8.6.5. BAMIEM (MR >95%, ARMM >85%) MR,
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BERXERRREVRRARAE
BiE: 400-999-6126

BB%: cn.market@abclonal.com
Wit : www.abclonal.com.cn
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