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FocuSCOPE® R 4i EB mEEERNIENEF-RnEERAR,EE R MMAERAT
REAERAFIEEUREENENRSIRRE, R mu el AR, cDNA §18
RERAXERE. EREFAFIEENENE, BERENEXEFYNBERBESNFR
ETHEERNG YR, BIMEERASZENETIRS Barcode 52, BREERARA GRS
EHRAFEL, TREEFNEARAREENEFIXER, HIEFKER EB RSHEXMER

ENLE . DFEERRENHRIES.
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2 FmA5n RErHEN

2.1 FoéAR

FocuSCOPE® Single Cell mRNA x EBV Library Kit Cell (2 RXNs)

= A R ey
B Lysis Buffer, Stock
B RNase Inhibitor
B 100 mM DTT
B RT master Mix
B Reverse Transcriptase
B TS Primer
O Amplification Master Mix

O A primer Mix

HiFi PCR PreMix
Single Cell EBV RNA O EBV Primer Mix1
Amplification SD & EBV Primer Mix2
Library Reagents

O Amplification Enzyme

Fragmentation Buffer V3

Fragmentation Enzyme Mix V3

IXTE
B Ligation Mix
B Ligation booster
B Adaptor

MP Master Mix

Library Amp Mix V3

R EERY

1500pL
50uL
400puL
400puL
50puL
50uL
400puL
200uL
75uL
20uL
10uL -25°C~-15°C
20uL
17uL
6uL
800uL
72uL
4uL
50uL

60uL

60uL
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Indexing Primer Mix1 (ATCACGTT)

30uL

Indexing Primer Mix2 (CGATGTTT) 30uL

EBV Adapter Mix1 (TAAGGCGA) 30uL

EBV Adapter Mix2 (CGTACTAG) 30uL

B EBV Barcoding Beads SD 1.8mL

Wash Buffer A TmL
SCOPE-chip SD & EBV 29C~8°C
Barcoding Beads Wash Buffer B 1.8mL -

Singleron Magnetic Rack 14

SCOPE-chip SD 24

FocuSCOPE® Single Cell MRNA x EBV Library Kit Cell (16 RXNs)

FE AR b 1R e St
B Lysis Buffer, Stock 2*¥1500uL
B RNase Inhibitor 300uL
B 100 mM DTT 400pL
B RT master Mix 2*1500uL
Single Cell EBV B Reverse Transcriptase 400pL seC 15
Amplification Reagents m TS Primer 250ul
O Amplification Master Mix 2*1600uL
O A primer Mix 750uL
O EBYV Primer Mix1 160uL
O Amplification Enzyme 160uL
Fragmentation Buffer V3 135uL
EBV Library Prep Fragmentation Enzyme Mix V3 40uL oG5
Reagents 1xTE 800uL
B Ligation Mix 576uL

SR EB mBEREQWIXAZH -~ F M- FaAR



B Ligation booster 20puL

B Adaptor 50uL
MP Master Mix 2*220uL
HiFi PCR PreMix 480uL
EBV Primer Mix2 80uL
Library Amp Mix V3 480uL
Indexing Primer Mix1 (ATCACGTT) 30uL
Indexing Primer Mix2 (CGATGTTT) 30uL
Indexing Primer Mix3 (TTAGGCAT) 30uL
Indexing Primer Mix4 (TGACCACT) 30uL
Indexing Primer Mix5 (ACAGTGGT) 30uL
Indexing Primer Mix6 (GCCAATGT) 30uL
Indexing Primer Mix7 (CAGATCTG) 30uL

EBV Library Adapters Indexing Primer Mix8 (ACTTGATG) 30uL -25°C~-15°C

EBV Adapter Mix1 (TAAGGCGA) 30uL
EBV Adapter Mix2 (CGTACTAG) 30uL
EBV Adapter Mix3 (AGGCAGAA) 30uL
EBV Adapter Mix4 (TCCTGAGC) 30uL
EBV Adapter Mix5 (GGACTCCT) 300L
EBV Adapter Mix6 (TAGGCATG) 30uL

EBV

Adapter Mix7 (CTCTCTAC)

30uL
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A T E YRR
EBV Adapter Mix8 (CAGAGAGG) 30uL
B EBV Barcoding Beads SD 8*1.8mL

EBV Barcoding Beads Wash Buffer A 8*7mL 2°C~8°C
Wash Buffer B 6*1.8mL
Singleron Magnetic Rack 44

SCOPE-chip SD 2°C~35°C
SCOPE-chip SD 16

2.2 BEMEFEMERF

B

’RE | -80°CERKRRER

ERRTRE

BEEMERE

ELBEOMN

X 2=
=55 eI

PCR 1%

RERMY 1L
Qubit 4.0 XA E=N
755

TKZ B (73H74E)

RNase away

1xPBS (A& Ca* Mg?)
X F

Tween 20

Ampure XP LTk

Buffer EB
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Nuclease-free Water

Qubit dsDNA HS assay kit

M

ANE RS T E &AL BRBS IR 3L

1.5mL TH&EZBREELE

0.2mL THE&EXERE/\BXHFE

0.6mL PCREBEEEE (Qubit EE, HF Axygen)

b

AEIERREZ KRR

DynaMag™-2 #71%2/12321D/Thermo

BERT

53
R

ER R R IRAE

%28

SBEIEB R EOTN (HEFLHER FA™ -12 Automated CE

System)

Qubit 4.0 RHEEN

ELBEOMN

=55 eI

=

Ampure XP #i{LE ¥ (Backman)

80% 28 (FAX/KZEEEH, IMEILA)

Buffer EB

Nuclease-free Water

Qubit dsDNA HS assay kit

BB A RO E 2

¥eM

RNEAE T E &AL BRBE IR L
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1.5mL TH&EZBREELE

0.2mL THE&EXERE/\BXHFE

0.6mL PCR iEBEEEE (Qubit S8, #7 Axygen)

AEIERREZ RS
I8

RYIABEX #IZR/TNDOS-C-A

2.3 BEARRERIEFFHE

wRARE
BB MRNAJB -2 FRie - R¥&R -8 (‘:: _: \\ M EEDH
- . \—,,,_:, / — T
/ DY / 2\ . o h = — = e
@ L1 Y L) BREFS|E% » | ‘ | » & *
- ‘ ~ — - - =
L K K A
7 S 7 PR D
$R B e KILFRTF
N
£ EBV Barcoding Beads 1h Stop, -80°C<48h
MRNA 3k
RERY 18 2-3h Stop, 4°C<72h or -20°C<7days
EE 3h Stop, -20°C<30days
EREEEEE 3h Stop, -20°C<30days
ERERK 9-10h

11
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3 SCIRHRYE

SLIIREER S BER SRS, MREBMRZ2EAR, o]8E sCellive®HRARESHE
BREREFFEMR (FhAR) , BAER Singleron sCelLIVERPARBE AN ESRESREMN LA

FEER

3.1 BAMS EF mRNA H§3k

3.1.1 ¥ & Lysis Mix 1 EBV Barcoding Beads

HESEHMHE . Lysis Buffer, Stock ; 100 mM DTT; RNase Inhibitor; EBV Barcoding Beads,
B&MHE: 1xPBS Z1R; FAEIERPBEERRS, 1.5 ML BLOE; DynaMag™-2 #A%E,
1. KEREE: =RMK "Lysis Buffer, Stock” 1 “100mM DTT” , S®iEROEEFiK L,

TEK EIRTRAEERS Lysis Mix, RIEESHEEEC, ETFKLEER.

A5y 1 RXN (pL) x1 2 RXNs (pL) x2.2
Lysis Buffer, Stock 92.5 203.5
100mM DTT 5 11
RNase Inhibitor 2.5 5.5
Total 100 220

2. j&¥k EBV Barcoding Beads: ¥§ EBV Barcoding Beads A#5iRaE (1ML £212) BEWK
3T 15 XBSJE, IREY 900uL EBV Barcoding Beads (1RXN) F 1.5mL BOEth, HEHE
INVEETF 1.5mL MABH# LR (DynaMag™-2 #1%2/12321D/Thermo, A/NFH#IZREM

18) £, #E 1min, FFAREBE, NBIRLE, BANEEEOENHE DR ERT, M

12
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ANTmLPBS, BEEETH AL, #E 1min, FBREEE, NOBIKRLESE, K3 X
BT,
3. BTBOE, APBSERERE60UL, & 1ThRER, UREERERFH, SBZ—/)

NAR, BF 4°C KEFH,

3.1.2 HAAANRECHES

EEMHE: ARERSR; BEER.
B&##E: PBS £)1)R; 0.02%PBST (PBS 83 0.02%Tween-20) ; TXKZE; RAE=Z
BmEBER RS, TENEARL,

1. ABENARES TSN PBS A, REEIMHRABEMNEEMM, WTx: A PBS

BB ERBBEZE 1.5x105-3.5x10% cells/mL, BIETHF/& A L,

FYar-id) BARMAE 3L IR E
3000-5000 (1.0-1.2) x1075cells/mL
6000-9000 (1.5-2.0) x10~5cells/mL
SD
9000-12000 (2.0-2.5) x1075cells/mL
12000-15000 (2.5-3.0) x1075cells/mL

2, RURGRESRAHEEOSHED, WA 3-1-2-1,

3. BRI A ETFF#NIEAN E, A 200pL B9 REBIRE 200pL AR ZENEEDE

13
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AR, HEEHE 10s, TERABRSFESH PREMREEKZCEEESRPABHAS
8, REBRE#EDOLRIE,

4, EESE I NPKERE 2-3 X (EENAERERR) .

5. BEREHEOLKASE, IREL 200uL 0.02%PBST (PBS & 0.02%Tween-20) M
A&EANS R, BEESIE 10s DR, REBREFEOLRE (FRAREMEK) , EERE

BipRdE 2 K, REBIREEDORE,

(a) (b)

L)

0.02% PBST

3-1-2-2 RS R ESEILIE

3.1.3 FANMAE

1. BREBFEOSRRME, 02000l PBS jE%SA CEAREEEIE 10s BAR) , AF
BRUSEOREEOZSRRE, EEBE 1K,
2. IRER 100pL ERWFHMME, FIESE (4 30s) FATH, LMBREEOSREE,
3. BE Smin EHEBEAMAN, BEPEUEEME TURARBEAMALBER.
4. FABREANRAA, REX200uL PBS RIESE (29 30s) EATRIPIRIESRAM,
M ENFE R LA ORIE
5. B8RSR 4, PRiEBRBEREREAMILRNAR,

3 ERNMETERXARMNEREBEEEMRTE, EXAFRE, HEMN PBS
ik (bl RERTE) .

6. (&fy) EEMRTHRUTHNSUTNMABRE, CREE.

14
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3.1.4 i\ EBV Barcoding Beads

1. IREX 60pL EEEEFH) EBV Barcoding Beads, EIE4i&E (£ 30s) MO, 4§ EBV
Barcoding Beads EATH. BB Tmin,

2. REX 100pL PBS, &85 (£930s) MA#FDO, { EBV Barcoding Beads 418
B, EERISFHFNS—in, ELCEAEWRER HE OSSR EBV Barcoding Beads,

3. IREX 200uL PBS FESEENTA (£ 30s) , REHBHEOSRKE,

4. EE1-3 RFE 3, EpikiEZREY EBV Barcoding Beads,

#: OEEME FTHMRER EBV Barcoding Beads BE LR Fi#, EXERE, #

£h0 PBS Mk, OEREMHEREIERILIF, #HEMinE EBV Barcoding Beads &
B,
5. EME TME EBV Barcoding Beads # AL HIER, B H#Oiw EBV Barcoding
Beads THK%L, tEEILE EBV Barcoding Beads BFHAZE L, R EERIES
beads BEFEIKENE beads Tk, #E 10s FEGYE;, AE, ACHEAWK EBY
Barcoding Beads Z=Hi#%£, T[4 [EULAEY EBV Barcoding Beads 3EANEIH OE4LL, B
TREE M O beads RAZELL, #E 10s BEET%.

F: BRI EFRIESH RinOLEGESR PBS LIBFIESAHENTGH

EBV Barcoding Beads E /% 95%BIt% 7L,

3.1.5 3EA Lysis Mix

RER 100uL  Lysis Mix MEHFOREENTH, 5L 30s, ZABREHFEOSR
RAK

H: Lysis Mix RAMPEBEZESE, NHERFEBDHSEIANDH.

15
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3.1.6 HMRMBE&MRNA #HIK

=R E 5 min BTEMBAERIRM mRNA, ik EBV Barcoding Beads 3k
mMRNA,
H: ERHERSTUEERTT—HRER, WOIGHRRER -80°C RfF 2 X, -80°CR
7i5, E&kitiT F—# B Y EBV Barcoding Beads BJ#EfE, FWHOHRY, ZiEFEHE

5-10min, fF&hRAREAKS EBRSENT,
3.1.7 EXi EBV Barcoding Beads

1. 12878 1.5 mL B/OEFR Wash Buffer A, fri2EEFKEER.

2. ¥Singleron Magnetic RackBEF B HEER, RIFZDTmin, B 200pLFivZEIWash
Buffer A AR HAFCMAE, REFRLFEOME, Bik<EEIMNBRIRIK, E5EE3
Ro

3. A 200pL FULHEY wash buffer A JIAEMENO, ¥ Singleron Magnetic Rack % & T
WA TRER, 38 1min, &3 Singleron Magnetic Rack ZE B TRER, 48 200uL iR IRL
BEAHEHED, IREX 200uL &R, WEZIREE EBV Barcoding Beads IR EBETS
BI1SmLBEOER, BREBREEHNERFEE15mMLBLESEE.,

4. BE 2 RSB 3, WERHHFE mRNA H£E8 EBV Barcoding Beads,

X EEMETHE, EALAFIR EBV Barcoding Beads 1R%, CJESEFFE,

BZF 95%L{_F#] EBV Barcoding Beads #HH .

16
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3.2 RERKRY

3.21 R¥ER

HEEMHEL: RT Master Mix; TS primer; Reverse Transcriptase; RNase Inhibitor; Wash
Buffer A; Wash Buffer B; [E]UZ&) EBV Barcoding Beads (%8 3.1) .

B&#M#E: Nuclease-free Water; IEREEZERA,; R, FRHEREBEERRES,;
1.5mL B0E; DynaMag™-2 #H28,

Notice:

(1) AFFLE RNA §fR, SLIFFEEIA RNase away BERSLIRE, 5min FEF,

(2) EREZHEBARANMA, FHRIFHE 42°C

1. KRB E: ZRIZEEMEE “RT Master Mix” 1 “TS primer” , SBIE 10s BEE B LOAE
BFKkE, EXKERBIMTEREES RTMix, RIE 10s BIHEEEL (& RT Master Mix

HABRPEREY, BRFERRINES) .

By TRXN (pL) x1 2 RXNs (pL) x2.2
RT Master Mix 120 264
TS primer 10 22
Reverse Transcriptase 20 44
RNase Inhibitor 5 11
Nuclease-free Water 45 99
Total 200 440

it BRSBEBRITEIANBE, BRAHNBEREEHEMEH.
2. ¥ 3.1.7 $BH2REAE EBV Barcoding Beads B/ OEEEEOMEE T 1.5mL MIAR# LR

17
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(DynaMag™-2 ##122/12321D/Thermo, A/NFH#AZEEME) £, FBRREEE, M
DR EER, MEBHRERTEOE, B ImLBRB[BIMA 1mL FULE Wash Buffer A,
WITROERERL, ETHARLE, FEREER/NEBRLE,
3. MNEANZEERTEOE, MA 500uL FULH Wash Buffer B, iRiERSEREBL,
ETHAORE, FERBERENBRLE.
4. ITBLE, KITBOEBETHAZRLE, B 20uL NERF[RIARNRE, RETS
L EEREY EBV Barcoding Beads,
5. RERTEOE, A 200uL BHFH RT Mix, FHMEABKRSBEZRES.
6. ETRIMNREFHNEEARD, 42°C, & 1300 rpm, KA 90min (RATFHR) .

H: 42°C/RE 90min |5, EXZEZE#ITT—F, HRERTY 70°C (XHHRF)

K& 15min /5, TEEME 15h (TELEBLER) .
3.2.2 PCR¥"18

HEMHE . Amplification Master Mix; A Primer Mix; EBV Primer Mix1; Amplification
Enzyme; REEFRFH (%8 3.21) ,

B&#MH#: Nuclease-free Water; PCR{Y; AEERFBER KRS, 1.5mL BLOE,; /\BH
&, DynaMag™-2 #7%R,

1. RREE IZAI=EME “"Amplification Master Mix” , “APrimer Mix” , “EBV Primer

Mix1" RIESOAEETIKLE, RBIMTREEKLES PCR Mix, RIERSHEEBL.

Ay 1TRXN (pL) x1 2 RXNs (pL) x2.2
Amplification Master Mix 172 378.4
18
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A Primer Mix 32 70.4
EBV Primer Mix1 10 22
Amplification Enzyme 8 17.6
Nuclease-free Water 178 391.6
Total 400 880

2. BREFTYREBEL, BT 1.5mLMEHNEL, #RREEENEBRKRLE.

3. BEOEMNE AL LT, MEDAA 400 UL PCRMix, —IAWITIES, —iB 523 )\Bk
HET, SEMKRIBMERA 500L,

4. BF/\BHEEE, BT PCR UPHTY I, REAZERE 105°C, REAR 504,

PCR BRI TE,

Temperature

1 95°C 0:03:00
98°C 0:00:20
2 cycle=4 65°C 0:00:45
72°C 0:03:00
98°C 0:00:20
3 cycle=10 67°C 0:00:20
72°C 0:03:00
4 72°C 0:05:00

5 4°C Hold

19
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2: PCREFIBETEAFE, TG BEYE 4°CIRTE 72h F1-20 °CIR 17—/, BXEZEHIE#

T cDNA 144k,

3.2.3 =YI4idk

EEMHE: PCRYE™Y (KR8 3.2.2)
BE#MH: Ampure XP @i{LiEEk; HECHIGY 80% ZE%; Buffer EB (10mM Tris-HCl pH 8.0
or Elution Buffer) ; AEERHIBEERLKSS; 1.5mL BLOE; DynaMag™-2 #252
Notice:
Ampure XP #{biEER (AT BEIFREER)

(1) #2871 30min M 4°C hEH, KE=ER,

(2) HIKERRMZERTIRIE 155 KRHES.

3) BMERLLRMT, NBEEHRER, ZBMA, SNTRESHMENAFBRKESTEA—
L8

) BLERBIHW N R LEANBIE, BRERNEREROEREAE, BON, B

LEFEHTRBHRKE.
1. BREES 2 mMLB0%ZEE., ¥ PCR Y IEFHINESR 1.5mL BOESD, BEHBEO, B
BRBWEMAIR, A Ampure XP FLTEERATRA PCR ¥ B4 SAFREY 0.6x,
Blan: PCR ¥ B SRR 400uL, AN 0.6 x 400 = 240pL ALHEER, TRAE 155 RS
j&, EBEE S5min, EEEL, ET 1.5mL AE#HHEERE smin, ERIERES,
INDIRER EERERN 1.5mL BOEDRE, BTEEREEXEME,
2. FEBELOEREKLGTHAZELE, MA 800pL MFEFIN 80% ZEZE%H#Ik. ERESD
30s, NOERRLEE,

3. EESE 2, H£iHE% 2 &,
20
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4. BRTFBLE, BEBEL, BRETFHNELE, RESRERS, ARRFY 5min,
5. NFELE, MO 20uL Buffer EB, ZEMRIEES, =REE Smin, EEEL0EHE
FHORLE, ERINEHEESE.
6. IRE\ EEHEBEHN 1.5mL BOED, MRk,
F: FHEF 4°CORFF 72h, £ -20°CTJ{R#F 1 B, HEFTTEEHETT cDNA §18

KHER QCHEES.

3.2.4 ¥ @A r-YEe

EEMHE: cDNAFY (kE 3.2.3)

B&#MHE: Qubit4.0 RAESMREERT, EEIRBRABRAOMNUREERA, 28E
BIREE,

1. BUES (B 1uL) HFmiE T cDNARER AR BRX/IMEM ,

HEFFEA Qubit 1T cDNASRERT, BEAIRRIESN Qubit EHAESIIRIES %K
FHEE, HEEMR Agilent RERATGETHRERX/IMEN, BEAIRRIEST Agilent 5
BT EHEEFEMN,

2. FRERIESRE 3-2-4, 1% cDNA FRIHEEATILANEMG: FIER B X/NRFE 900-

2000bp A4; 1000bp-5000bp HEEKTF 15%; 300bp LA AER&EL/INTF 40%,

TFHIARIE POPVE ]

Qubit &2 2 > 100ng, FEHEIE 900bp-
e 2000bp Z 8, 1000bp-5000bp HLE>15%, BINEERITERE

300bp AR E & E<40%

21
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X B AHR "B/ AER" ETREH Sl XD 7 P

Qubit #2/S 8<30 ng, AR FEIE<500bp HE
AE AEWHITRELE
IEAREAE

F: EERE "B XFHTRANGFERLE LEAREETEIRR, FLFEEN "RME" .

3.2.5 cDNA = R4 {LiRIE

ERWAI cDNA 300bp AT AR GELTE 10-40%0Y, F|EH#ITZIRAL:
1. ¥&FIR cDNA BIKRIRA NF K4 FEE] 100ul;

2. BB TRGOEF AR LB AR ;

40bp-300bp &tk AL TR LB

10%-20% 0.8x
20%-35% 0.7x
>35% 0.6x

*¢DNA REETF 40ng., NFEREEL>40%H, 0.7x44t; cDNA ZREE{LEHIRBEET
0.6x,
3. ERRERRE 3.2.4 R, &%&H 15ul B9 EB Buffer & cDNA,

4. ZREUWE—HRRAFENE Qubit e, FTEREXZRFBNER.,

22
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22304

20000

> 30y

1156

18000

1846

16000

14000

12000

10000

8000

3-2-4 cDNA &6

SR EB RBERQNIKAZRHF FM-FIIR
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3.3 BRANEME

3.3.1 FER#

HEEMHE: Fragmentation Buffer V3; Fragmentation Enzyme Mix V3; 1xTE; cDNA =)
(kH 3.2.4) ,

B&MHE: PRI, FAEEREBERRSS;, XEN PCRE,

Notice:

R BRAE, DJURRTIRE PCR BfF, HE PCR UAERIFE 75°C,

LIREIRIBTERIRE PCRIEZR, RAAFA 35uL, HfE PCR{UVARERISFE 75°C,

Step Temperature Time
1 4°C Hold
2 37°C 0:10:00
3 65°C 0:30:00
4 4°C Hold

I F—HEFIRENBHRTIS PCR, NEEMES.
2. ZiRMRA Fragmentation Buffer V3, SR 2RM, RIERIHEFESOEKLEER;
{EABIYE Fragmentation Enzyme Mix V3 j@iEiRsHRE, EF Ak LELEA.

3. ¥ XEH PCR BB Tk, BB TRMAZE:

Component Volume (pL)

Fragmentation Buffer V3 7
Fragmentation Enzyme Mix V3 2
cDNA (JR#EH Step 3.2.3 &=#)) Variable
24
e%e
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1xTE Variable

Total 35

H: @ cDNAZEXTF 100ng B, R 50ng #ITRE.,

@ cDNA EE7 25-100ng Bt, i#%# 10ng RAEHRTRE.

® cDNA S S/\NF 25ng B, IRASER] 40%#1TEEE,

HE: BN cDNA FiB Z REBERIE .,

4. ABERBEZWITRARS, BBEEP(REET PCRIXT, Bid PCREFE—H,
5. STRRMEIAI#IT T —HEEE,

3.3.2 #ELiEE

EEMHE: Ligation Mix; Ligation booster; Adaptor; FER4EFY (KB 3.31)
B&#MHE: PRI, FEERZBERRS.

Notice: #ESLIEHEE, HFURHNHKE PCR 2%, HXH PCR {GAZEMMARINEE,

1. RENRBTERIRE PCRERF, REKRZR 70uL, HXH PCR{AEINAINEE,

Step Temperature Time
1 4°C Hold
2 20°C 0:15:00
3 4°C Hold

F: F—HEFRENENAZRS PCR, ABEMES.

2. EiRfRAK Adaptor, SRIBESEKLEEH. EHRE Ligation Mix SRIEES, BEE
EETIKE&EM. Ligation Mix B¥EHE, IREESERERERAER (SREFREENK
Adaptor BIAIN) .
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3. BE—¥RNHPCREETIKLE, BEENMTRMARK:

Component Volume (pL)

REW =¥ (Step3.31 7)) 35
Ligation Mix 30
Ligation booster 1

Adaptor 2.5

Total 68.5

4. RIERSHEE, BRNEET PCRXT,

3.3.3 RS EEEFMAWK

HEEMHE: 01xTE (8 Nuclease-free Water & 1:9 BB 1xTE) ; #ELIEEFY (KB
3.3.2) .

B&E#MHE: Ampure XP ALTHEL; FEFFREIN 80%ZEs; PCRIY; AEERRBERRK
2, THE PCRE; HIZR/TNDO8-C-A/RIIMRABEX,

Notice:

Ampure XP Zi{biEEk (LAT EFREEER)

(1) #2871 30min M 4°C TERHY, RERRBEMH.

(2) HWERERRTERTIRIE 155 iR% RS,

(3) HWERLLBRMT, NBEBHEN, ZEMA, SNITRSHMTENFREKESTESA
—¥,

(4) BLOEREIHNR EEANBIRE, AEERNTEHEBOERENE, BOH,
BUOERELOPEARE.

1. BRMIZEFNER 0.5mL 80% ZE5H1 25uL 0.1x TE, 74 PCR SHEEEL, AR KRSE
26
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R TEMH R

MERIR, TRIE 155 BIWER, HWERARA 0.2x =HRAH,
Blgn: FERAFEIR Y 68.5 pL, NEER 0.2 x 68.5=13.7uL Ampure XP L HZk,
ZR\EE 5min, BERTRES, =RFES 5min,

X BEKWRKERE, BADRERSESEEHBIRELIIAER, SNESKSERN
RFERESHRBFA—H.
2. % PCR EEERLOEET 0.2mL AR N (HIZ2/TNDOS-C-A/RYIHAEEE |, &
INDHDREME) £, EAKERSREDS, FRREBERE (LY5min) , INOBRE
BE—HNITE PCREDT, ENEBE.
3. R PCREETHNZRLE, A 200uL FEEHE 80% BT kMK, =mFS 30s,
INDEBRR BT .
4. BEELE 3, BIHEE 2R,
5. NN EBTHAHERETE PCRE, BEBL, BRETHAIRLE, RESRERS, 7
EIRTHEE 2min (AZEBE 5min) ,
6. KHHIRFTE PCR EMHANZREET, A 17uL 0IxTE, i®iefk% 155 B,
ZRMEE 5min,
7. BELHERERE PCR EEEBLOEETHARL, BHKSRENS, FAREER (Y
5min) , AVDIRER 15uL EEEHIXE PCRETHTLSE 3.3.4P(REE.

H: BB BERSTLIEHBTF 4°C (RFF 72h B(-20°CIRF—A.
3.3.4PCRESE
ESE#E: Library Amp Mix V3; Indexing Primer Mix; #EsLiEEEa 1 (€8 3.3.3),
BEMHE: PRI AREREBERRDS.

1.% PCR EET KL, BEENTRMAR, RICESHEER L, BRNEETF PCR XF,
27
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Component Volume (pL)

ELEEALETY (Step3.3.3 FT4)) 15
Library Amp Mix V3 25
Indexing Primer Mix 10

Total 50

#: Indexing Primer Mix €135 28t 8 ff, {FEIE—RENT], —PHEAXIX—P

Indexing Primer Mix,

2. EARBTRIZEE PCRIER, FHE PCRIUGAZERISTE 105°C, KIKRFR 50pL,
Step Temperature Time
1 98°C 0:00:30
98°C 0:00:10
2 (BHREBATE) {
65°C 0:01:15
3 65°C 0:05:00
4 4°C Hold

IS EFHIR CDNA RASHTIEE, EEERNT:

BRANE SER/RH

50ng 10

10ng 12
AR 10ng 13

3.3.5 ¥ iR Baik

EEMH: PREESY (kB 3.3.4)
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R TEMH R

B&##: Buffer EB; Ampure XP #{LHEER; FEFECHIN 80%ZE2; ARIEREBEERLR
72, THE PCRE; 1.5mL BOE; #IZR/TNDO8-C-A/RYIARER,

Notice:

Ampure XP #{kFEER (AT EIREEER)

(1) HHKERMFERDRIE 155 F®FHES.

(2) HIRLLBMT, HERBHER, ZEMA, BV TESHSENF RKESTEA—H,

(3) BLEREIBNR EEANBIRE, ALERNBHESOERZAR, BON, B

B

LEREHRBHARE.

1. ERMES 0.5mL 80% 2B, ALHERIZAT 30min M 4°CHEL, IREZEER. ¥
3.3.47 1 PCR EREBL, ABRBNERR, RISESIHIX, Ampure XP ALHIRAE
AR 0.5x FHI AR,

Blan: FHRiRA 50pL, MEA 0.5x50=25 pL Ampure XP #ib#Ek (AR ARE 50uL
M Nuclease-free Water #ME) , IRIEIRS 155 RIMES, ZREMES 5min,

X BUHKILRET, Fx2RERF RIS EHBRIENMAER, SNITESHS
BEHRBRRESHREF—H.
2.% PCR EREERLEET 0.2mL MAEH IR (HHIZR/TNDOS-C-A/RYIHAREE |, &K
INTHNREME) LHE, FACBRSRENS, faREERE (4 5min) |, b
ER EERE—TNEE PCR &, EFMELHEK.
3. RIERS R IWERFFIREY 7.50L (0.1X75uL) MAZLER PCR EF, RIERZ AR
5, ZEMEE 5min,
4.% PCR EREBLVEETHARL, FAKBKSREDS, FFEREERE (Y 5min) |,
INDEERS EIERE THEY PCR EEN B,
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5.1%%F PCR EWRARLTHAZELE, MM 200uL FFEEFIN 80% JEZEki#k, =B
B 30s, /OB LE,

6. EEHRE 5, BIHFE% 2 IR

7. NBEAZREEXNT PCR B, BEBL, BRETHAOEL, RESRER, AEHETHEK
2min (AZ#E 5min) ,

8. % PCR EMHAIZ2 LA, A 20uL Buffer EB M. SRIENRS 155 B AL#ER,
ZRHFES 5min,

9.% PCR EREBOHETHNREL, FHAUBKSRAENE, FEREBERE (4 5min)

INOIRER BB ZFHEIXRE 1.5mL BOED, -20°CIEEFE—1BZH-80°CaJAREFE=1A.

3.3.6 XERKE®R

BEEMH: FBRMEFTY (5kE 3.3.5)

BEMH: 2EIRBRBRANNREERT, 2EERRS.

1. BUBE (B L) HRETEYRENRBX/MEN ,

2. FlEKRESEEZTE 400bp-700bp 218, 900bp-5000bp HLk<10%, &FFTE 200bp &£

ANREDE, o] 0.8xHLFIEN,

RIEER AR Xt Rk

Qubit 1M 2 E>100ng, =& 400bp-
=L BNEELNNF
700bp 28, 900bp-5000bp &tk<10%

Qubit M S E>50ng, FI& 400b-700bp

R o X KU EAL
Z 18, 900bp-5000bp 5tk 10%-20%

30
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METEMRR

Qubit {E<50ng, FI&<400bp, 225bp-

618 AEW NN
500bp & tb<30%

3. RIERNNE, TTEEENEF, BolETF-20°0KERE 30 X, MIXERBEEEN,

ENEIFEBHRT—RER .

44347

490

40000

35000

~"519

30000

- —S£00
25000 J &
20000-
|
15000 (
10000 =
e
5000
368
w o o e o o o comocoo o
s 8 = 2 8 8 E S8=Z8=88 S
= = s = 2 ~esmmseS s S
2] 2]
3-3-6 MERIQE

SR EB RBERQNIKAZRHF FM-FIIR



3.4 BREEENEME

3.41 BEERFINESRRAEL

BESEMHE . DNA YA LER (KB 3.235K1)
BE#MH: Ampure XP @i{biEEk; HECHIGY 80% ZE%; Buffer EB (10mM Tris-HCl pH 8.0
or Elution Buffer) ; AEISEZRBERERKSS; 1.5mL BLE; DynaMag™-2 #H%2
Notice:
Ampure XP Zi{biEEk (LAT EFREEER)
(1) 1281 30min M 4°C ERY, REXIR.
(2) BHUERRTHRRIRIE 155 F®RAHES .
(3) HERLLRMGTE, N RBHER, ZBNA, ENESHMENABRKESTBHA—,

) BUERBERHNR EEANBREE, BERNREHESOCEASZSE, BON, B
LEFEHTRBHAKE.
1. BREES 2mL 80%Z B2, EX 200uL £ 3.2.3 cDNA =4k LB R IEES 1.5mL
BLED, M 75uL d{iEEk, SRIE 155 BAE, =EFS smin, EHBEN, BF
1.5mL AASH AR LB E Smin; EREBHBE, INOBREBEHRN 1.5mL BOE
o, &H,
2. REFBOEWRELFHAIZEL, MA 800pL FHEHH 80% ZEEX#EE, ZRFE
30s, /NOERLEE.
3. EE¥R 2, HitiE% 2 IR,
4. BTFBLE, BEEL, BRETHNRL, RESKRES, AZERTH 2min,

5. HTELOE, A 20pL Buffer EB, RMRIBES, EEBMES 5min, BEBLOGEEHE
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FHNEE, EREFBHBE,
6. IREX EEHEBERN 1.5mL BOEFR, BIALEKFY,

H: HHBET 4°C TR 72h B -20°C RF—F, BEEE#{T EBARSER
FIIE%.

8. BX 1uL H&MA# T Qubit REEN, =¥HRENAF 1 ng/uL,

3.2 BEEESE

BEME: bEdaik™ (%8 3.4.1) ;MP Master Mix; EBV Primer Mix2;

B&#EM: HAHOZE/TNDOS-C-A/RYIFABEX ; Ampure XP @i{L#EER,

1. B 20ng 3.41 7Y, ¥ PCREET K LRBUNTERIBEFIE—LEE PCR mix,

Component Volume (pL)

MP Master Mix 25

EBV Primer Mix2 3.6
Nuclease-free Water Variable
20ng EiEHA Yk E 3.4.1) Variable

Total 50

2. FERRIEMNBEZREMEIHEEREL, BRNEET PCR X{F, PCR URIETRIREFH

EfTR R, PCR{Y3#= 105°C:
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TR mE iRl

1 95°C 0:15:00
94°C 0:00:30
2 cycle=14 60°C 0:01:30
72°C 0:01:30
3 72°C 0:10:00

4 4°C Hold

3. P

1) BEER (HEACHEER) 3280 30min ) 4°C B, IREZIR; BRMHES 0.5mL80%ZEE. .
H: HHEANERES.

2) ¥ PCRETHRIK, B, HEMAR, BIKIEIRA 0.8xF~ AR,

Blan: P448%2 50uL, NANA 0.8 x50=40uL B#Ek, WITRSRE, ERWES 5min, BEE

L, EFHAREHEE S5min; EREEEEE, NOBREBEEHRNPRED, HE,
F: HBERKE, BHBRIEEER, SNTESKAEFBRESTBF—H.

3) R4F PCR EAKATFHALEL, MA 200uL HEEIE 80%ZEE kML, =EHS

30s, NLBRRLEE.

4) EESE 3, HiHER 2R,

5)BT PCRE, BEBL, BRETFTHNEL, RESRER, BTFY 2min( A& 5min),

6) BXT PCR &, MMA 20pLBufferEB, RIKESHER, =EMHE Smin, RERLVEHE

FHAOR L, ERIEEEE,

7) R EEHEREHRN EP B, BNELTY,

H: HHEBET 4°CoIRF 72h RHE-20°CHRF 18, HEEEKHETESE QC FIEE.
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4. yi2d Y FEe
1) BEX 1uL #mi#fT Qubit JREWRN,
3.4.3 EEEEMEE

SLIGHEL: EBV Adapter Mix; HiFi PCR PreMix ;3.4.2 =4,

BE&MEL: PCR & Nuclease-free water; AMPure XP #¥k; 80%ZB2; ®AZE,

1. BR 20ng Step 3.4.2 =%, ¥ PCR EB Tk LIRBUN TREEHIE L EE PCR mix,

Component Volume (pL)
EBV Adapter Mix 1.5
HiFi PCR PreMix 25
Nuclease-free Water variable
Step 3.4.2 74 (20ng) variable
Total 50

Jf: EBV Adapter Mix €15 2 &¢ 8 #, FEiEE—FEIT],
2ERRIMNEZZNES, BRNEET PCRINT, PCRIVBIETRIREHIZI TR, PCR

{33 105°C:

TR e Bt 18]
1 95°C 0:03:00
98°C 0:00:20
2 cycle=10 64°C 0:00:30
72°C 0:01:00
3 72°C 0:05:00
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4 4°C Hold

3.7
1) $2A0 30min BB AHER, IKEZIR, &H, SREES 0.5mL 80%Z8, ¥ PC(RE
BE, 2 PCRFYAR, AR 0.8xFMFR,
Blan: F44RFR 50uL, WADA 0.8 x 50=40uL #Ek, RIERFHERBRBIIT 10 KR
MRS, ERKEE 5min,
2) % PCR EREBOEETHARL, FHHSRENE, FAREBEEE 5min) , /N
R LB,
3) % PCR SIRLLATHAZEE, MA 200 L FHEEFN 80%ZEZHM#Ek, ERF

B 30s, /NOERRLEE.
4) EELR 3) , BiHER 2 R,

) MBI EET PCR &, BEREL, BRETHNREL, RESRER, AERTHER
£ 2 min (A#EH 5min) ,
6) ¥ PCR EMHE L2 LAY, SO 20 pLEB Buffer 3B, SRIERHEHBRFRIATE DR
5, ZRH{E 5min,

¥ PR ERERBOHETHNRL, SHKSHRAENS, FAREEFRE 5 min)y\d
IREX 18 uL LEEHEIRE PCR B,

F: HHBETF 4°C TR 72h B -20°C 1R7F 1 B, HEEEHRTIEE QC
EE.
4. ¥IBEA T RS
1) B TpL #&mi#ET Qubit SRERN,
2) B 2 pL ERETRBRX/NEN,
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WRTEYRER

FR: HEBREZSSNZERFEIFEE 3-5ng/uL, BILRESS, HIFERE, FRE

BESHEE 3-5-2,

15687
15000

14000
13000
12000
11000

e

b=

s 8
Wi
W

Size (bp

3-5-2 EEXEEYIRRE
I HFRUNBEERE, BEeXNTEHALEFRUBEEES. BFARALRELIERE
RER, TIETERRESTH, —fEH %7 300bp~500bp, GHE—RAF 50%, A

E2>500bp HIFEHRFF.
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IR A BARRE

R FocuSCOPE® fURtI=T A FIREMIE, FHRHMBET METIRSAMAREN EBV
Barcoding Beads i AZEIS A MFLE, BESDMFALAREZEAN 1 4 EBV Barcoding
Beads., #HMRM/E, HHIRKAIIRE (EBV Cell Barcoding) KA FARE (UMI) B
BRiBE5 mRNA £H9 poly (A) BEEHIK mRNA, 3 mRNA FARETIRS. WE
oA ohfg EBV Barcoding Beads, ¥§ EBV Barcoding Beads 3k mRNA R#ERA
CDNA H¥ 1, % DNA R, EEELSSIBRENEEAT Illumina NEEE

R RENFXFE, FENFA cDNA IERHITSE PCR 25 EB HHELEERA,

B A1: SCOPE-chip fifti=ZiS R 9ME (&) RAMENR ()

A1 B %, mRNA R, RERK PCRES

B O —EHENEIENE SCOPE-chip MRS HE, |RIE “HRAAH" HR
BRABENMIBNAE, FIF EBV Barcoding Beads S NMAME mRNA 8RR
id, EBV Barcoding Beads 9 Oligo F5/&E illumina Read 1 MFE3IMFF, MRS

(Cell Barcode) , $}FARE(UMIAT PolyT R EHBFHI LIRS ,
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UMI »,,

read; —
==
==

S

N

Read 1 UMI

@ Read 1 UMI poly(dT)
— j— |
I j— |
—
 E— — CCC
I . GGG
@ —
 E— | j— | CCC
———— o GGG
L

A2: HEERIEIR mMRNA R RERFEE

2 EIR¥EWSIY (TS Primer) , &#; TSO (Template Switching Oligo) .

A2 cDNA =&

Singleron Barcoding £+ cDNA, @i3# % 5'#% 89 PCR handle &% (GE&E illumina

“RNEFENNESIYERERIZIFN LN TS0 F7, I iBRmeRERENEE.

A3 B REANENE

AHEBEZRNEXINFXERENER, PRRYIZIRNEN cDNA BEHTHREK

(Fragment) , BEFBLESZESG cDNA ITHIRZ 500bp ZABH R, cDNA FE&
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K. RigEEMM A, FiE1T (DNA FEFiE, P7 Adapter #3LEERHEE PCR T 1E35IAN

¥ & Index, &REHTHEFIENTMSE cDNA XJE,

A oy TSO
[ o [
[ce—) [o— [o—
321
oD Lo
o [
KIEEE, MA, AL
| — a | om—
—— = =
e
-
) je=—==] =
[=———] [ =
=]
| m—— o [ T
[ = [

A3: BRANENEFRIEER

P5-Read1:5-AATGATACGGCGACCACCGAGATCT-AEACTETTICCCTACACGACGOTOTIOCGATON-3

PS5

read1

P7-Index-Read2 5-CAAGCAGAAGACGGCATACGAGATHINNNNING I GACTEOAGTTCAGACETETEOTOTTCOBATET >

P

-

index

readz

A4: BRA illumina XELEHWE (ZARNFS)

Ad EENEME

EBV Barcoding Beads ##3%K EB {w S ERE# RAFHE T RT-PCR
cDNA A##%, EBV Barcoding Beads R E &SI IEERFIIHITEE,

THEER, BRECREEREENEMNE,

Target Enrichment 1

Target Enrichment 2

.
=
E
=
=
—
=
w
-
@
o
-
T
-

Enriched Library Construction

A=

3X15 cDNA, B

BIRRER

TS0
CCC
GGG

A5: O EENEMERE
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R TEMH R

¥R B: EVEFRVH X RGEBIRE

° EMEFMNAXRLEEBN
MELWEEEFSRPHENBREEFMNKE. 0F. LENGH, MELK

HEFVNREERE, HLEEMSE, ®RIPHER, REARER.

i e 3
EFREw
RPEER
EREER
EFaEER
EEEZER

B elRtERFMERTLETURER

o EVEFRMH

HEAFENIR, TEERFVESREEMEFDRRE, URENMERERREZEN
HA), UREREMEFY(RES R, EEER), —RIFEVETEFRY, SRRV
REXOT, BREPHAFENEFYBRBEXSEEE, KRN NILETT F#TL
i,

REBKREEFYFEGXNANTEZZI, EHEMAZEEFYIHEES N,
MHREEFMEILERRTSZ O,
1. IBEFR. BEREABRNREREFK (WRFTEZZ2UFHERT) .

IREFR: TRERPAERNEN . ANOREY. N SHEYRE (ARER. %
%%E) NESYATENEFORSHFESYR, til: PBS, HBSS % (Nuclease-free
Water BR4M)

#. BFLREMS,

I}

2. RFEE.

1) B FRORER: EESHAEHERERIE. . 2. BHSE,
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2) RFHAR: AAMA, BREEA, MRERASHORRER, BERROAFR. KE
MHE X EEZRREEFY . WERERFY.

3) EEMETHRFY (£FLR) - AXLREAEEFIRPTEN, EXEBERERRM
HEFY, WRFAASER. THNERFRER. SHEMMRSIMERSTEME BRI
EMETIRFIE.
® EVMEFMNKE. FHELE
1. IRENHAEENRFMBRBERFY (B RFDRENTHE),

2. FERMERFMREMZE AREERERENEFMEBRL .

3. AR AWENCRERFVENER, ESEETRERSEXRAILY, REFLHK
RmHiER, BEARNRREHY, WAEREEITHRE, REHTANERE, NEBBRA
MR, BXARMETHE, BRSRRAE/NS RERRENRBRHITRE, REFLIR,
BENAMRZ B, WIAEREHTAERE, AARKEFERN 50L MREEREFREA,
FREGEITER,

4. FRREEFMREFRFVHFLEQADNARNELE,

5. BRMEEFMEEEISSFN:

1) RN BEE—SHLBEEMRERERNEREEFY . EMNOAFETIER
FNFBRER, UMEEERULEM,

2) WEMEFMPHENREFEN ., KESHNIARHEHBLE.

3) BEFHARRNBRREERY . FEEERY. ROBEFYAERE,
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