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THERERANERRE. ENEARIEEXENE, RRANEEZRSNFXEFDE
ZREAFNFRETEERNREE, FIMEEREENETRFGEERFIER, THE
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2 FmA5n RErHEN

2.1 FoéAR

FocuSCOPE® Single Cell Multiomics Blood Cancer mRNA x Mutation Analysis Kit cell for NEO

(4 RXNs)
P AR H iR EFRNE
NEO Chip SD 44
NEO-chip SD& BC B BC Barcoding Beads SD 2*%1.8mL poegoC
Barcoding Beads Wash Buffer A 2%7mL
Wash Buffer B 2*1.8mL
B Lysis Buffer, Stock 1500pL
B RNase Inhibitor 120pL
® 100 mM DTT 400pL
B RT master Mix 2*400pL
B Reverse Transcriptase 2*50ul
B TS Primer 2*50uL
Single Cell Blood O Amplification Master Mix 2*400uL
Cancer Panel RNA O A primer Mix 200ulL
Amplification NEO ‘ ' -25°C~-15°C
Chip& Library O BC Primer Mixl 60uL
Reagents Cell BC Primer Mix2 100uL
O Amplification Enzyme 2*20uL
Fragmentation Buffer V3 2%17ul
Fragmentation Enzyme Mix V3 2*6ul
IxTE 800puL
B Ligation Mix 2*72uL
B Ligation booster 2*4ulL
6
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B Adaptor
MP Master Mix
HiFi PCR PreMix
Library Amp Mix V3

Indexing Primer Mix 1
(ATCACGTT)

Indexing Primer Mix2
(CGATGTTT)

Indexing Primer Mix3
(TTAGGCAT)

Indexing Primer Mix4
(TGACCACT)

FocuSCOPE Adapter Mix1
(TAAGGCGA)

FocuSCOPE Adapter Mix2
(CGTACTAG)

FocuSCOPE Adapter Mix3
(AGGCAGAA)

FocuSCOPE Adapter Mix4
(TCCTGAGC)

50uL
2*60uL
2*75ul

2*60uL

30uL

30uL

30uL

30uL

10uL

10pL

10uL

10uL
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2.2 HEMN|FEMEF

AR

’RE | -80°CERKEBRREFM

(ENSE P A
BEEMER
ELBOMN

= | =FH R

PCR ¥

ik,

Qubit 4.0 RHEEN

TKZEE (SH4E)

RERNY /T RNase away

1xPBS (A& Ca* Mg?)

Tween 20

=
Ampure XP LTk

Buffer EB

Nuclease-free Water

Qubit dsDNA HS assay kit

RNEME K E &AL BRBS IR L

M | 1.5mL REREZREELOE

0.2mL THRITHERES/\BLHEE
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0.6mL PCREEEEE (Qubit EE, HF Axygen)

AEIERREZ RS

DynaMag™-2 #71%2/12321D/Thermo

BRI R R4

X =%

SBEIEZEB R RO (HEFLHE®L FA™ -12 Automated CE

System)

Qubit 4.0 RHEEN

ELBEOMN

=55 e

BERTS 5

Ampure XP #i{LE ¥ (Backman)

80% 28 (FAX/KZEEEH, IWEIA)

Buffer EB

Nuclease-free Water

Qubit dsDNA HS assay kit

BB A RO E 2

M

RNERE T E &AL BRBE IR L

1.5mL TH&EZBRIEELE

0.2mL THERITHERES/\BLHE

0.6mL PCR iBBAEEE (Qubit B2, #7F Axygen)

ARERRER KRS

152 /TNDOS-C-A/iRYII¥EEEX /492025/Thermo

EP 440 e I 4% A 72 $E [ B B SR 40 MR S B A P F A NEO hR




2.3 BEARRERFFHE

BRERE
< ‘ .
PARBRK MRNAS K- FHxie- R0 (== \,’ ARy E{EM
~ o “;_/ —
\ , ~ . & \\\—7"{_/ . @ :\’ .;‘&
yHY) (¥HY) (HEH) RERAIER | . |[#T
» SN NP . ' Y S e |
57 5”7 7 —_—

N\

S5
ENAE
A BC Barcoding Beads 1h Stop, -80°C<48h
MRNA %k
RERY 18 2-3h Stop, 4°C<72h or -20°C<7days
R 3h Stop, -20°C<30days
EEREREEERE 3h Stop, -20°C<30days

ERRENK 9-10h

10
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3 SCIRHRME

%HATxﬂzﬁB \QQEH@%A&FQ ﬂﬂ%ﬁ?ﬁﬁ*ﬂ ;&{Z’Siﬂ,,\, —J-%% SCellee®iﬂ—/\1*T?— 'ﬁﬁ@-%
RANERAPFER (F5R), EA Singleron sCelLiVERAARE IR SR ESREN B MO

Bk

3.1 £ E 1 mRNA 3K

3.1.1 ##& Lysis Mix #1 BC Barcoding Beads
EEMHE: Lysis Buffer, Stock ; 100 mM DTT; RNase Inhibitor; BC Barcoding Beads
B&#MHE: 1xPBS &%, ARIERFBERRES; 1.5 mL B0 E; DynaMag™-2 #H%E

1. RREE: ZB#E "Lysis Buffer, Stock” 1 “100mMDTT” |, iRig@ O0ABE Tk L,

K LR TRARECH Lysis Mix, ®IERSIHEHR L, ETFKLEER,

1 RXN (pL) x1 2 RXNs (pL) x2.2
Lysis Buffer, Stock 138.7 305.1
100mM DTT 7.5 16.5
RNase Inhibitor 3.8 8.4
Total 150 330

2. &% BC Barcoding Beads: ¥ BC Barcoding Beads %K (1mL £712) BREWIT
15 RiES/E, IREX 900uL BC Barcoding Beads (1RXN) F 1.5 mL BLED, FHEBL
JBET 1.5mL & H I 22(DynaMag™-2 #/122/12321D/Thermo, /NS F I 2R RIS )

£, #E Tmin, FFAREBE, NOBIR LS. BENFEEBOENE N LERT, A 1mL

B2 L I S A B B R R T AR M R B E M NEO bR 1



PBS, BBBEETHM I L, 88 1min, FARERRE, /INOBKRLE, &% 3 XENT;
3. RTENE, BPBSEBEBE80UL, & 1ThNER, IREEEERSH, 83—/

NAR, BF 4°C )EFH.,

3.1.2 @RANRESHES

EEMHE: RESR, #BEER

B&##: PBS &4)R; 0.02%PBST (PBS FEE 0.02%Tween-20) ; BKZE;, REE
RREERKRS, TRNERD,

1. BENARER TSN PBS K, REBMERABLEINMAEEMMR, INTF  H PBS

BARERBERZE 1.5x105-3.5x105 cells/mL, BNOIAFHH LI,

B frdBnE VR b

8000-10000 (2.5-3.0) x10° cells/mL
10000-13000 (3.0-3.5) x10° cells/mL
13000-15000 (3.5-4.0) x10° cells/mL

2, RufmEt R @AEFEOSEED, WE 3-1-2-1,

Wante PES WEA 3

— (=
8.

Wasts

RHHE

B 3-1-2-1 iRt ~EE

3. BURESFETERNSEAL L, ARRE (200uL E12) IRENEKZENREE
12
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BENTH, BREKZETHEHFEEELHESHE,

B DhRXE #iR

TIKZ B2 NEO Chip SD 105 pL

R
1) EHRMEKZERN, BEREBERASHEAZSEEFR/NLA, 25X V EEERELE, NREME
B FRKZEBEBNBFTYERN, BERESBRTYIEDINIT/KZEE, HH 500ul Wash Buffer A 5834

T 2 R,

3.1.3 {UEEIRE

EEMH:
o Singleron Matrix NEO® ;
o Wash BufferA (H#&);
o Lysis Mix, BC Barcoding Beads (3kH 3.1.1 $&);
o RELSH (NEO-chip SD);
o HWRE® (RH31.2FK),
BEMH:
o PBS&iK;
o ARERRBERKSS;

o 1.5mL B\&,

1. ERRENA

B2 L I S A B B R R T AR M R B E M NEO bR 13



AU RERTNREIRA: A AMRAK B, ATPAEEMBRESRESN LERAR,

UT 2RA A ESRENEANE:

pod i3]
AUIETE Singleron el ey Singleron RERERE
SRR
BBl SRR IREHRE (ERRmEE
RREA KRZ&B
2. FNLEE

FIFHXERBIR, FREER "Singleron” Logo, EHABRRAE, ERBREERR "H

" 28, REERTRE, BMENESRE,

Singler®n Singlermn [wnmzran
IRAEA = »
d MATRIX NEO s
Singleron Singleron
KR4<B s

S

N MATRIX NEO"

3. HRIER

ANBEZFHIE A 2B NEO SD Chip (48 A) 1 NEO HD Chip (S22 ETH).
B A RERBETA "THER" &, RIERK, ERWNEGHER, fF "“RE"
BEI "TREHRERY" FH, BRE "RE" REEREESR@E.

IR B: REREALASRMUEEERIS SRR, RIERERERESFER, 2%
BRME, RE "RE", BRER "TREHEERY", BRE "RE" REBRZES

14
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FH,

Singleran W Singlerzn - Singlersn

CH1 CH1 CH2

i:d-

Singleran % .
RCTe Singlersn Singlersn

Cm ) =]

CH1 CH2 CH3 CH1 CH2 CH3 CH4

et L] 2 %) ) 5D %)

hREFA IR4B

4. A
mRilr EF" B, RERBNSHERSETENREN, TRENREME, "HEE" FHF
TRy " EFT", RNHEEL, REFEANFIRFAE. LB, ERET A FHRORFINE MR

Singleren TS Singleran Singleren aeAuze

&ZA

AR

Singleran ) Singleren Singlersn

RZB

PAR

NEO SD Chip MN#E4RFR :

IR 53R

BC Barcoding Beads 80 pL

ML ER 100 pL

£ 40 B I e TSR [ B E SR A AR B P F 1} NEO B 15



Lysis 150 pL

PBST 300 L
Wash Buffer A 500 pL
PBS 1400pL

BERER:
1.Lysis EEES%E “3.1.1 H% Lysis Mix 1 BC Barcoding Beads”,

2 WBBRMERERE—FHT,

5. SLIOFAE
B R REHEATREHNRR, BANEAENNE, XBzTiEA 39 7 30 #,

Singler&m ) Singler@n

Singlersn

s P

6. LI

IRTME, REBY "SREAR" WEE, RE "HIN REERALDD "BRMA R

H, BNHESHEL, BEKRERE "BR” RERKERE.

16
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Singleran
g

Singleron & Singleran

IRFA

Singleran

Teoce

Singleran

IR#B

7. RIS WA
fEF 200uL BRI =HE P Y RREEETUSHN 1.5mL BLOER, FHA 200uL &9
RS IREX 200uL Wash Buffer A EEIE~1E 2-3 )X, EE~¥HENR BC Barcoding
Beads THE, FYERIWENE T KL, RE#ETEEINEE, URFMIRER,

BRE, AENH "EXR RARRFLNT ES FE, BNHSKE,

3.2 RERKRY E

3.21 R¥R

HEEMEL: RT Master Mix; TS primer; Reverse Transcriptase; RNase Inhibitor; Wash
Buffer A; Wash Buffer B; [EU# BC Barcoding Beads (3H 3.1),
B&E#MHE: Nuclease-free Water; IEREFERE; RN, FEERREEB KRS,

1.5mL Z:.08; DynaMag™-2 #HZ8,

£ 40 B I e TSR [ B E SR A AR B P F 1} NEO B 1



Notice:

(1) HBALE RNA &R, LIGFIAHIA RNase away BEFESLRES, smin FETF,

(2) EEEFEBBRATR, HRIFE 42°C,

1. RREE: 2A1=RBMA “RT Master Mix” 1 “TS primer” , i&iE 10s FREBORE
BFikE, XK ERBINTREES RTMix, SRBIE 10s BIHEEBEL (& RT Master Mix

HABRPEREY, FRFERERANEE).

Hoyy TRXN (pL) x1 2 RXNs (uL) 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

F: BREZEWITEGHAMNER, BEREANBRBESHEEA,

2. ¥ 3.1.7 SBHEE BC Barcoding Beads NELOEREBOEET 1.5mL #&#AHL%R
(DynaMag™-2 #1%52/12321D/Thermo, A/NFHIEEME) £, FBREBRE, /N
MR EER, NEAZEERTEOE, B ImLEBRBAMA TmL Wash Buffer A, IRITHE
BOBEERL, BETHAORL, 55 BINUDEBR EE,

3. MB{AZREETEOE, MA 500uL Wash Buffer B, RITRSEEERL, ETHA
BREb, SAREESINVERLE.

4. BTELE, SEBLOEBETH AR L, B 20l BERBREBRIRE, RBTE

MV JEERAY BC Barcoding Beads,

18
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5. MEERTELOE, M 200pL BIFE RT Mix, FHBIEES.
6. ETIRINEEFNEERT, 42°C, &E 1300 rom, KA 90min (FZRETFHR),
E: 42°CKRE 90min 5, EXZEVIHITT—%, HERERTY 70°C (XFARF) X

& 15min 5, TREME 15h (FELEBLER),
3.2.2 PCR ¥"18

EEHMHE . Amplification Master Mix; A Primer Mix; BC Primer Mix1; Amplification
Enzyme; RER™Y (X8 3.2.1),

B&##: Nuclease-free Water; PCR{Y;, AEEREEEB RS, 1.5mL BAOE,; /\BLHE
&; DynaMag™-2 #H%,

1. RREE: BRIREMAE "Amplification Master Mix” , “APrimer Mix” , “BC Primer

Mix1" JRIEE OREETIKLE, BRBUOTREEKLES PCR Mix, RIBESHEESL.

A T RXN (L) x1 2 RXNs (yL) x2.2
Amplification Master Mix 172 378.4
A Primer Mix 32 70.4
BC Primer Mix1 10 22
Amplification Enzyme 8 17.6
Nuclease-free Water 178 391.6
Total 400 880

2. BRERFYEESBL, BT 1.5mLIE#HAZE L, S8RESEE/NERLE,
3. BEOEMNEAZE FENT, MEDAA 400 pL PCR Mix, —IBIRITRS, —O %3 )\Bt

HED, FERRIPMMERA S0uL,

B2 L I S A B B R R T AR M R B E M NEO bR 19



4. BIF/\BHEESE, BT PCR (NPHTHE, REAZEE 105°C, RMAER 504,

PCR BRI TE.

Step Temperature Time
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

E: PCREFIETEES, TIIGYI8FTYIE 4°CIRTF 48h F1-20 °CIR 77—/, X&Z EHIE#

T cDNA 14k,

3.2.3 =YI4idk

HEEMHE . PCRIIEFY (RR 3.2.2),

BE#MH: Ampure XP @{L#EEk; HECHIGY 80% ZE%; Buffer EB (10mM Tris-HCl pH 8.0
or Elution Buffer) ; ARIERRBEER:E; 1.5mL BOE; DynaMag™-2 #AZ%,
Notice:

Ampure XP #{kFEER (AT EIFREER)

(1) #2801 30min M 4°C hEH, RE=R.

20
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(2) HIRERBIFRETIREE 155 fRBIES

(3) HEERELBMGTE, NIBRBHENR, ZEMA, SNSSHNENHFRKESTHA—E,

(4) BLEREIBNOREEANBIRE, ALERNBHEBSOCERZSE, BON, B
LEREHRBHARE.

1. SREES 2 mL80%TLKZEE., ¥ PCR Y EMIRESR 1.5mL BOED, B8R
i, ABREBNEAEIR ., A Ampure XP Zi{LHEERATR T PCR 18 == SRR AY 0.6X,
fgn: PCRHIBFYSATR A 400uL, WANAN 0.6 x 400 = 240uL AL HER, JREE 155 RS
B, EiREE Smin, EESEL, BT 1.5mL MISE AR LEE smin; ERIEEHEE,
INDIRBR EERERHN 1.5mL BOED, B8,
2. REBOERKLGTHIELE, MA 800uL HEFIN 80% ZEER#Lk. REES
30s, INLBRRLEE.
3. EE¥R 2, HitEx 2 Ik,
4. RTBLE, BEBEL, BRETHAEL, RESKRER, ASETYH 5mIin,
5. BUFEOE, MO 20pL Buffer EB, ZEMIRIEES, =REE Smin, EEELVEHE
FHOREL, EREBERESE.
6. IREN EEH BT 1.5mL BOED, By,

Z: HHERETF 4°CT{RTF 72h, £ -20°CTJ{R7F 3 1A, HEFTEHEH{T cDNA 718

KHEH QCHEE.

3.2.4 ¥ A r-vEe

BEEMH: ONAFHY (kB 3.2.3),
B&#MHE: Qubit4.0 RAEEMREERN, £EHIRRFBANNREERLN, LEE

BRE.
B2 L I S A B B R R T AR M R B E M NEO bR 2t



1. BUEE (B 1pL) HSEHT DNAREMABXIMEN ,

HFERA Qubit 31T cDNARERN, BAIKIRES Qubit RAES MRS H
PR, HEEER Agilent FEAFITRRXIMEN, BASIKRRIESN Agilent A
BRI EF i B F 1
2. RIERIESRE 3-2-4, 518 cDNA MERHRUT/LNEMS: £IEH BX/NNE 900-

2000bp Z4; 1000bp-5000bp &EERTF 15%; 300bp AT A B GLL/ATF 40%,

PRI X3 Mz 4h IR

Qubit &M/ 2 > 100ng, i EIE 900bp-
o 2000bp Z {8, 1000bp-5000bp HLE>15%, BINEEHITERE

300bp AT R ER A E<40%

XUB2 AR "B/ ARER" ETREH XD P

Qubit M 2 28<30 ng, FEHFIE<500bp HE
AR AREVOGHITEELR
&AREE &

F: EERE "S8" XFHTRENGFERELARKBESERLR, FRFEEN "NE".

3.2.5 cDNA Z)R4E{LIRE

ERWAZI cDNA 300bp AT AR G ELTE 10-40%0Y, FTEH#ITZIRAL:
1. ¥&FIR cDNA BIKRIRA NF 7K4hFEE] 100ul;

2. BT RAGOEF AR LB AL BB ;

40bp-300bp &5tk SR QLR TR LL 5

10%-20% 0.8x

22
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20%-35% 0.7x

>35% 0.6x

*cDNA B E{EF 40ng. NFEBEEL>40%8, 0.7x4t4t; cDNA Z R4 HH R EEETF

0.6x,
3. HRBMERRE 3.2.4 R, =LA 15ul 89 EB Buffer j%Ai cDNA,

4. ZREUE—HRABTENTE Qubit E, FTEREXZBRRBRIER,

3-2-4 cDNA R E

B2 L I S A B B R R T AR M R B E M NEO bR 23



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 (/E#AE1 Step 3.2.3 &=#)) Variable
24
e%e
*%e ®
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1xTE Variable

Total 35

i*: @ cDNA 22 XF 100ng B}, $8A 50ng #iTEEE.
@ cDNA 2 Eft 25-100ng B, #&i% 10ng BASHTERE.
® cDNA 2 2/\F 25ng B, AL EM 40%H#1TEE.,
ER: BN DNA BB REENE.
4. ARERBBEEVITENES, REEBPREEBET PCR{XD, Bid PCREFE—H.

5. TRRNEMHT T —HELER,

3.3.2 1ELIEE

HEEMHE: Ligation Mix; Ligation booster; Adaptor; F &&= (kH 3.3.1),
B&#MH: PR, FEERHBEEBERR.
Notice: E3EER, WIURRIRE PCR 2%, HX@A PCR {SGAEMMAINEE,

1. RAIRBTRIZKE PCRERF, REMAZR 70uL, HXEF PCR{SGAZEMMARINEE,

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

H: F—HEFRENEHNEE PCR, NEEMES.
2. E=BMRK Adaptor, SRIBESEK LSRR, RN Ligation Mix SRIGES, HEE

INVEEFIKEHR, Ligation Mix &%, IREESTIREEVEHER (SRMEREEIN
Adaptor £23I0N ).

3. BI—¥RNHPCREETIKLE, BBENTRNMMAZE:
£ 40 B I e TSR [ B E SR A AR B P F 1} NEO B 20



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, SVWITRSHMTENFREKESTESA
—¥,

(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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MERTR, JREE 155 BIHER,, WERATRA 0.2x AR,
Blgn: FERAFEIR Y 68.5 pL, NEER 0.2 x 68.5=13.7uL Ampure XP L HZk,
RIERMES, ZERES 5min,

X HEKILRKTE, SR RIERAREDEEHBRIELNMAER, SNTESKAENR
BRESHHFA—H.
2. % PCR EEERLOFET 0.2mL MARH IR (#SIZ2/TNDOS-C-A/RYIHAREX , K
INDHAREE) £, EAKERSRAESE, FRREBRE (8 5min), /INOERREE
E—MFHEE PRED, ERNBE.
3. R PCREETHNZRLE, A 200uL FEEHE 80% BT kMK, =mFS 30s,
INDEBRR BT .
4. BEELE 3, BIHEE 2R,
5. NN ERTHAHIRETE PCRE, BEBL, BRETHHRLE, RESRER, 7
EIRTHEE 2min (AZEBE 5min),
6. KHHIRFTE PCR EMHANZREET, A 17uL 0IxTE, i®iefk% 155 B,
ZRMEE 5min,
7. BECHERERE PCR EEEBLOEETHARL, BSHKSRENS, FARERER (Y
5min), AVOIRER 15pL EEEHRNXE PCREGTHTLSE 3.3.4P(REE,

F: WEBERGSTLIEHRTF 4°CIRF 72h B -20°CIRF—H.
3.3.4PCRE&E
BEEHH: Library Amp Mix V3; Indexing Primer Mix; #LEEFME4TH (KH 3.3.3),
BEMHE: PRI AREREBERRDS.

1. =iB#R)K Library Amp Mix V3 1 Indexing Primer Mix, SBRIBESEKLEH
£ 4 B S A R SR [ B B SR A M S B P P A NEO B 2!



2.% PCR EET KL, BEENTREAR, RIEEIHEEED, BRNEETF PCR X4,

Component Volume (pL)

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

Total 50

i : Indexing Primer Mix GiE£#, FEEF—FAIT], —MEXII B —1 Indexing

Primer Mix,
3. IRATIRIBTRIRE PCRIER, FH{E PCRUREREIFE 105°C, KMRFA 50pL,
Step Temperature Time
1 98°C 0:00:30
98°C 0:00:10
2 (BHRHBATE) {
65°C 0:01:15
3 65°C 0:05:00
4 4°C Hold

IS EFHIR CDNA RASHTIEE, EEERNT:

BAE BEF/IE
50ng 10
10ng 12

AR 10ng 13

28
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3.3.5 ¥igr-MkA B aiE

EEME: PCREEY (RR 3.3.4),

B&##: Buffer EB; Ampure XP #{LHEER; FEFECHIN 80%ZE2; ARIEREBEERLR
77, THE PCRE; 1.5mL B0 E; #IZR/TNDO8-C-A/RYIARER,

Notice:

Ampure XP #{kFEER (AT EIREEER)

(1) HIRERRERSIRIE 155 K% B,

(2) BB, HERBHER, ZEMA, SV TESHSEN R REKESTHA -,

(3) BLEREIBNR EEANBIRE, ALERNBHESOERZAR, BON, B

B

LEREHRBHARE.

1. ERMES 0.5mL 80% 2B, ALHERIZAT 30min M 4°CHEL, IREZEER. ¥
3.3.471 PCR EREEBL, ABRBNERR, RISESIHIX, Ampure XP ZLHIRE
AR 0.5x Y EAR,
Bian: F¥AFR%A 50 uL,NfER 0.5x50=25 pL Ampure XP #ikEEk (AARARZE 50uL
£/ Nuclease-free Water #ME ), IBIEHRS 155 ZAES, ZRFS 5min,

X BUWHHKILBRNE, SRS BIERS RIS EGBIRIBEAAR, SUOESHS
BEHRBRRESHREF—H.
2.8 PCR EREEBLEET 0.2mL MAEH IR (HHIZR/TNDOS-C-A/RYIHAREE |, &K
INTHNERME) LBHE, FACBRSRENE, FBAREER (4 5min) , /b
ER EERE—TOEE PCR B, EFMEUHEK.

3. RIERH BB IRE 7.5uL (01X75uL) MAZELE®R PCR B, SRIERZZHOE

B2 L I S A B B R R T AR M R B E M NEO bR 29



5, ZREE 5min,

4.% PR EREBLVEETHARL, GFAUHBKS RENE, FAREBE (L 5min) |,
INDER EERE TR PCR EENERE.

5.1%%F PCR EWRARLTHAZELE, A 200uL FHEEFIN 80% JEZEki#k, =B
B 30s, /OB LE,

6. EEHRE 5, BIHFER 2 K

7. NBHZREET PCR &, BEEL, BRETHAEL, RESKRER, FEETHIK
2min (AZ#&E 5min),

8. % PCR EMH/IZ2 LAY, A 20pL Buffer EB 3. SRHENRSS 155 \BSAL#ER,
ZRHFES 5min,

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

INOIRER EEZEFBKRE 1.5mLBOE D, -20°C8-80°CaJLUMRFE=1H,

3.3.6 XERKE®R

BEEMH: FRMETY (kRE 3.3.5),

BEMH: 2EIRBRBRANNREERT, 2EERRKRS.

1. BUBE (B L) HRETEYRENRBX/MEN ,

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

ANREDE, o] 0.8xHLFIEN,

RIEEFR AR Xt Rz k3

Qubit 1M 2 E>100ng, =& 400bp-
&8 BNEELLNNF
700bp 28, 900bp-5000bp dtk<10%

30
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Qubit 4 S E>50ng, FI& 400b-700bp

R o] X XU EAL e
ZI8, 900bp-5000bp 5tk 10%-20%

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

618 AEW NN
500bp & tb<30%

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

ENEIFEBHRT—RER .

44347

8 5000
40000 s ¢
2000
e
W2 220
35000 \ 1508
[l 200
e
/ b 11
30000 | 800
200
J
25000 J & I
500
20000- |
|
15000
10000 |5 | 200
‘\
1
5000 N\ 100
R e 15
368
- & g B & & Shilide s ©
22 = 2 2 2 2 2===2=22 2
2 R 8 § 2 28 P3588888 28

3-3-6 MERKE
3.4 BERE S EME

31 EEAEE
EEME: cDNA (3B 3.2.3) ;MP Master Mix; BC Primer Mix2,
B&FEM: HWHZE/TNDO8-C-A/RYIIFABEX ; Ampure XP A{LEEER,

1. ZiR#RAR MP Master Mix, JRIEESEKLEM. R 3.23 74, ¥ PR EETIKLRR

WMTRIEEHIE—HLFE PCR mix,

Component Volume (L)

B2 L I S A B B R R T AR M R B E M NEO bR 3t



MP Master Mix 25

BC Primer Mix2 17.4
Nuclease-free Water Variable
cDNA(GRR 3.2.3) Variable
Total 50

#: @ cDNABEXTF 40ng B, & 20ng #1755, THP PCREFEN 14;
@cDNA S E7E 25-40ng B, &\ 10ng #{7E5E, TRP PCRERHN 15;
GCDNA S E2F 25ng BY, /AL EL 40%#{TE%E, THEHB PCRBHHA 16;

2. FRRIENERRNBIHEEED, BRNEETF PCRIXF, PR URETXRIRE

HiZfTR R, PCR{YHAE 105°C:

B mE B 18
1 95°C 0:15:00
94°C 0:00:30
2 cycle=14~16 60°C 0:01:30
72°C 0:01:30
3 72°C 0:10:00

4 4°C Hold

3. YA

1) #Ek (S4LREER) 1281 30min ) 4°C pEE, IRERIR; ERAESR 0.5ML80%ZEE,
it HEERATERES.

2) % PCREHIVRIKR, BiE, WEAHR, HMIKMATRN 0.8xF AR,
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Blan: FHAAR 50uL, MANA 0.8x50=40uL #Ek, WITRSRE, EEES 5min, BER
iy, EFHARLERE Smin;, EREBEPRE, NOBREBEEFNPREDR, HE,
B HHRRHE, EHBREEAER, SUTESKAERBRESTHF—H.

3) {735 PCR ERELTFHAZEL, MA 200uL FHEHN 80%ZEE %MK, =RES
30s, MNOFEBRLEE.
4) B8 3, HIHE%R 2K,
5)B TN PCRE, BEBL, BRETFTHARL, RESRERS, IRTL 2min(A#Z 5min),
6) XT PCR &, MA 20uLBufferEB, WIHESHIX, ERBMWE 5min, WEBLOEHE
FH#HNEE, ERBBHEEBE.
7) R EFHEBRZHN EP &, BINEKEY.,

F:GERETF 4°CoRF 72h HE-20°CHR7F 3 ™A, REHEHRTIEE QC HIEE.
4. FRANFYER

1) B 1uL #&E#1T Qubit REWN,

3.4.2 SR EENXEMEZE

SLIG# KL . FocuSCOPE Adapter Mix; HiFi PCR PreMix ;3.4.1 =%,
B&E#EL: PCRE; Nuclease-free water; AMPure XP B%k: 80%ZE3; AL,

1. B 20ng Step 3.4.1 =¥, ¥ PCR BE TIK LIRBII T RIBEHIE — S & PCR mix,

Component Volume (L)

FocuSCOPE Adapter Mix 1.5
HiFi PCR PreMix 25
Nuclease-free Water variable

B2 L I S A B B R R T AR M R B E M NEO bR 33



Step 3.4.1 =4 (20ng) variable

Total 50

£: FocuSCOPE Adapter Mix €% 4 f, (FEIEIF—EIT],
2ERRIEVBERRNES, BRUEE T PCRXD, PCR URIETRIREFHBZITR M, PCR

{3/ E 105°C:

T8 mE B 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

4 4°C Hold

3. aEl

1) 1281 30min BN ALHER, IRE=IE, &, BRMNES 0.5mL80%ZEE., ¥ P(RE
BiE, 2B PCR AR, HERARAYAIR 0.8x,

Flan: FYARR 50pL, AN 0.8 x 50= 40uL HiEk, SRIEFEFHEABRBWIT 10 KK
MRS, EREE 5min,

2) % PCR ERERORETHARL, GHEKSRESSE, FBREBRE 5min) , /I
DR LES.

3) &4 PCR BWRARLTHAZE L, A 200 pL FEEEREIN 80%JEEE Mk, 2R
B 30s, /INOBRKRLERE.

4) EESR 3), BIHER 2 R,
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5) NBAZREET PCR &, |ERLD, BRETHAREL, RESKER, AERTHEK
£ 2 min (AR 5min),
6) % PCR ENHE LR EERE, SO 20 pL EB Buffer 3EfR., SRIEIR B EHHEKNRAE T IR
5, ZRES 5min,
7) B PR EREBOHETHARL, BHHESRAENE, FRREBEEE 5 min)/hd
IREX 18 uL LiEZ=HEIXKE PCR B,

3 HHSETF 4°C TIR#F 72h BRI -20°C 77 3 MH, HEHE#HIT QC HIEE.
4. ¥IBHLTY RIS
1) B TuL H&i#E T Qubit SRERW,
2) B 2 pL ERETHERXNE,
i ARAARAREEENRASERABNR RN, BEATSETE

HE REXIN

BCR-ABLL  493: 649; 1030; 1319; 1516; 1670; 2165

WTI1 567; 649; 1962; 2150
IDHI 390; 696; 2120
IDH2 754: 1532

PML-RARA  493- 693; 855: 905; 996; 1050; 1225; 1585; 1647; 1692; 1747; 2284
TP53 227; 541; 550; 748; 974; 1176; 1817; 1967

KRAS 349: 588: 781; 952; 1236; 1568; 1609

AR BRRESEHZEGHZHES 3-5ng/uL, BILKERS, RWELR. FEiLE

iigﬁﬂﬁg 3'5'20
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3-5-2 IMi&KBEEE R E £ X EFY RS E
E: HFRNHSBEEARR, BieX/NJEALERNEGESR, HFARARFEAERR
RES, TIBETHELSREDTHK, —RHHH 300bp~900bp, HSHE—BRXF 50%, K

EB>1000bp HIBIFRSFEF.
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iR A $iARHE

FF FocuSCOPE® fRECHHREMM, HEHE S MEFIRFMEMIREM BC
Barcoding Beads MAZIS ML F, WEREMIFLAREAN 1 4 BCBarcoding
Beads, HAMEME, THMIFAMIZE (BCCell Barcoding) RAFHRE (UMI) B9
XiEEE mRNA E#Y poly (A) BEEHIR mRNA, 3 mRNA FMAMREITIRC, INE
A9 BC Barcoding Beads, ¥ BC Barcoding Beads #3k89 mRNA R#ERA
CDNA HF 18, % (DNA R RN, EERELFLRENEERT Illumina WFEFEE

RERANFEXE, BEFIH cDNA BERI#ITSE P(R SEMBRMBERERE,

& A1: NEO-chip* iR G R IME () RAMEME (B)

Al B %, mRNA K. RERRPCREE

Bt S —EHEAE AT NEO-chip®MimiEth A, 1RIB “AMSh” 0/RE
EHRENMARNSE, FME BCBarcoding Beads =S EME mRNA B9 HFRARIC,
BC Barcoding Beads B9 Oligo &85 illumina Read 1 U E3|¥F5, MRS (Cell

Barcode) , SFARE(UMNTI PolyT B EBFHI LM,

B2 L I S A B B R R T AR M R B E M NEO bR 3



read,

UMI »,,

7
=g
|

N

Read 1

Read 1

UMI

UMI poly(dT)

CCC I
GGG

CCC
G GG
—

A2: HEREHE mMRNA RRERFEE

i BIREWSIY (TS Primer), &#% TSO (Template Switching Oligo),

A2 cDNA =£

Singleron Barcoding £ cDNA, @iZ#%k 5% PCR handle &% (E& illumina

“RANFFENNFES)RRERIRPHRMLEN TS0 £, igTM e KERANESE.

A3 BERANEME

AHE AN XM ERENER, ERRY EIRMEEN (DNA FEHTHRL

(Fragment) , B4R AKLEHES cDNA ITHTR 2 500bp ZABIHER, cDNA BB
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. RIHEEMM A, Hi#H1T cDNA FETFE, P7 Adapter #Z3LERFHFET PCR I IE5|IA

¥ Index, E&EHITHERFEMMSE cDNA XJE,

— fo} ]
[— [ [—)
KBk

E— [

[ [

KIHESE, MA, MEL
e [ | S——1
-] (] =
g v Index

-

[———] [—=] )

e oD e

-

| —) [cmm— -_—

=) = [

A3: BRANEHNERIEE

P5-Read1:5-AATGATACGGCGACCACCGAGATCT-ACACTETTICCCTACACEACGOTOTTOCGATOT-3

P5 read1

P7-Index-Read2 5-CAAGCAGAAGACGGCATACGAGAT NG GACTGOAGTTCAGACOTTOOTOTTCOGATET->

P

-~

index read2

Ad: ¥RA illumina XEZHE (EARNES)

Ad EENEME

BC Barcoding Beads #iRMIiKEEEE ¥ RAFEII RT-PCR 3£1§ cDNA, B LA
cDNA #E4%, BC Barcoding Beads ¥R EESIMNIIKMELEERFIIHTESE, BT
BRERTIEEA, RRESHRNBNEEEREEXERE,

M

Target Enrichment 1 — CCC GE—
G GGG

| G
Target Enrichment 2 g

-
c
[
=
£
]
=
[~
w
o
5
-

Enriched Library Construction
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¥R B: EVEFRVH X RGEBIRE

o EVMEFMNAXRLEEBN

AMEXLREAEEFIRPAFENEREEFDIE. U7, LENTA, MERER

HEFVNREERE, HLEEMSE, ®RIPHER, REARER.

SIREEW
EEREw
HTEER
EREER
EaEER
EEEZER

1 elhtERFMEERTLETURER

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. BREABERNREXEFK (WRFTEZZUFEERFT).

IREFR: TRERPAERNEN . ANOREY. N SHEYRE (ARER. %
%%E) NESYATENEFORSHFESYR, til: PBS, HBSS % (Nuclease-free
Water BR9H).

. RFLBFEMSE,

I}

2. RFEE.

1) B FRORER: EESHAEHERERIE. . 2. BHSE,

B2 L I S A B B R R T AR M R B E M NEO bR H



2) RFEHAR: AAMAR, BIEKEAR, MBRERASHRRER, FERROAFR. WE
MHE X EEZRREEFY . WERERFY.

3) FEMETHEFY (£FLLR): BLREEEFIRDTEN, EXTBEERRME
HEFY, WRFAASER. THNERFRER. SHEMMRSIMERSTEME BRI
EMETIRFIE.
® EVMEFMNKE. FHELE
1. IRENHAEENRFMBRBERFY (B RFDRENTHE),

2. FERMERFMREMZE AREERERENEFMEBRL .

3. Az ARENEREERFVENER, ESEEFTRERSCXRAILY, REELHK
RmHiER, BEARNRREHY, WAEREEITHRE, REHTANERE, NEBBRA
IR, BFXEFIMBTHR, BRSEERER/NS KERBENERJTIRE, REFLHRE,
BENAMRZ B, WIAEREHTAERE, AARKEFERN 50L MREEREFREA,
FREGEITER,

4. FRREEFMREFRFVHFLEQADNARNELE,

5. BRMEEFMEEEISSFN:

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

2) WEHEFMPHENREFEAN ., KESHNIARHEINBLE.

3) BEFHARRNBRREERY . FEEERY. ROBEFYAERE,
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