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FocuSCOPE® #4AfELAERARTRV AN S REERARTEERARER
PANERRARIEEUREENENELMRE. Zrmu STl RER. cDNA T 18
RERAXENZE. EREFFIIEEXENE, EERENFXEFDEERRESNFR
ETEERNRHE. 55, EERSTENETIRE Barcode 58, KEERRKERMR
NERRAFER L, TREERNEADARIENREER, MIGKRRRMEIVENS. 2

FRERUEMARS.
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2 FmA5n RErHEN

2.1 iR
FocuSCOPE® Single Cell Multiomics Lung Cancer Druggable Mutation Analysis Kit Cell for NEO
(4 RXNs)
FEm AR B TR Ay 131 eSS
B Lysis Buffer, Stock 1500
B RNase Inhibitor 120
B 100 mM DTT 400
B RT master Mix 2*400
B Reverse Transcriptase 2*50pL
B TS Primer 2*50L
O Amplification Master Mix 2*400
O A primer Mix 200pL
Single Cell Lung 1| ¢ primer Mix1 60LL
Cancer RNA
sl siten WD HiFi PCR PreMix 2*T51L -25°C~-15°C
E:;F; :;:22?? LC Primer Mix2 40pL
O Amplification Enzyme 2*20L
Fragmentation Buffer V3 2*171L
Fragmentation Enzyme Mix V3 2*6L
1X<TE 800
B Ligation Mix 25721
B Ligation booster 2*4pL
B Adaptor 50pL
MP Master Mix 2*60L
6
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Library Amp Mix V3 2601
Indexing Primer Mix1

30
(ATCACGTT)
Indexing Primer Mix2

30
(CGATGTTT)
Indexing Primer Mix3

30
(TTAGGCAT)
Indexing Primer Mix4

30
(TGACCACT)
FocuSCOPE Adapter Mix1
(TAAGGCGA) 1001
FocuSCOPE Adapter Mix2
(CGTACTAG) 1001
FocuSCOPE Adapter Mix3
(AGGCAGAA) 1001
FocuSCOPE Adapter Mix4
(TCCTGAGC) 1011

B | C Barcoding Beads SD 2*1.8mL
NEO-chip SD & LC Wash Buffer A 2*7TmL poCgeC
Barcoding Beads Wash Buffer B 2*1.8mL

NEO Chip SD 44

FocuSCOPE® Single Cell Multiomics Lung Cancer Druggable Mutation Analysis Kit Cell for NEO

(16 RXNs)
FERAMER By AR RERY

B Lysis Buffer, Stock 2*1500L

Single Cell Lung B RNase Inhibitor 300pL

Cancer Amplification

Reagents SD ® 100 mM DTT 4001 -25°C~-15°C
B RT master Mix 2*1500 L
B Reverse Transcriptase 400

B phE L mE R RTANEANZ AP FH#-NEO



TS Primer 250 L
Amplification Master Mix 2*1600pL
A primer Mix 750
LC Primer Mix1 180pL
Amplification Enzyme 160pL
HiFi PCR PreMix 480
Fragmentation Buffer V3 135uL
Fragmentation Enzyme Mix V3 40pL
1XTE 800
Ligation Mix S76L
Lung Cancer
Library Prep Ligation booster 20l -25°C~-15°C
Reagents Adaptor 501
MP Master Mix 2*220L
LC Primer Mix2 1401
Library Amp Mix V3 480uL
Indexing Primer Mix1
(ATCACGTT) 30HL
Indexing Pri Mix2
ndexing Primer Mix 300
(CGATGTTT)
Indexing Primer Mix3
(TTAGGCAT) 0L
Indexing Primer Mix4
(TGACCACT) 30HL
Lung Cancer Library o o
Adapters Indexing Primer Mix5 29°C=-15%C
(ACAGTGGT) 30pL
Indexing Primer Mix6
(GCCAATGT) 30HL
Indexing Primer Mix7
(CAGATCTG) 30HL
Indexing Primer Mix8
30l

(ACTTGATG)
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FocuSCOPE Adapter Mix1

10
(TAAGGCGA) H-
FocuSCOPE Adapter Mix2
10l
(CGTACTAG)
Foc PE A Mi
usSCco dapter Mix3 1001
(AGGCAGAA)
FocuSCOPE Adapter Mix4
(TCCTGAGC) 10pL
FocuSCOPE Adapter Mix5
(GGACTCCT) 100
FocuSCOPE Adapter Mix6
10l
(TAGGCATG)
Foc PE A Mix7
usSCo dapter Mix 1001
(CTCTCTAC)
FocuSCOPE Adapter Mix8
pter Mix 101
(CAGAGAGG)
LC Barcoding Beads SD 8*1.8mL
LC Barcoding Beads Wash Buffer A 8*7mL 2°C~8°C
Wash Buffer B 6*1.8mL
NEO-chip (NEO) NEO-Chip SD 16 2°C~35°C

B phE L mE R RTANEANZ AP FH#-NEO



2.2 HEMN|FEMEF

2R

R

-80°CEARRRFEM

(ENSE P A

BEEMER

ELBOMN
%28

=55 e

PCR ¥

Qubit 4.0 RHEEN

TKZBE (S 4E)

RERNY 15 RNase away

75+ 1xPBS (A& Ca** Mg?*)

Tween 20

=

Ampure XP “EHEER

Buffer EB

Nuclease-free Water

Qubit dsDNA HS assay kit

RNEAE T E &AL BRBE IR L

¥EM | 1.5mL TEERREELE

0.2mL THRITHERES/\BLHE

10
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0.6mL PCREBEEEE (Qubit EE, HF Axygen)

IE

AEIERREZ RS

DynaMag™-2 #71%2/12321D/Thermo

ER RIS HRE

%28

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

System)

Qubit 4.0 RHEEN

ELBEOMN

=55 e

BERTS =

Ampure XP @{LH#Ek (Backman)

80% 28 (AHX/KZEES, MEIA)

Buffer EB

Nuclease-free Water

Qubit dsDNA HS assay kit

BB A RO E 2

=2

ANE RS T E &AL BRBS IR L

1.5mL TH&EZBREBELE

0.2mL THERIGHERES/\BLHE

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

ARERRER KRS

RYIFAEEIR 142 /TNDO8-C-A

B phE L mE R RTANEANZ AP FH#-NEO
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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 LC 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

12
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3 SCIRHRME

%HATxﬂzﬁB \QQEH@%A&FQ ﬂﬂ%ﬁ?ﬁﬁ*ﬂ ;&{Z’Siﬂ,,\, —J-%% SCellee®iﬂ—/\1*T?— 'ﬁﬁ@-%
RANERFEMR (FFHR) , LMER Singleron sCelLiVERALRE RN EEE S REH 2 H

PR

3.1 £ E 1 mRNA 3K

3.1.1 ##& Lysis Mix #1 LC Barcoding Beads

HESEMHE: Lysis Buffer, Stock ; 100 mM DTT; RNase Inhibitor; LC Barcoding Beads,
B&MH: 1xPBS £)4iK; FARASEHBERRKRSS; 1.5 ML BOE; DynaMag™-2 #H%E,
1. RZREE: =RM%E “Lysis Buffer, Stock” #1 “100mM DTT” , jRieELOEE Tk L,

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

By TRXN (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. &% LC Barcoding Beads: ¥§ LC Barcoding Beads H#&aE (1mLE]E) BEWIT
15 BASJE, IREX 900uL LC BarcodingBeads (1RXN) F 1.5mL B Ed, BEBLE
BT 1.5mL g% (DynaMag™-2 #/122/12321D/Thermo, A/NBH#IZREMAZ)

£, & Tmin, FRREBE, NOBRLE, BENBEEEOENEARLET, A TmL

& B B R I R R SR A 2B P E M- NEO e



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

EEMH: GURESR; ARER.

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

- ABENARERTHRN PBS A, RREMHEREBAFNSEERENARIR, W

T%: F PBS BAMERHERZE 1.5%105-3.5x105 cells/mL, BIo]AF A LR,

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,

=

SGR-NEO
8D Chip

V il

g
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3. BAURECHRETEENEARMN L, ABRE (200uL 88) RERTKZENZIBEEN

R, BRIKZETHTABERALHESE,

SR ThRER *R
TIKZ B NEO Chip SD 105 pL

FE:
1) EAMEKZER, BERBASHEAZRERB/NLA, £35E V KEErRE1E, NEME
BTKZEHRANB=YIER, BRRBBHRTYEDINT/KZE, HA 500ul Wash Buffer A i@%

PR 2 R,

3.1.3 {UEBIRME

EEMH:
o Singleron Matrix NEO® ;
o WashBufferA (H&) ;
o Lysis Mix, LC Barcoding Beads (3%H 311 $ %) ;
o fiRETA (NEO-chip SD) ;
o HPEBR (RB312FK) .,
BEHH:
o PBS&WiK;
o AEEREBERKSE;

o 1.5mL BLE,

1. EFRENE

15
P AREEDERRTON AT Z AP FH-NEO



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

AUESIF AT A28 NEO SD Chip (R4 A ) f NEO HD Chip (SZETH) .
B A RERBETA "THER" &, RIERK, ERWNEGHER, fF "“RE"
BEI "TREHRERY" FH, BRE "RE" REEREESR@E.

IR B: REREALASRMUEEERIS SRR, RIERERERESFER, 2%
BREE, RE "RE, FREER "TREREEFEHRY  BRE "RE" REEEE

16
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EHRHE.

Singleran CEnE] Singlersn

Singlersn

CH1 CH1 CH2

hi:d=i

Singleran 3
prglore Singlersn
Shy e CHI  CH2  cH3

=2 D 5D ) D

IRFA IR4B

4. WFIERM
mif EE B, RABNEHEIRSHITENREN, TRRENRENMNE, "“H#F' FH

T EFT , BNRGEL, RREATFERE. W, HRETH HERRRMEN

e
Singleren ey Singleran Singlersn _Aememe
i FHo4
|
Singleran ) Singlersn
R#B

g

NEO SD Chip fiIl#4&#3

IR 53R

LC Barcoding Beads 80 pL

17
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SR 100 pL

Lysis 150 pL
PBST 300 pL
Wash Buffer A 500 pL
PBS 1400uL

BERER:
1.Lysis EEBES%E “3.1.1 #% Lysis Mix 1 LC Barcoding Beads” ,

2 ARBRMERERE—FHT.

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

Singler&m )

Singlersn

s 7

6. SLISTHY

SRWTRE, RERY "SREER" WiEE, RE "HIN" REERAD "B R

H, BNHESHEL, BEKRERE "BR” RERKERE.

18
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Singleran Singleron ex Singleran

BRZA

IR#B

7.  SEELHIESWRAE

M 200uL BB RCE =Y PN RREIRETSE 1.5mL BO08 W, FHH 200uL B9
R IREX 200uL Wash Buffer A EE A1 2-3 X, EEFYRENR LC Barcoding
Beads T% 8B, mYOWENEF KL, REEHTEELEERE, LRFIWLRER, IH

BRE, AENH "EXR RARRFLNT ES FE, BNHSKE,

3.2 R¥ERRY 18

3.21 R¥ER

HEEHMHE . RT Master Mix; TS primer; Reverse Transcriptase; RNase Inhibitor; Wash
Buffer A; Wash Buffer B; [E|UZ# LC Barcoding Beads (3(H 3.1) ,

B&#MHE: Nuclease-free Water; EREZERA,; RN, FEAERREER KA,
1.5mL B8, DynaMag™-2 #HZ%8,

19
P AREEDERRTON AT Z AP FH-NEO



Notice:

(1) AMGLE RNA [£f2, LIWHIAAETA RNase away BELRE, 5min T,

(2) EREFEBBIRATR, FHRFE 42°C,

1. AREE: REIEBME “"RTMaster Mix” 1 “TS primer” , 5BHE 10s FREBORE
BFkE, X EIRBIMTREE S RTMix, JBIE 10s BIHEEE L (& RT Master Mix

HABRPEREY, FRFERRINESE) .

Hoyy 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

2 BRFEEIRT R TITER, WREE S e,
2. % 3.1.7 HEBHESF LC Barcoding Beads WBELOEEEBOEET 1.5mL MAEH 2
(DynaMag™-2 #71%2/12321D/Thermo, A/NTHARREME) £, SFBREBEE, M
OIRBR EER, MEHREETEOE, B ImLBESF|IA 1mL FULH Wash Buffer A,
KITREOERE®L, ETHAR L, FB8REER/NEBRLEE,
3. MEEAZE EERTEME, MA 500pL Wash Buffer B, ITROEEERE L, ETHH
RE, ARRERNERLE,
4. BTBELOE, SERVEBEETHARLE, B 20uL HBRBIREERNRE. RBTE

IOV JEERAY LC Barcoding Beads,

20
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5. MERTEOE, A 200uL B&FEY RT Mix, HERABRSEZES.,
6. ETIRINREGHNESEAD, 42°C, ®iE 1300 rom, KN 90min (BEIFHK) .
E: 42°CRE 90min |5, BEXXZABR{TT—%¥, ERERFY 70°C (XHKSE) K&

15min 5, TEEME 15h (TELEBLTE) .
3.2.2 PCR ¥"18

EEMHE : Amplification Master Mix; A Primer Mix; LC Primer Mix1; Amplification
Enzyme; RERY (%8 3.21) .

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

1. BREARE: IBAIERMEE "Amplification Master Mix” , “APrimer Mix” , “LC Primer

Mix1" JRIEEOREETIKLE, BRBUOTREEKLES PCR Mix, RIBESHEES L.

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

2. BREFFYREGEL, BT 1.5mLARHAORLE, FRREERNMEBIRLE,
3. BELEMNHEARLEERT, mMEDMA 400 L PCRMix, —IWITIRS, —IBH55)/\B

HED, SEMRRBMFRA 50pL,

21
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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

H: PCREFIBTERIE, Tl 8 YE 4°CRTF 72h F1-20 °CRF— B, BEBHEHTT

cDNA #1844,

3.2.3 =YI4idk

BEEMHE . PCRYEFY (KRB 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.

22
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(2) HIKERRIERSTIRIE 155 iR7ES.

(3) HEIRLLBMT, MBERBHER, ZEMA, BUTRESHSENFRKESRBAAR—

.
(4) BLOEREIHNOREEANBIRE, ALERNBHESOCERZSR, BON, B
LEREHRBHARE.

1. SREES 2 mL80%TLKZEE., ¥ PCR Y EMIRESR 1.5mL BOED, B8R
1, BABRENEARA, MA Ampure XP SLBAERAIR A PCR #1874 SAFREY 0.6X
fgn: PCRHIBFYSATR A 400uL, WANAN 0.6 x 400 = 240uL AL HER, JRHEE 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, ZMSRIDES, =REE Smin, EEELVEHE
FHOREL, EREERE,

6. IREN EEHERERE 1.5mL BOED, By,

X: BHERTF 4°Ca{FfF 72h, & -20°CTJ{RfF 1 A, HEFTTEEZ#TT cDNA 1844

Bl QCHIEE.

3.2.4 ¥ A r-vEe

BESME: DNATFY (3EH 3.2.3)

BEHE: Qubit40 SHEBURRELN; 2 HENRE.BANRESRA; S5
& B B R [ R R R B P F - NEO 2



iR,
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 AT 15%; 300bp UTFHBRGLL/ATF 40%,

PRI pSIvE s

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 M2 8<30 ng, FEHFIE<500bp HE
AR AREVOGHITEELR
7Nz

H: EERE "S XFHTENGFERELARKBESERLR, FRFEEN “RE" .

3.2.5 cDNA Z)R4E{LIRE

ERWAI cDNA 300bp UTHERGLTE 10-40%0), BE T ZIR4ML:
1. ¥R cDNA BY4RFI A NF K472 100ul;

2. BT RAGOEF AR LB AL BB ;

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

24
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10%-20% 0.8x
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. HRRMERRE 3.2.4 R, &% 15ul B9 EB Buffer i cDNA,

4. ZREGWE—RARABZTENE Qubit , FBEBREZBRRBRIER,

=06
846

3-2-4 cDNA FwE

25
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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
26
e%e
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1xTE Variable

Total 35

H: @ cDNAZEXTF 100ng B, A 50ng #ITRE,
@ cDNA EE7 25-100ng bBt, #%# 10ng RAEHRTRE.
® cDNA S S/\F 25ng B, IRASER] 40%#1TEEE,
HE: BN cDNA FiB Z REBERIE .,
4. ABERBEZWITRARES, 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: 3L, HFURFIRE PCR 72/%, HXH PCR {GASMARINEE.

1. RAIRBTRIZKE PCRERF, REMARZR 70uL, HXEF PCR{SGAEZEMMARINEE,

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

I F—HEFIRENBHRTIS PCR, NEEMES.
2. ERBAK Adaptor, RIEBSIBEKLEER., K Ligation Mix SRIEES, BEE

INVEEFIKESERE, Ligation Mix R4, IREETEREBVERAER (ZRAKRREEIN
Adaptor BIAIN) .

3. BE—¥RNEPCREETIKLE, BEENMTRMARK:

27
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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 B RMNIREES 0.5mL 80%ZEEHN 25uL 01X TE, RK7#) PCR EEEBL, BER=IN
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IR, JRHE 155 BOWIR, BIRAIRA 0.2x FYEAER,

Flan: FEAEFERIR 9 68.5 pL, MIREER 0.2 x 68.5=13.7uL Ampure XP #{biEk,
WIER RS, Z=RHE 5min,

H: HELRKE, BADRIERSBEIEEHBRELIGR, SNTESKAENRR
KESHHF—H.

2. % PCR EEEBLOFET 0.2mL MM N2 (#I22/TNDOS-C-A/RYIAREX , &K
INTHEDZREME) £, FAUBKSRAENSE, FRRBERE (£5min) , NOBRE
BE—NNEE PCRED, BNERE.

3. R¥FPCREETHW AL E, F 200uL FE$ECHIE 80% 2B ttlizk, =RMS 30s,
INDEERR BT

4. EELE 3, BIHER 2K,

5. NBEAZR EEUTF AL BERFTE PCR B, MEBL, BRETHARL, RESRER, 7
ERERTH#EE 2min (RAE#BE 5min) .

6. RALHEIRATTE PCR EMHNZEEET, A 17uL 01xTE, JRIERSS 155 BSIHLER,
FRES 5min,

7. BT PCR BEREERVEETHNOR L, FHHSRENSSE, FRAREEE (Y
5min) , JVOIRER 15uL EEEFHERE PCRETHFLE3.3.4PCREE.,

H: WP BERSTLIEHBTF 4°C (RFF 72h B(-20°CIRF—A.

3.3.4PCRESE

ESE#E Library Amp Mix V3; Indexing Primer Mix; #EsLiEEEa = (€8 3.3.3),
BEMHE: PRI AREREBERRDS.

1.% PCR EET KL, BEENTRMAR, RICESHEER L, BRNEETF PCR XF,
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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 G1E£f, FEEIF—MEIT], —PMFEAXIE— Indexing

Primer Mix,
2. IRAMRBTRIZE PCRIZF, F{E PCR SGASIRISTE 105°C, RE{ARFR 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
30
20 . .o ®.
. ¥ [ ] e
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3.3.5 ¥igr-MkA B aiE

BEEME: PCREE™Y (K8 3.3.4)

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

Notice:

Ampure XP #{kFEER (AT EIREEER)

(1) HIRERRERSIRIE 155 RFH 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. ¥
3.3.47 1 PCR EREBL, ABRBNERR, RISESIHIX, Ampure XP ALHIRAE
AR 0.5x Y EAR,

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

X BUHHKILBRER, SRS RERSRESEEHBRIBAEAEE, SUUESHDEN
FERESFRBFA—,

2.% PCR BEE BT 0.2mL IS AL (HHZR/TNDO8-C-A/RYIFAEEX , K
INTHNERME) LBHE, FACBRSRENE, FBAREER (4 5min) , /b
ER EERE—TOEE PCR B, EFMEUHEK.

3. RIERS R IWERFFIREY 7.50L (0.1X75uL) MAZLER PCR EF, RIERZ AR
5, ZEFS 5min,
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4.% PR ERERVEETHNRL, FAUHMKRSRENE, 58 JE(£9 5min) ,
INDER EERETHE PCR EENERE.

5.1%%F PCR EWRARLTHAZELE, A 200uL FHEEFIN 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 EMHA/IZ2 LAY, A 20pL Buffer EB 3. SRHENRSS 155 B SAL#ER,
ZRFES 5min,

9.% PCR EREBOHETHNRL, FAUBKSRAENE, FAREBERE (4 5min)

INOIRER BB ZFHEIXRE 1.5mL BOED, -20°CIREEFE—1B=H-80°CaJAMREEFE=1A.

3.3.6 XERKE®R

BEEMH: FBRMETY (5kE 3.3.5)

BEMH: 2EIRBRBRANNREERT, 2EERRKRS.

1. BUBE (B L) HRETEYRENRBX/MEN ,

2. FEKESEEZTE 400bp-700bp 218, 900bp-5000bp Htk<10%, &FTE 200bp &£

ANREDE, o] 0.8xHLFIEN,

RIEFR R HIHRE Xt Rk

Qubit 1M 2 E>100ng, =& 400bp-
&% BNEELENNF
700bp 28, 900bp-5000bp dtk<10%
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Qubit #l S E>50ng, ElE 400b-700bp
R e ol =il KBS _EAL R
Z /&, 900bp-5000bp itk 10%-20%

Qubit {E<50ng, FIE<400bp, 225bp-
B8 AW NN F
500bp & tE<30%

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

ENEIFEBHRT—RER .
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3.4 BEEEETENEME

3.1 SBEEES
HE#ME: cDNA (3H 3.2.3) ;MP Master Mix; LC Primer Mix2;
BE#M: ®HLZR/TNDO8-C-A/RYIEREIX ; Ampure XP Z{LEEER

1. 3.2.3 7Y, B P(REETFT K LIRBNTERREFE—HFE PCR mix,

Component Volume (L)

MP Master Mix 25

LC Primer Mix2 9
Nuclease-free Water Variable
cDNA(kBR 3.2.3) Variable

Total 50

#: @ cDNA ZEXF 40ng B, 18 20ng iB{TE%E, THDP PCR BN 14;
QcDNA S E7£ 25-40ng §1, 8 10ng #{T7=%, TFEP PCREBEHFHA 15;

GCcDNA B E2F 25ng B, BALER 410%H{TEE, TFHHB PCR BEHFEH 16;

2. FABRNERZSBEIHEEEL, BREEET PCR{XF, PCR URIETHRIREH

EfTR R, PCR{Y3#= 105°C:
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TR mE Bt 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. AL

1) Wk (LBERETR) $2A1 30min M 4°C B, IREZEIR; BRAES 0.5mL80%ZE,
F: HHERANFES,
2) ¥ PCREPHIRE, BB, HEER, BERETRA 0.8xFHIAR,
Blan: FHRRR 50uL, MIAIA 0.8 x50=40uL ¥, WITRS/E, =BMHE 5min, B8R
iy, EFHHRLEEE Smin;, ZRERARE, NOBRLEFEFNP(RETR, HH,
B HERRERE, BRBIRIELGR, SNWTESHERBRRESHHF—H,

3) {735 PCR ERELTFHAELE, MA 200pL FHFEFHIN 80%ZEZE Xk, =ERE\ES
30s, /NOFERRLEE,

) £8 3, HiHER 2R,
5)RTPCRE, BEBELD, BRETHNEL, RESRER, BTL 2min( FAEE 5min),
6) BT PCR &, A 20uLBufferEB, RILRSHER, =RHE 5min, REBLOEHE
FHARL, ERINERES,
7) REVEEHEEEHRN EP €, BAHKTY,
i WGHEETF 4°CT{RTE 72h HFE-20°CIR7E 1 B, BHEEEHRTIELE QC HIEE.
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4. FRALFIRRE

1) B TuL Hmi#EeT Qubit RERT.

3.4.2 SBEE X EMEZE

SLIGMEL . FocuSCOPE Adapter Mix; HiFi PCR PreMix ;3.4.1 =4,
BE#ME: PCRE; Nuclease-free water; AMPure XP #Zk; 80%ZE:; #HZE,

1. R 20ng Step 3.4.1 4], ¥ PCR EE T /K LB TRBEHE " EE PCR mix,

Component Volume (L)
FocuSCOPE Adapter Mix 1.5
HiFi PCR PreMix 25
Nuclease-free Water variable
Step 3.4.1 =4 (20ng) variable
Total 50

#: FocuSCOPE Adapter Mix BliZ£f, (FEEIFE—FEIT],

2ERRENERAMRS, BRNEETF PCRINP, PCR URETRIREFEITRME, PCR

X ZE 105°C:

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
36
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4 4°C Hold

3.7

1) 12801 30min BB AL, IKE=R, &FH, BRNES 0.5mL 80%Z8, ¥ PCRE
Bis, 2B PCR AR, HERMARAFYAIR 0.8x,

Bian: FHIAFR 50pL, MADA 0.8 x 50=40uL #Ek, RiERFHERBREBIIT 10 X7
MRS, ERFEF 5min,

2) % PR EREBLOEEBETHARL, FHESRESS, FBEREBERE 5min) , /I
DR LA,

3) 1245 PCR ERLLTFHAZLE, MA 200 pL HEEREIN 80%ZEZh# ., =R
B 30s, OB LEE,

4) EEHR 3) , BIHERE 2 X

5) ANBAZREERT PCR &, BEBL, BRETHARL, RESKER, FERTHEK
£ 2 min (AR 5min) .

6) % PCR EMBIZE LERHE, AN 20 uLEB Buffer i, SRIEIRFEHERARET SR
5, ZRWES 5 min,

7) ¥ PR EREBOHBTHAR L, SHHESHRASE, FEREBE(Y 5 minyb
IXEX 18 pL LEZEFHIRE PCR EF,

X BHEBETF 4°C TR#F 72h B -20°C 1R7F 1 B, REHEHRTELE QC AIEE.
4. FIBEATY RS

1) B 1yl #&i#E T Qubit SRERW,

2) B 2L #EETH RN,

FE: HERESSNFEFESHRE 3-5ng/uL, BILRESS, HIFERE, FRE

37
P AREEDERRTON AT Z AP FH-NEO



RIFSHHE 3-5-2,

E 3-5-2 BEEXErERRE

Gene Theoretical size (bp)

EGFR 288, 685, 630, 432, 859, 864, 608, 613, 609, 614
KRAS 586

BRAF 423, 827
PIK3CA 610, 607, 451

TP53 585,766

F: BFRNHBEEFE, BECX/NTREAEGRIBEER. BHTFRHARAELIBRER

RER, TIETIRESREZTH, —RA M 300bp~900bp, GH—EXTF 50%, K
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iR A $iARHE

7 FocuSCOPE® fURETAMIRBMENE, FRMEAMETRIFAMAREM LC
Barcoding Beads i AZEISFMALE, BESMFLREEAN 1 4 LC Barcoding
Beads., #MERM/E, HHIRKMAMIEIRE (LC Cell Barcoding) RaFARE (UMI) B9HER
BE5 mRNA L& poly (A) BEAHIK MRNA, X3 mRNA FIRR#TIRE. WED
F 89 LC Barcoding Beads, ¥ LC Barcoding Beads f#3kB9 mMRNA R#ERA cDNA
FY &, ¥ DNA 2R, EEELSPREMNZEEAT lumina MEFEERNER

HW P E, EFA DNA HERHITSE PCR SEMELEER,

=N ES=N

_a8 'a S =

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

Al B %, mRNA K. RERRPCREE

B HEEE—EHENAMEAET NEO-chip® MRS, BRI “AMSH” N/RE
ERENMARNSE, A LC Barcoding Beads =S NMEME mRNA B9 HFR4RIC,
LC Barcoding Beads &) Oligo F5IE % illumina Read 1 ME3|#FS, MRS (Cell

Barcode) , SFARE(UMNTI PolyT B EBFHI L ERt .,
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read,

UMI oo,

a7
L=
|

N

Read 1

Read 1

UMI

UMI poly(dT)

CCC I
GGG

CCC
G GG
—

A2: HEREHE mMRNA RRERFEE

M EHIREWSIY (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 FETFEE, P7 Adapter #Z3LERFHET PCR I IE5|IA

#m Index, RFHTHRMBIEMMSE cDNA XXEE,

— — =
[— o) —]
KEk

[ —— —
P — P
KEEE, MA, MBS
— o —_—
pe— p— prm—
ra | .

-
e — —=—
—_— p— =
=
EE— c— -
— = pre—

A3: BRANEHNERIEE

P5-Read1:5-AATGATACGGCGACCACCGAGATCT-AEACTETTICCCTACACGACGOTOTICCEATOT-3

5 read

P7-Index-Read2 5-CAAGCAGAAGACGGCATACGAGATIIGTCACTOOAGTTCAGACGTTEOTOTTCOGATET- >

P

index read2

-~

Ad: ¥RA illumina XEZHE (EARNES)

Ad EENEME

LC Barcoding Beads #iRimEE F&ZRAFEIT RT-PCR K15 cDNA,BBLL cDNA A
R, LC Barcoding Beads HREESIVMNEERARIHTESE, BIEBRY B,
SRMERREERAEENEME,

Target Enrichment 1

-
[<
@
E

=

=
=
=

w
=
@
o
st
T
=

Target Enrichment 2

Enriched Library Construction
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¥R B: EVEFRVH X RGEBIRE

* EMEFVNARLEEBN
MELWEEEFSRPHENBREEFMNKE. 0F. LENGH, MELK

HEFVNREERE, HLEEMSE, ®RIPHER, REARER.

B B B B B’ B
m /| L7 /] m 7|
9 il HI i 9 i
Vol B N I B 7 S s N O € B N IR £ e N I
4 n % L Jiid n

B elRtERFMERTLETURER

o EVEFRMH

HEAFENIR, TEERFVESREEMEFDRRE, URENMERERREZEN
HA), UREREMEFY(RRESH, EEER), —RIFEEVETERY, SRRV
REXOT, BREPHAFENEFYBRBEXSTEEE, KRN NILETT F#TL
i,

REBKRMEEFYFEEGXNANTEZ T, EHEMAZEEFYIHMEEENE,
MHREEFMEILERRTSZ O,
1. IBEFR. BEREABRNREREFK (WRFTEZZ2UFHERT) .

IHRERFR: TERPHAERNEN . ANOREY. AN SHEYR (AREKR. %
%%E) MRESYAMTENEFORSHFESYR, tbil: PBS, HBSS % (Nuclease-free
Water BR4M)

#. BFLREMS,

I}

2. RFEE.
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1) B FRORER: EESHASHERERIGE. B, 2. BHS,

2) RFHAR: AAMAN, BEEA, MRERASHRRER, FERMAHFR. KE
MHE X EEZRREEFY . WERERFY.

3) EEMETHRFY (£FLR) - AXLREAEEFIRPTEN, EXEBERERRM
HEFY, WRFAASER. THNERFRER. SHEMMRSIMERSTEME BRI
EMETIRFIE.

® EVMEFMNKE. FHELE

1. IRENHAEENRFMBRBERFY (B RFDRENTHE),

2. FERMEFVHEYN TS RNERREREENEFMFRL,
3. MR RARENRRMEERFYENER, ESBERRERTEXRILE, REFLK
RgHNER, BEAMRREMY, WAEREETRE, REHTNERE, NEERA
[E4th, EXFRUMETHE, RSLRARNS RRBENRBHTRE, REF LR,
EMARRE T, WIAEREEITANERE, AAREKEFEAN 50L NAREEEREA,
HEEHITES,
4. FRREEFMREFERFYRFEATNARRNELE,
5. CREEFYEETZZI:

1) ZEERNFBRE—SHLEEMABREERNEREERFY, EMNOAFETFIER
FHANRER, UEXEZWLEM,

2) EMEFYPHENEAZHEN . BESHNNIATHENINMELE.

3) BEFHARRNBRREERY . FEEERY. ROEEFYASRE,
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