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;]2 201ST114 (4 RXNs)
HFNERES: V1.2
WA PRAS: D



hRZs 7 58

WRABARAS : A0
HHEhRA: V1.2

EITHEA: 202342 H8
R BARRM

WBAHARAS : AL
HHEkRA: V1.2
&iTHHEA: 202345 A
IR
SR EEOTEAEE
0.1XSSC (& 5%RI) E#&7 Wash Buffer

0.01IN HCl (pH = 2.0 ) fRTEBY[EIEH 24 hr K E
48 hr

FREZFU4 B 8] 10-30 min &7 5-30 min

IX BHRHAFTERABEB 100 L/ SAZTER
150 L/ ik

RT Mix HEH 90 uL/ A ZTEHRN 100 pL/ SH
3.11.1.cDNA 4i v & B W QC R & = H,

Nuclease-free Water FH=H 20 uL & 40 uL

BEDIR

LR
HFIERRA : V121
EiTHHEI: 202346 8
IR

RANREDFEIGM, FURE 1-1
EUTERFEENES 3 min ZEHR 10 min
HABRA T AIEKBIREYE], T8 16 h
RIIABLT B EH

REFEFRRMNF RT Mix AFREEH 200 pL
cDNA 4ty BB #

RIVENIR

BiEAPBRRAS: D

RFIERRA : V1.2.1

BITEER: 2023%F 118

faik:
AFEMEAEHEERN LT, BXHIR
PEAAR
BURIBBESBERNEA (XA +BE, 1€
ESHIE ), 37°CHEE 10 min
PR Rinse Buffer /A& (& 5%RI) g% —K
79200 pL
HAER AR L (R AR B 2R
BB SCEMRE. XEEWANE. URMRET
BICENIR

R B THSMRIRAS, SHENRSNRTIE
(£

G EY]E
2023 RYNIERE MR ZRRRREBFABINF.

1. &= @XAFHE, TRTI2H,

2. AFM LR B RE 2D REEAH
MIRFRUEB R RYIERE SR FHATI
M /SRR AH EFEOERBEAIR~, 85
BARBFERMN. RiF,

3. RYIERE B ZRAR A TR RER
BINHAERE=AERRR AFHER OF
MEAREM) BIRFI IR, RERBUBE
B, ERMARSEEER. B EF. 2
FHERE Bl DRAHAFHEAFRNEFIAS,
AEERAFAIRITHRIGERN S B R R
FEBAXEKGHEN. AMRREMEEREE (8
FEEG. XAE. MUgitxER) .

4. B ERABT LS TN EIER AL
2051 SR BV ] 77 mm AY P BERV A RIARIE
KA. BRTAXFAFIER~ @BV ER
MPrERIEBIHE T WX %~ P EERHEE
FRMFMH RINERESHZRAR AT
RIRIE, HELERMNEXPIRERE=5
am 3¢ I B9 8 AR A R AR IIE
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11. i

1D

1.2. MFFtErRE

1.3. i

R X

STOmics® Stereo-seq HRARNFIER (HiER) BHATHERALRTF2ERE 3
im X ENIRFIER, AIAFIERKAR Stereo-seq WEHRAKRAN, B—HETF
DNBSEQ BBENFHAF AN, AESIPAIZERHNRU2ERAEBMHIR
AR, Stereo-seq A T (= poly-TiSF) LHEBRGT RIS BRVHERRT,
SHRYRE G RETRITRUMEALRAB mRNA 73 FHi#H1T cDNA /. IR
A 5@ DNBSEQ NFA] STOmics® BEEER R IT TR, AIRBASERTES
DPETHNZEHRRARES.

AT B PR BB E XSS R R EERIFINEIE, &ARE LRIE
T X ERIENREMENEE T,

ERARWENNFEXERER DNBSEQ MIFF&#HTIF, FEESE
{Stereo-seq BERFIZFEAIRAE) .

SNMAFEZBRUT=/"2HMK:
Stereo-seq HERAAFIE T *1 (4 RXN)
Stereo-seq A T &K (lcm*1lcm) *1 (4 EA)
STOmics® Accessory Kit *2

BN MR
(ZE#4iTH) Stereo-seq PCRI&HEDE: *1 (2 EA)

*Stereo-seq BEAFEREEERAFNEREF. XTrmiEs. AfEDFH—TE
BRI 1-1 ERE 1-4,



Stereo-seq ¥R RAIXFNEE (HiFhR) ERIRBEE 1. =@

N

/N I3 Stereo-seq it E E{ESE, BB (Stereo-seq K HAREFIRIEISE) 37
R TERHRTE.

https://www.stomics.tech/resources/sop/

WEI~mia
BERRE=REBIEERMRE. GEBRERK, BERTERSRE .
ERUAMBERERS, TIERYASIIZITEREELNERIEREK,; SWE
WA R SRR SERR, UEEHEXIER.
é§$§§{¢\ BEFGRERA N ERE, PRIEASTE NIRRT
JoiEmEo

s

% 1-1
Stereo-seq HRAXFNE T &KS: 101KT114

B

ge AR R %R

s
dio
MR
Bl

HIER

PR Enzyme 1000028500 o 10 mg x1

Glycerol 1000031615 o 50 pL x1

RT Oligo 1000028508 O (#8) 10D x 1

ReverseT Enzyme 1000042899 O (%FH) 44l x1

cDNA Release Enzyme 1000028511 [ g8suL  x1

cDNA Primer 1000028513 [ ) 36 pL x1

2



Stereo-seq ¥R RAIXFNEE (HiFhR) ERIRBEE 1. =@

®_H&1-2
Stereo-seq A T#ifA (Lcm*1cm) %S: 200CT114

HRER ) A&

=% 1-3

STOmics® Accessory Kit £S: 1000033700

HHER HS P

BE 10000033698 4EA

=& 1-4
Stereo-seq PCRi&fig2s ( FHEMITH ) 5HS: 301AUX001

HAER g

i
dio




Stereo-seq ¥R RAIXFNEE (HiFhR) ERIRBEE 1. =@

L4 FEEYHER

B BTIH T AKIFRAIRENYIE RI& 1-5 FEEITESLNEIRE, MK
EML2IE. pH It KFEF. XTEMRHER, 52E_(STOmics® BHRITME

SEFM) . https://www.stomics.tech/resources/sop/
Ri& 1-5
1673
sahd 3 FmikEs

FRMER (HHEThEe -

ol

- Bl -

- ERESIMY -

ABI* ProFlex ™ 3 x 32 ¥, PCR &% 4483636

NEB NEBNext® Magnetic Separation Rack S1515S

G2939AA

Agilent Agilent 2100 bioanalyzer ( HEZIHEENED)
@ = | ITMFRFIGREPEE— (7 " #712 ) Bo & PCR EECe:fEMA.

i 51

anhg ik RS

Nuclease-Free Water AM9937
Ambion 1X TE buffer, pH 8.0 AM9858
20X SSC AMOTT70

B23317/B23318/

Beckman Coulter  SPRIselect B23319

MFRFIGRE (5 * 5 ) PEEE—

N



Stereo-seq ¥R RAIXFNEE (HiFhR) ERIRBEE 1. =@

ahg 1P RS

SAKURA SAKURA Tissue-Tek® O.C.T. Compound 4583

ZHECERHUE DNA STt FIE 5067-4626
ZHECERHUE RNA DFiEFIE 5067-1513

Kimtech Kimwipes™ FE4E 4% 34155
1L5mLBELOE MCT-150-A
02mLPCRE * PCR-02-C
96 FLiR * PCR-96M2-HS-C
1000 pL HiE ek TF-1000-L-R-S

Axygen
200 pL FiE e sk TF-200-L-R-S
100 pL HiS e sk TF-100-R-S
10 pL HIESHE L TXLF-10-L-R-S
0.5 mL BEEEEE t PCR-05-C

(nvitogen  QubitAssayTubes’  Qasse

BIOSHARP SER BC032

MFRFIGRE (6 5 /% + 5 ) PEEHE—,

(6]



1.5. Stereo-seq i F T #HENE

/N &

SREFEE 4 FHIE, 455K EHEKE9MEE 15K Stereo-seq &/ T (lem*1em) o

Stereo-seq &K (P/T) #H{&RFESZE

Stereo-seq A P/T BAEFETETINBRF, 2k, WA~ mEMNILENE
RFFERY Stereo-seq A P/T BAMEFTE- 20°CE, 4°C, HIRRERER, FEMW
FIEZH HEFE- 20°CX 4°C,

FEEHBHRABANTIENURSETIER G EREHNTATIREEIME.

1.6. Stereo-seq it A Ei& KRR EATLID

Stereo-seq EH{AE 4 &
Stereo-seq HARHEAREE T BANEZAMATREEHNEE,

[N NS T WU (R S |

| AN A R A N



HEFE

a. M Stereo-seq E{AECHEIARENH &
BEMEE,

0

PHETTESASE WL :

https://www.stomics.

tech/col113/607

c. BFEMARELSUE, FRES
KEBETHAE;

e. Ei Stereo-seq mHHK, THE
BT, BoORHANESHRXANKTEF
nrim;

b. XEKEH L, KEEBAKAR,
HRFAEMBERFLATIONTT. &KE
BE, FRENEKARSEIEL,;

d. EAZ=SER AR ARIAIREG
EIA L=



fSAXMEREF L, #RFANBERMSHRE;

9 %,

g K SHBEEHKATH 4 MEill, WFEHIESZERANIER, AFHERE
tab 1 %0 tab 2 Z i8], AFIBIEHTE tab 3 tab 4 28], W8S HE FIRECH HIE,
BHEWRE ‘M W—F, WFRBIERIBR MRERAMENNS, BHkFEkA L
74 40F0;

h. BEXRBEFHWMIZE, BEREES
SR HAREAET—E;

i. RENEAEFIIFANDHEE, BRIUEER.

Y %,



17. 32 mM

HRENTS &

a. TR AR AR, ANRERALLFF, EOREEANEETRE, AAHEE
R ERGEEE, BRFEAHEH;

b. ¥iSh HIEMTELFIRE—MiGER .

FERNERTHARAE, AR TIRKRIZE, ERRIBFARRAIRES,
SLIRERE R EANS MBI ERE A EERRES
RPABRMHALIRIER AR, EMRRIERARERFIKLIIRTT. HAE

fE. MFERZAMIREHITRIRE. RNSHIFE, UMK,

HEEAMESETADRREG, BEXASRNBEORETAEER, #K
HMWADETEREF. BERERM ETERESTREERDRES, BB LG
BTk E&ER.

NBRIFARZIGHR, WEERATIRGHIRK, RERERFEAEIEERK,

38t 72 52 R MIBR S B IR AR A K5, YD EMEARIAT, —BERERIMNG
M ETRAREE K FEH RNHTE,

PRA AN Z T EF Y NARAE KA E S I,



BE

MRS




2.1 BARER

LIEZH TR FRIEMEEARTEERE 30 min RH{TEZEIENE, URKEEE#RA
LINER RNA £,

ARSI 0.9cm X 0.9cm X 2cm, ALY / SHERARMNEE 80%,

— g
S el ‘ //J {
i \ g /
0.9cm | [{ )| | 1em T 7 y
- 4 0.9cm 2\ i //'/
| lcm | _ -
0.9cm |
E i

ERTERNIMHINTERRAMR, SEEFRTA & BFES, FEA
FERSZ (Stereo-seq HFAIERMFERE) K (RHZWABER) -

https://www.stomics.tech/resources/sop/

A EIRLHLN RNA STE(E RIN

ARIEFERRE, BEKEXKR, BT 10-20 5 10 um ERVAHR R, #HRE
- 20°CFFULEY 1.5 mLEP B, PA/G##1T Total RNA BYFRERA BT &1,

ZEE— NEARMALRYIA RNARIN EIEE,

@ @ SREZVEIN R RIN = 7 BUBARARE AT EERTRIEIEIF,

B— . /NEKRALKTIF RNARIN BEIEE



Stereo-seq ¥ RAIATNER (HlkhR) EAIHEAH

2. ¥ EH

2.2. ARG

0

BAMIEMERSE WAL :

https://www.
bilibili.com/video/
BV1pG411j7Qi/?spm_
id_from=333.999.
list.card_archive.
click&vd_source=bd2
2715407alclcff7e840
1f5d973218

https://www.stomics.

tech/col113/606

a. FAEIRFRIFEFMTIHTITIR:
T A— AR FRM AT, MFESMFLR, FEEEM.

HEEME
A hg

Bt
[
S
fein

>
N}
[y

- =+

- SETES

[y

N

- TELHH

Sakura/Base Molds/4583  O.CT

[

Sakura/Base Molds/7055 =REIEZ B 1

: ET e 1
- 57] 1
12



al. IRENER —EARFEEAFFRE OCT MIE K LFU2 10 min;

a2. $)E$Eéﬂéﬂjtd\?E‘ﬁﬁ?’&%ﬂﬁﬁ\éiﬁkd\m%)%@iiﬁ AFIB (BBIR~TEEKX
FA) ;

a3. IRATRFULIFRY OCT EREE & a4. FEF N0 OCT, RAIFL
BRARN23EG, AREREKLE 10 min (FIfEAESY2RIRF LR

U4 10 min Lk (AIfERAESTE8% =8)
EEENSA)

a5. HEE AT K,

a6 EEEAATEENTRER, TRBRARFATZEEEZA, BTTHEREE
Ba;

a7. BEBIRFERE R _ ERE R F K a8. B EIEE B B FFKkhM
f, F4 5 min LLE; 4 5min UL L,
b. #EtHLEAR 30 min N, BELETL

P LRIBTHRARERIE, LU
SEALREARKIR, FINESEE
1k

13



c. WAHRAMANEKLFULE OCT 1, EAFETENFIE TRLREARRK OCT &
B (AIERERBRFFENTE) ;

d. FALRINTIEEA T, BNKLTL
WEREEIERE AF, FARZMEIZRE
BIEE A BIRER. EATESERIRIR
TRUSH OCT HkxERBEERA, B
ERARATeES (FIERESBRRT
FENSE)

e. FERARNERBEEIERZ A, KFK
BEFKNLHERBIRLE;

f. MeMETEEEZ B (FAEZEF)
OmL, BENETEREHARNEE
BEEA LS, AEEFORKRERT
K, EFKRAERNBEEREEIER
RE, AR NEARNERERE;

14



g. RAESminfgE, BEEECIER B,
KE OCT EET2REHTHABT
BEAR , BERTLRRTF, WEE T,

h. IIRABARTLREHTREER
BEAR, AFEHEEEER A RN,
BIR] £ OCT EHEALRMEREIER A
R

i REEUERRNECHKTEES , IRTEeES, WKARRKEREEZREIRE, K
WE L, EREFLEDE OCT, fF OCT e2REBTER, TEIERYIEUEMT
FRico

2.3. FRRRTFEME

RAARENERERBABR, HFIFCHANBER, EEHREMIFIER, BN
- 80°CkFEKHEARTF. WNFRERE, FIETIKERE,



B=

STOmics® Stereo—seq

ERAWFIESR

IR1ERIE

(F&E/2 5

(BRfARR) TRAE

-7K)

Wiy
N &




3.1. SRISRNER

& [N\ EsmmFamtaont, REHNES, 1968 Nuclease - Free Water,

B—K

HEFIAF BEERE RFEFM

5X SSC BY 20X SSC 5 mL # % 20 mL =5
BY 20X SSC 100 uL #3520 mL -

0.1xS5C BY 20X SSC 250 uL ##&E ) 50 mL =&
BY 5 pL RIANAN 95 pL 0.1X SSC H1, AEFEL .

Wash Buffer 59100 L/ 5 7k &
BB HCLREMERREE 0.0IN, pH EE

0.01IN HCl 3 2 (FAfR pH &7 1.9-2.1 BER; = =8 48 hr

2 mL/ #7)

0.0INHCl (pH=2.0) FIMEIAH. XTFFHIeY 0.1N HCl MIFHMER HCl, KRFIFKE
pH {Eo

iz A ElEEE 48 hr ¥ MaTiHA pH {8, 1R7EECH/E 48 hr AfEMA.

FB 1 mL #rEEZHIAY 0.01N HCL 3% PR Enzyme
10X BT EER (%, MR BEE, BIBRSEWITE -20°C
5 (FIREmETH)

FERIOBIES, ABIBREBRITES . BIIEHIEFRY 10X EZUIRFEFRETIE,

B [ B RRL,

— e . FB 0.0IN HCL ¥ 10X EZELidFIEER 15 uL & .
IXBRRATIER x50 41 (B0 150 L/ BH) K L& 6 hr
: ¥EEEL, MATIULTE buffer B8, =& _ane
RT Oligo 2R CRERNE 155, RAREEEL 80°C

AR EHAB RT Oligo, HRETF-80°C, &Rk E R,
Glycerol fERRT, EEAS5min B, FHEER =8

Y HHZEEE 200 uL (190 pL PR Rinse
Buffer+ 10 uLRI) . EEHIEEF K L&A,
ERBIE R 5 min

PR Rinse Buffer
(& 5%RI)

Kk E&R, FERE
=RFHE 5 min

o 17



Stereo-seq ¥ RAAFNEE (HiFhR) EMIHIASH 3. RERIE

F-X
T HEERE REFMG
7323 IREIENL, ERME 30 min T 4°C

HEENEE EETE

ERBA 37T°CRTEETIHA

32. Y&
a. IEAg PCRUREIREEI 37°C, AFREN 42°C, HE PCRIEEFZFERE,
b. 2RI R NFEETNLE- 20°C, HALIULZE-15°C ~-10°C (IRIELPRgIES
ZRE) ;
@ @ BACORES RSB A HIRY, ¥ EREIS2SRA LI, BREFERNERERLRE
%Iu:ll_/m,go

c. IRAIRKER. THMNBFFETHETNL;
d. ¥ OCT BERYZBLARM - 80°COKFEER L, AT/ AT R HIAFE 30 min;
e. M OCT HAHLIREE EIFmitL;

f RARREBERAEHWRT WENF09cm X 0.9cm) , YIEALRERT
By OCT, fRE—&B5 OCT, FH{E¥EIEAHR;

g RIBREM ARRMEFHIEE, URMRARY A eEFtEEC A, MEe#H
1T/? //i.Ft)J)ﬂl_o

ooe 18



3.3. A IR EAANE R

() o

a. UG A MEZFIRIEERPEU Stereo-seq Bk T &K, iBRSHBEEMNES;
ERNEARRET A EME;

TG, BRERA BFNFIEN Stereo-seq BH BAREEMEMAFET, HIKLNTHREER
. CHNEENRNE, EERBAT mRNABRKIR. BIMREITH RE.

b. BHAETFTEELER 1 min, MRSARARTSERR, WISH ELEFEERR,
M8 100 pL Nuclease-Free Water i&7%% 2 /% (FH1ES 40-50 mL NF water B LE
FEE2R);

c. AEERASIEMRTFOSREANRKET, BRALTEARTFHIERAFEANEARZRHN
RIE

d. EtRRELRR. THERT. TEAREERE. TRSUKSEE, BN ESMA;

e. A FEZ: AR50 mL BOEFMACERE, BRFEEBZLMAED
F (AIR—KEBHKABRANDSHEF, EEFENEREERESE) . NEEF, 1B
BIATIAHLA (-20°C) F/% 5-30 min;

f AR EIBREEEHRKL L, R,

g. AN BFMMIREANaNE: AL (A) fAW (B) » RIESRERVFEE,
E%ﬁ% 10 KMo

A. FR0E

1) ESYEART R, BRBIYR SENELNSEE, AERTLHNERRRE
tkeptl /R AERY OCT EIA T, SRUIARERREBATHARE;

2) EREMEAN—G, EEHRERRAT, METR;
3) BR—E, RIRAINTIHELRMEISHRE;

4) EE 2) -3) PBRE, EELTALYTRARMESHFRE (MK EESIE
1 min UR) ;

5 SR EESL, RERHAE TR TEREN PCREER L, 37°CKHE
5 min, £F&E PCR A&,

19



B. 2N
1) B/ EEEA LEEFUIAVF, F4 1-6 min;
@ TARERTEE, URREEECEKE, MANERTAE, MekE EEAseaE,

2) #HITREYR, ARBIULIERBERERMIIAEER OCT £H#HT. Bk
FHERRI A NOBEREOH EFRAHT, TEERFEZMUMEIAR, RE—
R RTh, WRALKYIATE, TREK;

3) UREESHEGK, BEERERGEEEME/ NS, BEETRWS;
4) BB LRIRE, EERBTAEA TR, BIARYTREAESITE 5 min R;
5) RIRFEMAET PCRISH 2R L 37°CHFE 5 min, THEE PCRAE,

@ ST MR B ST S W NG A B E], (IRATEAA, BN 2%

KA TF-80°CREF—1Ho

MRS, EATAERARNE S0 mL BOERY, MEWEEARNSHEE, REETF PCRIE
Foa8 £ 37°CHEE 5 mino

g g (EEER) BEEEFHNCHEERTRAR3E 50 mL BOE, BTFKREEEE- 80°CikFE,

3.4 HAEFE

a. HMEBELERRE, LAET- 20°CTSNHRER, HERFESLEAX _LNFAE L
@ ECHaTSERMN 31 RIREAARNLER, TRBNEEER.

&I 3-1 HARRACREBR

1X(pL)  2X+10% (pL) 3X+10% (pL) 4X+10% ( pL)

5X SSC 94.5 207.9 311.9 415.8
Qubit ssDNA Reagent 0.5 1.1 1.6 2.2

RI 5 11 16.5 22
Total 100 220 330 440

b. BIEERRE, ¥KFEH 50 mL BOERBEBXUET;

c. RBEEMIKFZE 50 mL BOEFRRY, BEERRTFHIKAEEMNAESR
HERE, MRTRIAZE;

d. BEEBSIBREHRAREER L, BT EXWEFRT 4-6 min, LRETDIELR;
e. RFEELTERE, RRANARTAH, FRARBELRS EHITT D,

® 20



3.5. RIALRE

©

a. BHELARNEERMEISH L, BER 100 uL/ & H. LESHBEESNEMA—
TWRER, AEBERRAERNEISHEPR, FEARERBRRRES, BERAERKRY
SBEEOH, EREEE 5min;

(:yﬁmﬁawamg$§ﬁ$@5mm,ﬁﬁﬁﬁ%@&ﬁﬂﬁ%%@ﬁ%ﬁo

b. FEHAEINFIEE 100 pL/ A B Wash Buffer 1 200 uL/ 54 #Y PR Rinse Buffer
(& 5%RI) ;

c. R, BBRBMNSHE —AREARZCRER, RERVRERE,
d. [ASEIAN Wash Buffer, A2 100 pL/ A ;
e. {RIEIAK, BBREBMSH—BRFT Wash Buffer, RER/VRERIE,

f. BEHARBELLR L, —FEEHMK, F—FHFT|E, HROEBSH—A
2-3cm &, A AEE30°MAEIEMS, Mok AEkBINE#EHE, WFSH
KRERMK, MESRIE;

g. (AI&iR(E) FERFERF B W GIEEIRF B0 LX-700) Eily10s BF oA L
RIK;

C)%ﬁﬂﬁtﬁﬁﬁ%%%@ﬁo

h. Glycerol ERFIEL, FAB&K2SEIEMIEY 5 uL Glycerol HHEIMNEIALFR, &
REESE;

i. BAEFEBREER, NMNORBERAN—IRRESHDLE, BNEES—i%, A5
FIEERA RIS H EEEREBECH, FH SRR SH G, ILERE,
WERE IR K

@ BRIESRA AR TSTRE, AIERBRRESKF REXEERTSER TS,

21



RS RERERIIREEE Track ZMALRXIHF I FH HARKIEF IR,
a. TEEERRCEMRIEMPREXHR, SR S6E, &S EREEMmEX

=5;
@ XHREHAUSATE. HT. FHUE, 2IHERSRESHES.
51: B00249A1

b. fEEME LM 1-2 uL K, & Stereo-seq B HFEHBIEMBEHMAE £, B
TESE, EFERRICAEEN, FITCHEE, 10 31%;
c. MEEMEF: EETH, ISR IMNIE;

d. MEFER: ESEAASE (NE: BLRIMNE track LX) DRERES,
3t Track &€ E. ALXIHAEFHEXKER 2-4 PaMELATEE (NRAL
REKX, JUBBEMNEES) ; W FNEZFEINERBNERBLEEZ RS
KRB,

e. RAMMK: Track BERT/E, Kigm (Gain) BAER/), SZHRETEMN
e MERZLMBSBEBME, FRIETH, REBEIXMHX (Ris FOV/NE
S5HEXRE) ;

f.  #JFF ImageStudio BHRIEIR QC 1R, L% ssDNA REE, HEZNHRE
8 {ImageStudio AR FM) Fi#HiTE% QC,;
/\ 584 sSDNA REEBEES QC 4 ST BiE—SHEEF (register).

g0R QC KRN, BFANEEGEME, BERR G ZET Z R UARERA LURS BB AR KX
Track Z&ER, H R QC KM, WKL, KINLERAIEXR FAS FBIHIE R,

g. HEE, ARFRERAFBEERERRE NG, RESKRHF—/A;
h. RREFREEMTTBENERR, BICHRSERATESE;
i. BEAEBFEHR 30mMLO0.1XSSCH 50 mL BOEFEE 3-55;
@ RO 2ERETART,
jo BEHEEKE, BEEABREZHRATELSH AR, WERTREXE.,

22



MEBEEEM
a. BREREARIBE7DME EMBRFIETE, BUFEERBETENEIR,;

b. BHRHERNAREEGN, REBRIRE, JBIBEGEREAITER (40:
EFRE) R, RFAIBERN: EXEMIRERRNA, BEESEME
PIREAEMNE M NRE ;

c. EHRIREFIBZEWEEARNCH KEERITAIE, IFHREIEXERHE,
e 7 KB [E] BR 5T ;

d. #EERAFHINE, KEEXRBESHREUAMARADFESR, LUILREN
RSB Track AR EBEE ;

e. FRIEHERBIREPEZRBAMITARESLERE, A#HIT Track LK,
AN EEE (Gain) MITHRE, Track kR G, WAL BHITHER,
BIBREIRME, TXEBERBINEALXIGAIR (BEFEETMb) . £
BEEER, EEEG LELSERAER, XNEBRENXE (NELEERXIE) ,
BT BCEE (R 500 ms) FATH5RE (7 500 ms B AR HE S
KEFIGKF5R) FERXFENTFAIE (SEFREW b), URIETEREBIRE
Track &BR FTNELEXE TR,

f. MREHBHAFIRED, FERAXKE (B 4 MEFRN) RMRHEHBRIE,
N BB 3 XIHIE N EE S ;

g ERFEABIMNERI, K7 BohMERBIIEN Track ZIBHERE, &
&R QC K, [ERYIEHE FIREISE R R IEH Ko
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IE#RRGI:

E a B b
B a RALRIMNER— MR ESMBTEOEE, NRIE Track &EM 5288,

E b AARAZERN— I NERATEORE, NRIIZRBEGEMHAITIE,

iR

Ec & d El e

B c MAALRERN— T NERKASFEOEE, IBNEGREEAITRS EAN) ;
B d HARNERN— I NERATEOEE, RENEGRGEEFITRS @AM ;

3.7. AAEWK
a. 1RIE [SSeATAR] , 128IEC%) 2 mL0.0IN HCl, BT 1X BLRA TIER;

b. I28I¥E 2 & PCRY (B 11N PCRIX. 1 1M&EA) BEIEEE 37°C, AEERE
79 42°C, Er— PCR {iRHINE PCR iEE2E THELERE;

mfE Bia] &L
42°C FAZE on -
37°C 60 min 1
37°C Hold -
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c. }eRTEXH RT Reagent, RT Additive #1 RT Oligo EFE:Bf#/%, RT Oligo ARG
BFKkEEA;

d.2EZLE 1.6. FRESKALASHEFE (FETHEMK) . BHEKET PCR
EfcsE F, & PCR{YE, 37°CH¥E 10 min, B IEREBFIETF PCR YK
@ EZE£REAP 37°CHEE 10 min (REKNEAREE 30 min) ;

() wassamsssmscsED,

e. HAWBRRE, REABRETHAL, AE5MFHHE, BRXA 8 R
HEH B HIRRMING L T B0

f. MRRFLBI—AIAN IX EWAF TIER , BEN 150 ul/ &F, BHERENF
REAHRITHO, THREFHRRAEZIFEHA L, & F PCRINE, 37°CHE; (5

@ MRS DCEERA TR ES,

@ — | RIEFEETELET Stereo-seq BWMIALINTNSLHE, FIFIESEFERIRAER,

g. EEFEHHRE], SEF RIS 3-2 B2 RT Mix, KETF KL, FHAIFRNET
=BT 5 min; .
RH& 3-2 RT Mix

1IX(pL)  2X+10% (pL) 3X+10% (pL) 4X+10% (pL)

RT Reagent 160 352 528 704
RT Additive 10 22 33 44
RI 10 22 33 44
RT Oligo 10 22 33 44
ReverseT Enzyme 10 22 33 44
Total 200 440 660 880

h. BR— PCRREGREIEHE 42°C, MERER 47°C, REZ—1 PCRIER
BTHIRE;

i BUWERE, BFIFHEAM PCRY (37°C) AEXH;

- R AENTF 20°, BBRBMARMILN—ARIEELIRT, BeZis A Em,
k. IB\ PR Rinse Buffer /A% (& 5%RI, BE/ 200 uL/ &F) ;

| WS FHHE, ABRBECH—AKS PR Rinse Buffer A&, RIFSH

Ao
/N BesEzeTE



3.8. REFRRMN

a. R ECHISFAY RT Mix WITEA GBI B0, EOHE—AMA 200 uL/ SHA B RT
Mix, HafR RT Mix WA BEL0H;

b. FRAMREREFFHAELRO, MEF PCRY (42°C) WY PCR &R L, &=t
PCRIX&EF, PCRIUGRELLTER, RN 3 hr (Ll L, &KFEBT 16 hr,

BE Bia] e

47°C &= on -

42°C 3-16 hr 1

42°C Hold =
39. ALK

AT HERE fiE1F

BT SRATER, ANSETMEEE) buffer 7 3 @R =n

H, AT 55°CARE, BIEEER.

cDNA Release REIENE, tNRMEE| buffer hE B E&ENT

Buffer H, ST 55°CER, BMEEEE. =

a. ’AMESE—8 PCRINRALEEIETE 55°C, PCR{VAZREN 60°C, ME PCR
S TENRE;

b. RERRNERRE, KFHHEMPCR{Y (42°C) HREXH;
c. MIHERFREHE, BABRSEMRNILE—BRFTH RER RT Mix;

d. 70 TR Buffer (BEZR 400 uL /& k) , AERETF PCR1Y (55°C) BY PCR
1&fc2s E R 10 min;

e. WHMIRFHHA, BBRBEMRNILB—ARF TR Buffer, BREAMEITH
IEHo

() i mmBymrs s 3-3 #AIES CONA Release Mix.

() mAREBFTS, MA 400 uLO.1XSSC, FBRBRERT, KETH LAR, WEHETN
FRAR, PBREMF 0.1X SSC.

mBE Bia] BIFER
60°C s on -
55°C 10 min 1
55°C Hold -



3.10. cDNA Bi5EYk

=

a. RIBER 3-3 BoHl cDNA Release Mix, E:BHE;
b. M cDNA Release Mix (FBE} 400 uL/ &5) ;

c. BHRENFHEHARTHO, EERNFLILE, MBIERNKIELY, BT PCRY
(55°C) WY PCRiZfEC2E F&MN 3 hr Sl L, KRBT 18 hr;

F1& 3-3 cDNA Release Mix

1X (pL) 2X+10% (pL) 3X+10% (pL) 4X+10% (pL)

cDNA Release Buffer 380 836 1254 1672
cDNA Release 20 44 66 88
Enzyme

Total 400 880 1320 1760
BE Bia) fEIr
60°C & on -
55°C 3-18 hr 1
55°C Hold -

Q Bl

DNA WES BT AIRMNER. WMRRMIR, NHRIREOERNE,

d. RNERE, BREFRRETEEWREIFN 1.5 mL BOER;

e. 10 Nuclease-Free Water ;&R NFLABSH (BE7 100 uL/ & k) , FHlk
£33 F—SBEOEF,

b IR R EE]UR cDNA Release Mix 400 puL (f&FR=TEE/NVF 400 uL) #0 Nuclease-Free Water 100 L, &
HEHTTFT—ITE

P RE, BRAMIANHE LFIECHREENERS, HRERMECHESSFYREERS AR,
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3.11. cDNA @ik 54 1%

E1=
B

RI5R

XTI ELEHETZ R VAHTS DNA Clean Beads 3 AMPure® XP (Agencourt, Cat.
No.A63882) #H{THiERZNIK, WMIRFHAEMBENHEIR, AUFRHFTEENERER.

i

ERfER A
1Rl 30 min M 4°CEXY, RIRRSBFHEEER, BFFRIERKKE,

- HIREXRERR, BIRHIABRE L TR, BR7DIES.
- HMHKERAEEREZMANLSFEIN DNA RES T, HMHKAEWS, 4HEIN

21

DNA R BB BRI E )

TRR(EEE R
HASHKRRDRIRETHAR LETOBN, BT ARYIKESEHFREL

B, —RFEE 2-3min, BRTHEARRNFRFRR, #HEDBHREHENAEE
FEIEK, LURAHIRES N,

- EDBHBHKS RN, FRRKAAIEEE, REERE 2-3 ul &K, LU

TR EMEHR, ERNERIEK, AIRBHKRSRESHITRIER, BRXDBEER
B Ei&o

- HRCERANERMSERIHFEERIRMN 80% 8B, FBAIEPELOEN

RRETHARE, BRBKNETEHIRAVEEE LIR(E, 87T, s
7737 8

BRZEZANRERTERKE. EEVERFRBEEE, AIKBLER
HEL, AENRLEDERE, BNERNBRFSBERRIERT.

MRZEFRE, NEER NRD TR, TIBEFRD (BM%RERERL) &5

ERCEXE, FMESRN, SETE HEHEAR) IERLEKER, 8%

BRT, ERTIREE 5-10 min, BERTFERNEEFMEENESR, TIEMET
BERAE, MR, BEEMBKKREITRE, BRI TE Buffer 3 Nuclease-
Free Water # 1774755 R%

- ABERER LER, YITARREEETR, BB RS RNESR AR N,

Frid, RARRENRY EERTEL AT %&RAY TE Buffer 3¢ Nuclease-Free Water HY
14(*/‘:!9\ ~2 U.Lo

- £ LS5mLEAR EAXESNEREIZIBR FEMIASURFEL, BINAFE

BEEE 1.5 mL BOEFRTER, AR,
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3.11.1. cDNA 4fifk

©

S

a. cCDNA [ERINENMRZE Q&I E, AT 55°CaM%, MEEEREHTT
aifl, 1eRi 30 min BNHHH, THEER;

b. 1X #¥k cDNA Zh{k S5 ;

1) ¥ E—¥ER (450-490 ub) SERFEFIHIKRE L 1ES, EHES,
=RHE 10 min;

2) BRNBOGE, BEOEREEIRLEE 3 min;

3) FRINERR, ABRSENOERLES WRESLEERKR, BFER) ;

4) BEOERFEEIZEL, AN 1mL80% 2B (ERAMERHIHFEHEERR
B9 80% ZB%) , NeR R EMEOE, FHKEARMEIEENIR—MNEE,
BRIEELE, IHIRERTMEIS —MXT AR, 558 30s, NORBHE

"LE;

BREBRAN IR EEE LIR(F, 157047, Wtk (MMREZELEER, BINA80%
ZEERTR) .

5 EE—RFTE4) ;
6) RELOEREEHM IR L, EEXT 5-8 min, EEMKRELRIE. THE;

7) %£hN 22 pL Nuclease-Free Water [El7&, EZEAEERFFE 5 min, BRIE LD,
{'193277 i?% 3-5 min, E:I:;&MSX/ﬁlﬁ 5

8) ¥¥LEE (~21uLcDNA) 3B EHBY 0.2 mL PCR EF;

9) ¥ 22 pL Nuclease-Free Water IIANF R 7 Wik R ElA, E%ESE
i/ﬂﬂ%% 5 mln, Eﬁﬁj%lb\ EZZJJ i%% 3-5 mln, E:I:/ﬁzﬁsz/ﬁlﬁ;

10) B LEE (~21uLcDNA) EHBESE S PCREH, AFH AT ~42 L,

c. MR EREIUEHERTE 42 uL, F Nuclease-Free Water #MEo

U&7 %RRRY cDNA &, A1 40 pL Nuclease-free Water 7 4°C1R7ZHiEk, EZE cDNA RA= &
QC&id,
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Stereo-seq ¥ RAAFNEE (HiFhR) EMIHIASH 3. BIERIE

3.11.2. cDNA #-1&

a. ¥R 3-4 Bl PCR Mix, £ 100 pL;
R1& 3-4 PCR Mix

1X(pL)  2X+10% (pL) 3X+10% (pL) 4X+10% ( pL)

cDNA Amplification

. 50 110 165 220
Mix

[E]4% cDNA #4s 42 2 X 42 3X 42 4 X 42

b. BREEL, IZERFAME 3-5 PCR EF#HITH 1E;
M 3-5 PCRYTEIER ( RREIAR 100 pL)

BIFER

95°C 5min 1

72°C 5min 1

c. ¥ZERFRAE 3-6 Al Qubit dsDNA Mix
&% 3-6 Qubit dsDNA Mix

iibay 1X(plL)

Invitrogen™ Qubit dsDNA HS Buffer 199

fewlSemkE, 78S, B 199 uL EFHAIME (Qubit dsDNA HS Assay Kit Bt E
mnE) ;

d. ESHREABE 1 L PCR =4, A Qubit dsDNA HS Kit 1 IREHIZR, DNA K
EEESTF 5ng/uL;

@ @ A4k troubleshooting &, FHITEIRE 2 uL PCR =4,
o000
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e. Xt PCR P17 IX BEER4E1L -

1) B PCR™¥ (100 uL) S5EEFEFIHIKIZE 1:1BEG, E9EY, E
2% E 10 min;

2) BREOE, & PCR EMEH AR LEHE 3min, FREEERERLE;

3) RBOERFFEM AL, A 200 uL 80% ZEF% (FHEFECHIHTFEE
ZERAY 80% ZFF) o B NR ENB OERF MR, F#E 30s, /)
DIREHAEF LE. BRSBREMETERBDENESE LIZE, H2RIT. #&
BTk ;

4) EE—XRTR3;

5) BB OERIFEBNR L, FIAEF, EEXT 5-8 min, EEMKRRE LRI,
THR;

6) 1042 uL 89 TE Buffer B33, EFREAUEEEE#E 5 min, BNELD,
BiFI2082E 3-5 min, FRAEBRIELE (~40 L) ®HBIFH 1.5 mL

e Q ik

cDNA 4t =#a] £ - 20°C FRE 1 A,
@ @ 4hifvfS, BIF 40 uL Nuclease-free Water 1 4°CIR7ZHEE, BEZE cDNA B4 QC #@id,

f. BX 1 pL cDNA #aa, A Qubit dsDNA HS Kit #MIREHIZR,;

g. 1®1d Bioanalyzer. Tapestation (Agilent Technologies). LabChip® GX. GXII.
GX Touch(PerkinElmer). Fragment AnalyzerTM (Advanced Analytical) & F &
AN BIRIEAIZEX cDNA F B2 s iTiel,

@ EXRAEDHEEE 1000-1500 bp (NIEZ) , AEFEBEART 20 ng.

EZ . cDNA #1574 2100 I£E

© EEXFERZAKIRIESE (Stereo-seq BEXFIZEAIABBE) .
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