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R BARRM

R B THSMRIRAS, SHENRSNRTIE
(£

©FEREH,
2023 RYNERE BRI FRRREFTEIF

1 &FmXBATHE, FRTI2H

2. XFM ENRB I EL B HE D ZEEAH
MIRFRUEB R RYIERE SR FHATI
/BN EEEKERERMIRTN, 8F
BREFTETMN. RRF.

3. RYIERE B ZRAR A TR RER
HNNHEFBE =S OERRIR ABHT O
MEAREM) BIRFI IR, RERBUBE
B, ERMARSEEER. B EF. 2
FHEHE Bl DRIRBEFRHEFHASR,
FRERIF AT RITERN B ARRAHK
EBMUXBEANER. MRREBEEESRE (8
FEEG. XAE. MUgitxER) .

4. LA ERABELTE T RN IER AL
2051 SR BV ] 77 mm AY P BERV A RIARIE
RAEHBE TR, ERT AR mBIER
MPrERIEBIHE T WX %~ P EERHEE
FMME M. RINERERRFRREAMBE
IRIE, HELEBENEXPIREME=T
an 3¢ PN B 16 A A EE (AT £RIIE



Stereo-seq ¥ RAAFNEE (HIFhRFRS H&E) fERHAE

TIERIE

* R AT OOOO ™ 10 min OO0 3h-18H1r é
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O0Duomn @
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2.2, HAREIE
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=& STOmics® Stereo-seq ¥ RAXFNER ( HiFRES
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1.1. F=aa

iR

Ht

1.2. MFIEFE

1.3. FE ARk

STOmics® Stereo-seq HRARFNEE (Hikhk) RRATFHRARITFLERE 3
ImXENRFIERE, SAFIEERBL Stereo-seq NEHRAFAR, B—MHET
DNBSEQ 2 BENFFEAF L. EEESHAMIFFANREULERAE SHER
Ao Stereo-seq ik T (BY= poly-Ti ) E#HERABTEILIME BRVIEIRIRE,
SRR F A RS IRET R AIMEELR N mRNA 73 FH#17 cDNA &%, AR
AFiEd DNBSEQ JMEF1 STOmics® BREM R Mo TR, FIREBUSERESES
SPERTHZTEIERARR.

%8 HE 38, HRARAUERIMMBIARESEES, ENTSREARS
R7 A R B R F BT AR AR 9 BY KRB R AR ARV FRIAE B, HXHEE KIF#1T
THERDNMEES .

AIAFIELE PR HEFAE IR FIE LT RN REEHIFIIEERIE, RATEE LRIE
TXEHENREENES .

R mAaERNRE X ERI /A DNBSEQ NIFFE&#1TIF, #FESE
(Stereo-seq B EAFIZFEARAE) -

MK EERUT=E2 4K
Stereo-seq HRAXFNZ T *1 (4 RXN)
Stereo-seq A T #if&k (lcm*lcm) *1 (4 EA)
STOmics® Accessory Kit *2

BN 550
(BEHITH) H&E Mounting Medium *1 (50 plL)
(FE#4iTH) Stereo-seq PCRI&EZE: *1 (2 EA)

00 D ¢ stereo—seq
PR : PCR iﬁ!’ﬂﬁ

*Stereo-seq BERFEBREEERANEER. XTFrmiEs. AFEDFH—DE
BRI 1-1 2R 1-5,



Stereo-seq ¥ RAIATNER (H{EhRES H&E) FERAMBE 1. =@mNaE

N

/N 183 Stereo-seq THEIAR, EBE (Stereo-seq K MK RIFRIEIERE) X

m i T IEF R,

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

Wz~ mig
BRIRFT RRRIEER M RT. BREHERK, BNERKRERIEH.

ERAMAHREERE, IERYRAIIHITENRELN BIFIEREK; SWE
WA BX R SRR SEAR, UEBEXIER,

Hiz gﬁg ﬁﬁ:\ fEFF G RERAIVEEREN, FMEADEEMHRRNITRERST

Stereo-seq
EREAHT

x_HIg1-1
Stereo-seq HRAATET KS: 101KT114
= Expa WY ES

&

HIER

)3
]

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 ¥ RAIATNER (H{EhFRES H&E) FERAMBEE 1. =@mNaE

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

HRER ) A&

=g 1-3

STOmics® Accessory Kit £S: 1000033700

HHER HS P

BE 10000033698 4EA

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

HAER ) g

H&E Mounting Medium ( F&4iTH ) $5: 1000041969

HRER ®HE Y kS

fein

000 3



Stereo-seq ¥ RAIATNER (H{EhFRES H&E) FERAMBEE 1. =@mNaE

L4 FEEYHER

B BT T AKIFRAIKENYIEL RI& 1-6 FEIBEITESLINEIRE, MK
EML2IE. pH It KFEF. XTEMRHER, 52E_(STOmics® BHRITME

SEFM) . https://www.stomics.tech/resources/sop/
xi% 1-6
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 ¥ RAIATNER (H{EhRES H&E) FERAMBE 1. =@mNaE

aahg P RS

Solarbio KERBAARE? G4470( EF=&i%)

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

Bluing Buffer CS70230-2
Agilent ZiRCERHE DNA SiTidFIE 5067-4626
ZRELCEIBE RNA oiidHE 5067-1513

BARRMSTEREEFRE 1, @iE 2 NEF&E,

#i1

aahg ik RS

R~ :18 mm X 18 mm,
6 mm)

qmk
it
S

[y

w

e
=

Kimtech Kimwipes™ FE4L 4% 34155
1L5mLBLOE MCT-150-A
02mLPCRE? PCR-02-C
96 FLR PCR-96M2-HS-C
1000 pL IS e 3k TF-1000-L-R-S

Axygen 200 pL HS e sk TF-200-L-R-S
100 pL HIS e 3k TF-100-R-S
10 pL HIEEHE K TXLF-10-L-R-S
0.5 mL BEATHEEE? PCR-05-C

BIOSHARP TER BC032

(6, ]



Ft1

mh# iR FRAES

- —RMETE 52 -

2 AU IRES 3 JTSF0303
Millipore Millex #3028 28 3 SLGV033N

= | NEBHEERFS LT EEREERE—

1.5. Stereo-seq A T #HEN A
SASFEE 4 REIE, 4 KSR EE IS 13K Stereo-seq &~ T (lem*1em) o

i i i i

] | : 1 i |

1 ! 1 : ! !

i ' i [ | I

4l_____. Y 4l_____3 Gl
3 3 3 3

peo———a Rt i fremey

! | ! 1 ! i ! [

| ! | ! i ! | !

i ! i ! i ! i )

2 et ¢ 7 I | 2 - J{ CSS—

Stereo-seq BH (P/T) HiXREFE

Stereo-seq A P/T HAEFETEHIERP, RikiEH. WEIFmEMNILENE
KFFEIRY Stereo-seq o P/T HAGETETE— 20°CE, 4°C, BIFRNERER, FEM
FIEZ T HETEE- 20°CX 4°C,

& FEEHBHRABANTIEN ARG TERG. EREHNTHRIREBIME.

1.6. Stereo-seq i F HE BRI ERFID

Stereo-seq HiAE &
Stereo-seq HAEHE R EE T A BIAR AN AT RZHEE,

Tabl Tab2 Tab3 Tab4
Afl
l : Bl

T B

Tab5 Tabé Tab7 Tab8




r
®

PHETTESASE WL :

https://www.stomics.

tech/col113/607

HEFE

a. M Stereo-seq KRB 61BN H T b. REREH L, KEEENKAR,
BRRE, R AEMBENFLATIOXN . RE
BE, FREMFXARZGEIK,;

c. BFEMARELSUE, FRES
KEBEFMIE;

e. EiC Stereo-seq LFEK, SHAHE
BT, BoREAREHEFZANKLF
nrm;




f. SR IEREFLL, BRRAMBEIZEARTHRE;

g K SHBEEHKATH 4 MEill, WFEHIESZERANIER, AFHERE
tab 1 #0 tab 2 Z i8], AFIHEMTIE tab 3 tab 4 Z (8], SO HAE TIRESHEHIA,
BEWRE ‘M W—F, NWFREROBRTREFAMSNS, SHEE#<E
5 41NR0;

h. BEXRAFHHMIRE, BEEXES
SR AR EARETE I




1.7. ;EFEEIm

HRENTS &

a. FEABERIR, BHBREXRAE LA FT, EORHEENKRAEFEE. AXBEIE
S ERAEE, BREEHEL;

b. K& HHAEMEEZ FARE—MIGERH,

FERNERTRARAE, FNaRTFIRKRIZET, ERARMIBFARIRARHEES,
SLIRERE R EANS MBI ERSTIHEER RS %

RPABRMHALIRIER AR, EMRRIERARERFIKLIIRTT. HAE
fE. MFERZAMIREHITRIRE. RNSHIFE, UMK,

EEFERTBERATASRREY, SHEXAPENBOEET K LEER, HE
HtARETEREFR. ERRREEZRM ETHESRERETZES, BINELG
%?F??J(J:%Fﬁo

NBREARZI SR, HEERATIROGHRK, RERAREEZAEIEERKX,

38t 72 52 R MIBR S B IR AR A K5, YD EMEARIAT, —BERERIMNG
I BANRAAREFKAREH REE,

FRA AN ZTEF YN IR X AN E B,



BE

MRS




2.1 BARER

LIELZH TR FRIEMEEARTEEA 30 min RH{TEZEIENE, URKEEE#RA

=

oc

LAER RNA [Efi#o

AART AN 0.9cm X 0.9cm X 2cm, ALY / SHERARMNEE 80%.

0.9cm 2cm
— gt
S el ‘ //J {
J \ g /
0.9cm | [ )| | em -7 //
- 4 0.9cm 2\ //'/
| lcm | _
0.9cm |

EF 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 AR RIN = 7 BUBARE AT EERRIEIEIF,

[FuU]
120
100 !
Il
]
801 ‘ | "
L | | _—
| |
40 ‘ ‘ |
|
| R
< n || -i/r ll
\
N S | W
@
1 i
T T T T T T
25 200 500 1000 2000 4000 [nt]
Overall Results for sample 6 : 8522203007050
RNA Area: 588 4 RNA Integrity Number (RIN): 98 (B.OZ211,
RMA Concentration: 281 nglpl mﬁ;mﬂj"(”
rRNA Ratio [28s / 185]: 18
Result Flagging Color:
Resuit Flagging Label: RIN: 8.80
Fragment table for sample 6 : 8522203007050
Name Start Size [nt] End Size [nt] Area o6 of total Area
185 1675 1,964 151.3 266
285 3,006 4,187 2384 419

B— . /NEKRALKTIF RNARIN BEIEE

11



2.2. AR

a. FAEIRFRFEFEMTIATITIR:
*UTA—T A RERFRMEOAT, MFEEES L, FEEEM,

B IESASE WL :

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

- $ESE4E 1
- EEDE 1
BIOSHARP/Metal Coolbox/

BC032 ERR !
- TELHE 2
Corning/353001 Corning® 35 mm TC-treated Culture Dish 1
Sakura/Base Molds/4583  O.CT 1
Sakura/Base Molds/4162 £REEIEZA 1
Sakura/Base Molds/7055 £EfIE& B 1
- KR T 1
- P T 1
= R ERT] 1
; 57] 1

® 12



Stereo-seq HRAIAFNEE (HIFRRE H&E) EMIHAH 2. FAHES

al. IEREE —RARMEEAFR OCT MAEK LTS 10 min;

2%%Eﬁﬁk$&ﬁ&%ﬁ¢éﬁk¢%$ﬁ@@%AﬂB(BWR#%%K
A) 5

a3. fEATIFTNL4TEY OCT IR ERE R a4, FEF M OCT, IRAIFL
B2 AWM 23 G, HRETEKE 10 min (RIS BRIRFTF= M
4 10 min LU (BJ{ERH4T880% =38) ;

FEENSA)

a5. HEE AT K,

a6 EEEAATEENTRER, TBRARFATEEEEZA, BTTHEREE
2a;

a7. BB EmE L E EI Tk a8. B EEEE B B FF kM
f, 4 5min L E; 4 5 min LLE,

a’.

b. FrétHLNBA 30 min N, AELEET
AR T L RIBTFALARERIAR, LUEE
FEALREAFKR, FMEEEIE
TR,




Stereo-seq ¥ RAAFNEE (HIFRRE H&E) EMIHAH

2. FHES

c. BARLBNEKLEFULE OCT R, EARFESRBHAHRE FTRAREARR OCT &
B (AIERENBRFFENTE) ;

d. FAHELRRINIEZH T, BNKETL
WEREEIERE AF, FARZMEIZRE
BIEE A BIRER. EATESERIRIR
TRLH OCT HATREIEREA, B
ERARATeES (FIERESBRRT
FENSE) ;

e. REFAANEREEZ A, KFK
BEETAFULHIERIRE;

f. MeMETEEEZ B (FAEZEF)
OmL, BENETEREHARNEE
BEEA LS, AEEFORKRERT
K, EFARARERSBEESEBEIER
RE, FRBRAFHANEKRE;

14



Stereo-seq HRAIAFNEE (HIFRRE H&E) EMIHAH 2. FAHES

g. X% 5minf5, BEATEEER B,
10E OCT RAETEHRE BT RABT
BEIIR , BRFTLLFRTF, NEES T,

h. MNRALARFTE2H/EHTHEER
BRI, BFEHEREeER A MM,
BIRI(E OCT EBLALIRM B EUER A
AR

i REEUERRNECHKTEES , IRTEeES, WKARRKEREEZREIRE, K
#aE L, EREFLDE OCT, #F OCT T2 REBFZEHR, EEIERYIE BT
FRico

2.3. IR RFMNIE

RARVBRERHRER, HEFIFCHRANBHE, FEHREMIFIER, BA
- 80°CkFEKHEARTF. WNFRERE, RIETIKERE,

000 15
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STOmics® Stereo- seq

F_BRRAWFEE (Bifhk

H*A H&E) FRE Eﬁ'ﬂzmﬁi (FTEE
/2RI

Wiy
N &




3.1. SLISRER

& & AR TFHRIRFBORE, FREHGEES, 96 Nuclease - Free Water,

F—X

AR AR REEH
BY 20X SSC 100 L #5220 mL -

0.1XSSC BY 20X SSC 250 uL #&E3] 50 mL =R
BY 25 uL RI AN\ 475 pL 0.1X SSC 1, HEZE .

Wash Buffer 9 500 L/ X EER
BB HClL REMERREE 0.01IN, pH EE

0.01N HCl % 2 (FAfR pH A7 1.9-2.1 BER; = =38 48 hr

2 mL/ #7)

0.0IN HCl (pH=2.0) FMEMAH, XFFHIAY 0.1N HCl FFMIERY HCl, KIFIENE
pH Eo

fitTF B ElEE T 48 hr 2 MnFiHA pH {8, 1B7ECHfE 48 hr RfEM.

B 1 mL FEFEHIAY 0.01N HCLR PR Enzyme
10X B IRAFIEFR (LI, MERNR) BREE, BIBRBWITE -20°C
5 (AIDERETH)

AERIOEES, ABIBREWITES . BINEHIGFEY 10X ERRFEFRETIE,
B R 2R

F3 0.01N HCl ¥ 10X Bk FI6E7E% 10 uL #% K EEF 6 hr

IBOAALIER g 100wl (20 100 L/ 754)
s BY 0.013 g Eosin Y & &F 25 mL BREEH, S
S AP LT IS N=IEIN
. HEBLO, A T9 UL TE buffer ER, =& ano

RT Oligo = ERARERN 155, AREEEL 80°C
A DEEAREHAB RT Oligo, HRETF-80°C, &Rk E R

H&E E 7

(H&E Mounting wsiKSHBEZ3.5uL =8
Medium)

. kS HEE/DHESZ 200 ul (190 uL PRRinse . i
PB\Rmse Buffer Buffer+ 10 UL RI) o AC4IE & Frk L&, ’7J§£:E,%Fﬁ ] TEFH [l
(& 5%RD) FEFRBTEET A 5 min =ETH 5 min

17



Stereo-seq ¥ RAAFNEE (HIFhRFRE H&E) fERHAE 3. RERIE

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

HEENEE EETE

32.URES

a. 1I’ATR PCRACEEIREE] 37°C, RFREN 42°C, HE PCREEBTEEE;
b. 2RI R HAEAETUL E- 20°C, H#ARKFULE-15°C ~-10°C (HRIFEFFRIED

ZRE) ;
@ @ BACORES RSB A HIRY, ¥ EREIS2SRA LI, BREFERNERERLRE
%:IJ = L_/mjgo

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
1—.“? //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;

THIE, BRERA BFNFIEN Stereo-seq BH BAREEMEMAFET, HIELNTHREER
. CHNEENRNE, EERBAT mRNABRKIR. BIMEITH RE.

b. BHAETFTEELER 1 min, MRSARARTSERR, WISH ELEFEERR,
&£ F 100 pL Nuclease-Free Water 7& %% 2 & (3¢ 7£ & 40-50 mL Nuclease Free
Water WELEHER2R);

. AEERSIEMRTFOSRUANRKET, BRALTEARTFHIEAFEANEARZRHN
RIE

d. HoRRELRR. THERT. TEAREZRSE. TRSUKSEE, BN ESMA;

e. A FEMNEBARLAR:. H#E 3 MRARE S0 mL BOEFNEERS, 7
HPRPMBHBTMACERE, BH—1TEFHRPNMAREEARLAR, BERRHE
AR ZRIRESH (I —KEBHKABANERF, EEMNRERER
BEEY) . HEELEE, REFL (-20°C) 5-30 min;

fRBREBBREEEHRKE, BR;

g. AR/ EMMRIEANANE: Al (A) FAM (B) . RIEERKEFRUTFEE,
BE 10 pmo

A. G

1) ESBARYA, BURBZETR aENELDLSL, ARBIULHERRRE
et A EERY OCT EI AT, SKAKERREBATHAREE;

2) ERBMGAN—E, EHHRERRAT, XETR;
3) BE—E, RERARTIAELRMEITHRE;

4) BE 2) -3) $RBEE, BEELIALTARMEGAERE (ML REEHIE
1 min A) ;

5) WK EES L, WESHKETRITEREN PCREBREL, 37°CHE
5min, X% PCR A,

19



©

©

©
—

B. AN4
1) BEEERHALEETFTHRNS, FU4 1-6 min;
WAREARAE K, WERHARETEKE; TAERAI AR, UREE T HATHSRE.

2) BITREYA, ARERAWLNERZRILEITIAEER OCT ) #T. AR
FHERBDANOBEESCH ERRHHT, TEERFAZMMEAR, RE—
RMEF TN, WRAR[TARTE, TRE;

3) URFECHEG, BiEEREREEEINE/LDE, BEEYRES;

4) EE LRRE, BEEMBYRERTK, BNARYRMERESITE 5 min J;
5) WREFRFHAETF PCRIBAEE L 37°CHEB 5 min, TFE PCR Ao

HATA MBS RIEHIF SRV NEA BYIE], ERESEAA, BRMHRBE

(AEFER) BEEFEHNCHRBERTRER8E 50 mL BOE, BTFKREEBLE- 80°CikfE,
KA TF- 80°CREF—1Ao

MRIIORY, EATARKRAEHE 50 mL BOERE, MUMEHARNSHEHIE, REET PCRIE
Eo2g £ 37°CHEE 5 min

3.4 HPETESERIRE (- 20°CTFIR(E)

=

©

a. BLE—HEFHSEIRTF-200CTFRANE— N EHRFENSRIETE
17 min, HBEREZLIMECH (ARELFREEERE, EENEES
7£ 17-27 min BSEER) ;

b. BHHEEBE -20°CTAHESARLARTRE 3 min, WRELARSLIFRE
SE (AIRIBALEENSIE AR, LaEEHITE 3-5 min BSEER) ;

F— AR ERS LB ES—,

c EARLAFELERLUE, BOREBLE— I FHREENSEEPR, 44— 20°CEH
€ 10 min;

HEEDR 35 RRENET, WRGFRAEER, AEAMBMARL, BUEHEER; HNATRERM

BEESTHFAFRE CE51R7 (E&HER) , BF-Epi BEER)
d. BREELERUG, BEHEBE- 20°CHSHNHNERREMNBSSPHREETE
1 min;

e. BARLBIBEXES, NEBRPFHEHEK, BEEARTHKAEENEES
RVRE, BRTRIATZE;

f FHEHEBIREHKAREEL, EEXEFEX 4-6 min, iILRERTDEL;

g FEELXTRE, ARARKEEZT, FRHAERBELRE L, E&T P RE.
20



3.5. A ARZERIR

©

A 37U

E9:2)

o

a.

RIE [SLIRANER) , IRE1ECE] 2 mL0.01N HCl; &£ R 3-1 1RFiREIEFR7;

@ FASEERANEEER 0.22 um (38 (N ERTRRRE AR T8,

@ AR ST RAFIR, AT 5 min A1 5% R RI, E5ESREAER.

=A% 3-1 £% X Bluing Buffer HE

EEFIAF HERE fitfF

s S FHRORELD
BARRER (B5UR)  oao R 00U (95

Bluing Buffer (& 5%RI)

b.

PR .
UL HARZE +5uLRI) ZE;m 5 min
S EE 100 L (95

N=] H
uL Bluing Buffer + 5 uL RI) =R 5 min

EOHREBMBAZRRER 100 ul (&8 5%RID) o ZESHBSMAEIN—E
LR, AERRFERREBRMECHFR, FFRERERME, BRAGRYY
BEEOH, ERMNENEREERFAZTEREEE;

@ W Sigma HAZREAEN 7 min, Solarbio FHAZREAEN 3 min,

C.

d.

HREE, RABRENCH —ARFARRRER, REMDRERALE;

F8 100 uL Wash Buffer i&%% 3 /X, 8XEXNTUERBRSHE (MBBENF
60°) , EEFSARERAMUEELTLE L, BE—XEEREFVGHRER
A5%8E (TR TARRE R BRI );

¥ Bluing Buffer GRIEZFER, & 5%RI) FEMERSH L, AEXR 100 uL/ &H.
FESCHFHNESMANMAN—BERER, AEREEREBRMEISHEPR, FRER
BREE, BERRAERINEZSCH, EEHES 2 min;

MREE, ARRBMACHF—ARFRERER, REMVRERATLXE,
B IO Wash Buffer #1183, FE 100 uL/ &k, BAEEEESHERR
RIMETETAR £, REISHREREXSE,

BoREBEBEXTLE L, —RFEEHEK, F—RFFTRE, EKOEES
—fA2-3cmiIE, UAE 30ARERTF R, FERTFEHIAFREUSSH
S5HIFHEMRIRIE, TTRITARIEES A BERRE,

() BRIESH SHESEMERITEEG, TUHM HE Mounting Medium EFTAE3 EFLRF.

A% %2845 12I%EX 3.5 uL H&E Mounting Medium ;EINEILALA R, B =4 <8,

(+) M HaE Mounting Medium BUE, WIS,

j-

ARFEREERR, NMNFERFN—ERECHRALE, FREES I A5
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©

3.6. H&E 1H88

EHRERARRIICH FEER2BED
() BREREASENTERY, TRAEEREREL REREEAETARTS.

k.

a.

#F H&E Mounting Medium 28K fE, IZEIZHHRRE (MNRFEEHMRE,
BiINEKE A ME R EHRERAY S EEREET 30 min)

TEEMRERIGPREXMGE, WSHS6HE, WaEZEREAMEXER;

@ THREHOERATE, BT, T, BIERASEEEETY,

b.

J-

k.

REMRRIRA R HIRABIE, gBRAE, NEHYS EREM 1-2 ul X,
RE A BT EUERIEEER;

RIVER: EEENRTEE, ZEeE;

iR Es 4X %"Eﬁ, ’I—:uiﬁé’wﬁbilui—#tﬂ’ﬁﬂéﬂI:i'E, FEEE, EIME‘P\]QH,,\*D
IXEEHHEFF@I&E

ABEESH X, EXOATEEEEXKEANEEEKIERHMAT A, &
AX W3R THEE, UEREEXRBXE (MREFRTHENEIE, B
BRREDESL)

RYSRIETE 10X, #—PRBEIXKESSHOSES, ABIARKE, B
:t?LE?WéH—,ﬁDQEHH@E/ﬁH*ﬁ*lkn_.\, lﬁ?xéﬂ—/\EPEX*/EE’JEi;E, 1_&1:]__'&&5 T_Tn
XIHFEEIT 3-5 MERES;

BRUAFEECHRTAXE, MEEE, EE0H LM Track &8k, ESHT
ENTEAXE (BINESHDONM) B 3-5 MERS;

TSR, MELEITHE; mRTlE, SHERG FOV/ NESHHERE, T
FF ImageStudio BEFRIEE QC #&IR, LfF HAE FEBER, HEZTRHERNEN
{ImageStudio AR FAt) K#FHITEER QC;

HiRE, ARFRERABRREERRALS, RESRA—/;
ARFREMTITEHERA, BECHSERATEDE;
RHABETFEEEL 30mL0.1XSSCH 50 mL BLEHIRE3-55;

() mwen2maaTaRs,

L.

m.

BEERKA, BEEREEHIKATEOHEBERNZR, WRITREZE
0 EREREN 100 pul 0.0IN HCUAR, MG A B—ARF&RE,
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HEREEED
a. BREREARIBE7DME EMBRFIETE, BUFEERBETENEIR,;

b. EMFHMRAGEGH, REGRIR, JBTEGGRSIHER (W EFE)
KA, NFAIBOERN: EREHRRERAMNL, BBESERLITR
RELXRERHNRIE ;

¢ WEERAFHNE, BREEXKRBRESHROANMARRADES, UILRN
RIFEMEY Track ZMIRBEG (B EEIERBREZRA) ;

d. FoIEEHBIREFARBEALEESENER. BX. TXEH, BEST
BARIE Track ZIRE, ITHEHAEIRITE, TSNS MEE XM
Track &WEIEGRE ;

e. MREHATIRES, FERARE (B 4 MEFK/I) KK H&E Mounting
Medium 28, WFERXIEKIEIENERR ;

f. EREABIMNERI, KE7 BhMERRBEIEXN Track &IFHWER, &
s QC K.

IEffmG:
B a
B a NALIMERMN— M NESMBEOEE, NIRIE Track &5M 988,

E b NARNERN— I NERMTEO&E, NMRIEARREEFEHIES, B&EH.

IR
i
Nl /
= et
c d He
Cc AR RERN— M HESISEOS8E, REMXME, S Track L&k,
B d ISR PERN— M ERNEEOEE, ERETE, EEREENTY Track =;

E e MARKEEERSE, ERMALHERE, RMIFETFE,

23



3.7. tALREWL

©

=

a. |RIE [LIEATEE] , RAVESEYT IXEWIRFITIER;

b. #2#1% 2 & PCRX (8 11 PCRIX. 11 EREA) EEIREER 37°C, AFEE
7342°C, HF— PCR {XiZRIMRE PCR EfceE FEIRE;

o E Bt ia] BT
42°C A& on -
37°C 60 min 1
37°C Hold -

c. }eRIEXH RT Reagent, RT Additive #1 RT Oligo EF = :Bf#/%, RT Oligo ARG
BTk EER;

d.Z2EZLRE 1.6 FRESXKAEAGHHA (FATHHK) . BHAEKET PCR
iEfces £, &k PCRINE, 37°CHlFE 10 min, S LIERERAFIE T PCR K
EEEAT 37°CHFEF 10 min (RKEEFREE 30 min) ;

() wazammeeRMESEER,

e. HAWBRRE, REKBREETHAL, AE5MFHHE, BERXA SR
HEF B AR MING E A/

f. MRRFLBI—AIAN IX EWAF TIER , BEHN 100 ul/ &k, BHERENF
REAHRITHO, THREFHIREAZIFHA L, & F PCRINE, 37°CHE; (5

@ RS AR DGR TR S B S,

RIEBHEET Stereo-seq EWMIASERTALHE, FHEESEERWRBH.

g. EEFELHEE, BERK 3-2 BEH RT Mix, ’RET kL, FHEIERAET
= ;5% 5 min;

&R 3-2 RT Mix

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
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h. 55— PCRINRMEERETE 42°C, AFEEN 47°C, MES—1 PCRIEED
BTERE;

i BUEERRE, BFFHAM PCRY (37°C) HEXH;

j R AENT 20°, BBRRBMREILN—AREENIRT, B A Em;
k. I0\ PR Rinse Buffer /A% (& 5%RI, A&/ 200 uL/ &F) ;

| AR FHEE, ABRBECH —AKS PR Rinse Buffer A&, RIFSH

T2,
& B RS T,

@ ZITAIANN RT Mix, LB RNA PEAZ.

3.8. RERRN

a. BXHECHIEFEY RT Mix I RS EBRETE L, E0HR—AMA 200 uL/ S FHE RT
Mix, HfR RT Mix 98 BE=L0E;

b. ERAMRRKFFFHAELO, MEF PCR{Y (42°C) I PCRIEMREL, &
PCRX&EF, PCRIUGRELLTIER, RN 5hr Ll L, &KAES 16 hr,

mE Bia] fEIFER
47°C A& on -
42°C 5-16 hr 1
42°C Hold -



39. HAEM

O

it BT fet
IRV, MNEMERE] buffer thi BRI -
TR buffer H, AT 55°CAMR, BIEEEE, wi

cDNA Release RRIENH, SNERWEE) buffer HEBEETEN =3
Buffer H, BT 55°CAfR, BIMEERE R -

a. I|ATKSE—8& PCRINRMEEIATE 55°C, PCRIVAZEE N 60°C, & PCR
ISECERTHTIRRE;

b. REFRRNERE, FFHEHEMPCRIY (42°C) HEUL;
C. MR FHREHE, BB RSEMRNALB—ARFTHRER RT Mix;

d. 70N TR Buffer (BEZR 400 uL/&F) , AEKETF PCR{Y (55°C) BY PCR
iEEg28 L= 10 min;

e. WHMIRFHHEA, BBRBEMRNILB—ARF TR Buffer, BREZAREISH
IEHo

It R B A& E &R & 3-3 Feaifich] cDNA Release Mix,

() mARBIATS, MA 400 uLO.1X SSC, MERBERRIT, BEDH LAR, AEHHITH

FHREE, ABRERFT 0.1XSSCo

mFE Bia] BIrER
60°C A= on -
55°C 10 min 1
55°C Hold -
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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,

27



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 ¥ RAIATNER (H{EhFRS H&E) FERAMBE 3. IR IERTE

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
BEH,

e Q ik

CDNA gt =48l 7 - 20°CFRTE 1 N H,

@ @ 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.

[FU] ! A"
400 | P
350 ; |

. | |
300 | A

250-
200
150 ;
100 i i f 4

50 Il

T T T T 1 T T
35 100 200 300 400 600 1000

EZ . cDNA #1574 2100 I£E

© EEXFERZAKIRIESE (Stereo-seq BEXFIZEAIABBE) .

T I
3000 10380 [bp]
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