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KAV HETE R OCT B85, ©IMBEANALR, FEMILK

FERPKREERAN~E, BENGIESRD T
i. fEHR G, MANBEY, E&mAE S OCT (FFabA8) , 2B AT RAEHL,
1 HR AR AR R E OCT Ak, AAFOA LT UM E-80 &, THhAE—

Fo
(FF: N ERAENIBELER, A RBELAENIZRAE, Thay
ST

ii. RATH k&I B GG R B TS £ —20°C~—25Co —ALFA AR ETE £ —25C,
AHEKEBEEZE-30C.
iii. WA, FERBNEAEETE, AIGERGABEL TR TE, EE
5 RMABREAA L
(*7g K #) 1 2m 77 g 2 0E 1 48 1)
AR FRNARTERAEARENRESRE.

2.2 AYE R
THEE BD ASIXTHAEER Protocol, Xfitsk, JRILBE=HoINEREEN
LR TTA:

Fixation of Tissues in 10% Neutral Buffered Formalin

1. Sacrifice animal by prescribed and approved euthanasia techniques. Tissues to be fixed and processed
should be cut to a size no larger than 3 mm thick. Let tissues fix in 10% formalin at room temperature for 8

hours but not to exceed 24 hours. (For small rodent tissue, it is recommended to fix tissues for 4-8 hours.)

2. Rinse with running tap water for 1 hour.

3. Embedding and sectioning of paraffin blocks

PLEANZERKE: hitp://www.bdbiosciences.com/in/resources/protocols/paraffin_sections.jsp
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3. BAKRE

3.1 KEMR:

G RIT AR/ #OT IUTE-80 RTF—HF. MANAREREFRHNET
RATF, BREVIAMIREFEREEERERITAET MURERLEK.

https.//www.novusbio.com/sample-preparation-for-ihc-experiments

32 AEYIA:

AESIENARASMEZVIFNER A HARTESIRENRT. RENXBE
THATNEAREREBRES5=S (GIEEM) K (5I%KME) UEMEX CBEEME
BRI NiEM. EXTEABSIENARRITGFHNART R BEETRNES,
RiZ5 |2 BEMR.

3.2.1 RHALRRMNRTE:

AERPNELAHTHEERENMER, LTFENSHFANRES, —REXZTTUE
BIRRFHE.

3.22 AEVIANRE:

HFELMFH A, BLRELHBBLR, RENKE. HBEFEEF TR
REERAZW, Bit, RIGRZENIHRT B #ITRIFAORITAL, RTESH
{8/ Fresh Cut B9E1 4 .

AERBREVTHNETED R, W ABNER, RAE(tARRENREEIE
FEHR, X R T IARM HE #E.

A, FMERE, —LHMRIME NT# AT REIVIA NREFENE, XFiX—
RAREBREXANERT T HBNHAR, BRONBBERFBIXENANTLELE TELLE
EMNELR:

1) ZEELRPHBERTEERE, SAEFSBHI/NERESHER. EX.

TEEFERFNIBEAD F, BHEZE (ER) NESHERF M TREIER:



Fresh-cut Day 2 Day 6 Day 30

3+

B RRIR: [1]

SR, FEFERERNGESEHN LB TREARE, SR EARRAURERTR
BFARLEA—HE, EENT IMC XHLFREI L+ marker FISEIER, e
gnfey, XARIFFAHEREN TEUY.

2) EXERPRIEARTTTET LT RE:
A &R % S (Nitrtogen Storage)
B A £f 7](Paraffin coating);
CRATEE (4 ER%E)
HFARNEERFEEEANZER, FRE—KBTHEIRIE XEEEZMN
ERIEXEREMAE MRESNEESHREFRE:
1) AAREE A+B
MEFEMREE, FRRRENAEHNNESKIBKE 3 NA T UREGSHEE
P1R (Fresh Cut) SIFILAIZIER (72%~99%) [1].

Table 3 Paired T-test of mea?‘msc?ms of stored slides Table 4 Paired T-test of mean Ki-67 scores of stored slides stored
stor::ld for 3 months with nitrogen desiccation and/or paraffin for 3 months with nitrogen desiccation and/or paraffin coating
coating
Condition Automated score Condition Manual score
9
% Fresh P-value % Fresh P-value
100 Fresh 100
12 <0.0001 Uncoated, room-air 48 <0.0001
54 <0.0001 Uncoated, nitrogen 59 <0.0001
69 <0.0001 Paraffin coated, room-air 48 <0.0001
2 0.4698 Paraffin coated, nitrogen 72 <0.0001

2) AHKME B+C
B UER: BRE s THR—XE, HAEHNRNERER 3], REFEIETRE
EREME, ARHREFNESRT, BMAERSEHMTEFA4] .
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1. HMEEHRE B ATFE

B8] Fluidigm IRERE 44 FEirE+R, B 5 NELE IMC LEH#HT TR
W FELFAMEW, — IMC Panel R BArZE BN ENIZIEFIZE 35 MUK, BT A
BEERIN, ERFHEFAEANKERIZANTE/LN A EHTERE.

1.1 AREMIBRER

Hyperion (4 Panel %11 BB 5 Helios AA—#, X2 FMIARBENER.
Helios Panel it =B % BB Marker ik, HAbAI MR 2 A9 2 Marker
Gate #£R1T] . i Hyperion B AZMMNZRARYIF, AREMNEREFTEER. Fit
B OB EREAMSS, RELETE Panel EMINA—LBRAMIEA marker, F
ERBRABPAEMHNED . flinE—LX TREARNXIKER MBS AN aSMA(J8 5 HR
“MBE), Pan-Keratin (LEREZ4MBE) . Collagenl (4MBEEJEER) Histone H3 (4RAEIXMIAR

-+ e
%) FEAES,

HATARERNAEEIARRE, SREM marker B BRAER, BUFEEHRT
INENEFEXNXRARNFBEMRGRAESMAEEE AR TR E] marker, 7E
ProteinAtlas fig Xt AR JL+FPZALRE marker #1777 245, T IUAHRTFNSE,

Mik: https://www.proteinatlas.org/humanproteome/tissue




THE TISSUE AND ORGAN PROTEOMES' Explore the proteomes of specific tissues and organs
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%a o Q - B The process of urine formation begins in the glomerulus, where an ultrafiltrate of plasma is
v formed, and the filtered fluid enters the renal tubules. The filter consists of three layers; the
the and the podocyte slit diaphragm. The
Saiivary gland
o an o—SEn g0 analysis of the glomerulus elevated proteins is well in ine with the function of the
e o A |2} () '*‘m,m; glomerulus as a fitration ing a siit The list of kidney elevated
H - proteins includes several well-known glomeruli associated genes, such as podocin
Aol el \ I Stomach (NPHS2) and nephnn (NPHS1), well established as proteins creating the filtration )
Paratyrod gard \ e diaphragm making up a filter for large molecules. In addition, KIRREL1 is present in the
T o ™ AN\ L glomerulus as described before. This latter protein is not identified as elevated in kidney,
Piutary gand 0\ s since the placenta shows higher mRNA levels than kidney for this gene. The placenta also
\_ ° O acts as a filtration machinery for large and small molecules is therefore interesting. Another
Lung / \ \ v ) kidney elevated gene expressed in the glomerulus is FGF1.
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Prostate 0 Proteins specifically expressed in proximal tubule
D
e @ — Shn
Ductus deferens Approximately 60% of the fitered Na+, Cl-, K+, Ca2+, and H20 and more than 90% of the
fitered HCO3- are absorbed along the proximal tubule. This is also the segment that
Adipose tissue fs Biood normally reabsorbs virtually all the filtered glucose and amino acids. An additional function
§ @ is the secretion of numerous organic anions and cations. Most of the proteins elevated in
tha kidnav ara Incalizad tn tha nravimal tuhule which ic in lina with tha function af neavimal

BRICIASM, T —ERERIMAREN . MK, WRESHBEXTR, RIS
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1.2 BN FHEDZNER

JUE—EEEL, $ESHEEIEMAEXNES (B2 E-Cadherin) |, ER AL
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#1E: E-CadherinZ ERMIMPHTS, BrtiHRNBE
EF%IE: https://www.proteinatlas.org/

1.3 5REEXHERER
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1) HEFERNE, INEBRENEATEBRARPIRABER, SFERARE.
FAMEREER. JBRARRNRENERER, UHLEEENERRE.

SFF ABIFEA, Protein ATLAS M o] DUREFMIS Z R,

2) SNTARAREMMBIETEH DL marker, NIEELIE, FEEFREREREEASD
MEEM, REZSRE.

A=A F, IR IPIE %95 AR % Panel WEE, AR KEESIBENHEIE helios
Panel %7189 %3k A4/ IMC Panel & i% & 30 %4~ CD marker, XANIH{E#KE2F EEIRAE
WP R AL T AR AL 49— rare population. HRATVERE B F I e 2 X A6 A
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AR T8 JUA marker 4T @B B K LR TR 69, BT AT AR X marker #4744 §
A S

do FiX e marker ARG TR, Bi2E ZM—2HBAKEWES, URIERMNTIALEIZR
AR B @, A0 s s i dy ROD K3t T 12 4d, Plde: B&—RES R 69K K, STz a4k

iX gk
e, AAFZIMEERRKNTHAZMEmBEGEE, FIEILEE RO KiK.

3) WFREERMNED, LEEELE. IMCXRFERZELA—MR
BEEM, SMBIA—ERAEENREENFMHTRER, I Panel FUIRFELL
MERE BIRER G RENSRF NI ATR—ERME,

2, ¢ERHFELE (&)

AREBRERIRMNE, BRBEENEMIBAELEENERRET . K81 EH
TERIERTREETEFEUTILRERE:

1) FiRCHhERRENE, RESNEATURCHE, TUEAMKRNERNE
ETHE, IRSXRAIMINE.

2) BEZEMEERME, XEFEHEMBORMREL impurity FEEIXIBIE—LEE
B, XMEMLAIRRARN, BRNIZERIEESRERIKA marker THAEMX
Wi L



3) BIiRBAMFRILEE, XT Hyperion ki 159~169 Z A2 RBEES X
(X TEHREANTRILREEFERTIY

5, EE e IXE IR S A A I A X N XA
AEFEREIENERRFLENARRLR, )

/8

M ATLAS Mg F3k15,

EX—IY, HHEER Panel Design Helper, —/>&T Excel VBA 895 =77 Panel
W, P HREMER T USSR IRIE S Panel RO REFAEBIM, FHiffT

HRAIEEE,
MR F R H U TSI T #h bt
B4 https://pan.baidu.com/s/1ATFOLpsbW-UCcKpWGHmMESQ #f4: f36a

3. fikrERE

3.1 Ftricin G
Fluidigm B 8T (= 2020 £ 2 B) 124t 107 # AT IMC LR MFFRICHE, Hulk
‘CERAIPUR, XEEHTERRIIAE

M SENFE'DERE, MUXHSMUIEN"A". ‘B
#Z 25ug, IR 50ul, fEMABIFHE A CH BTN AR ARTREKB 1T titration.

EIBRCHE, FEERUTILA:
BHE, PUARHMARN, RARERNENFOES, HbH 50 MitES/MRE

XX &Rz, BREZ Fluidigm $iE, MEQNREARZEE RN,
HR, ZRRANEE, MAEENIRHXAE (FFPE) U1K, EHRKEDR,

RE DEB o] AT F
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o, BT REZNEREN (Helios) HETIAFIKEYIE RN, tHRF L
ZHEEOIE, T BTHTT validation, #kiE B o] IUEHNERSY; MRF LEF,
BN EEWIXEENE=AE#H TR,

3.2 F=JHiEM Maxpar £ BiRICRFIE

ERBIARCIA T HERONERT, B ERE=TTRRNHUE, A Fluidigm
1A Maxpar X-8 € BIRCIAFIELIAEIN L BHFRE.

ATELE Label REEF#HTT, E=TTHHENEREENT:

i FURFT AR F IHC-P & IHC-F (4R34 : Application —AZ7T LAF %,
BLAREFIRAR, FARIEAE AAY Kok )

ii. RARR G R, PR A R ARE MR ORE; kP 4K BSA, foiF
XK T i

Pii. SEFARAP B R IR . FRER S R A BR, BRARITA 1g6. (g LA AT
TR £, BRREE. )

iv. Hih, & RNAE NS T RYR AT, CMA &R buffer exchange
M AR AR, RNAR ARG RGBT (RS IRE b E e —FibH
%) .

INEZ FFPE HA, B ERJLES, EROFRNEBELMN, TEfeEEtn
B ER (citrate buffer pH6.0) TGS L (Tris/EDTA buffer pHI.0)RTME R %14,

FTATEEFANEEFREORNENFADREENNEREERG SORE
—¥, DHERIEFBRAESTIMMEEZENGES. B, RAIVBRZEWL IR FRBLELE
IMC XEFELREFAIMNIES, XHETRURSEEXENRINE,

AT Fludigm R TARCHUARIE B K2R Tris/EDTA buffer, pH 9, P IX4H
R Panel HEZHHBATARCIUAE, IBLEEFRMTURES £ 4R

%F Maxpar £ BiFCIAFE
Fluidigm 124t 35 f & BHrcIXFIE AT IMC 3236, MAEAMNFRICKFIEERELIAT
GE¥E

10



http://cn.fluidigm.com/catalog?applications=massCytometry&productTypes=labelingKits&query=

http://cn fluidigm com/catalog/multi-metal -kits
B4R kit NIEFESURTER € BAiRE LA —T
(FR1EFEHY Protocol SR Helios Hi&48[E], FE: FiEHM 7 BEF Cd &89
AHRIE kit AEEAT IMC K58, )

=. Panel I&iF (BIFSEL8)

RIFIZRITIIMSER EZARRS REMNTEIEN S ZRE. IMC IMKXRSRRS
JTH, BEEREEFEMUTILR

1. ZEESENREFMN

1.1 iR ER FHRERE

KEVRARBERREE, N —RERIH FFPERAM S A,

=X F, MRS AREENNRERESM4 E2%E MCXEH, RNTEE
FREE—ER BEAA-INREESMT MU —EB8MGSEEERER
MIREERM FTEM—LENE., X IMCEXRSEREEAUNEEXH,

EX3RE] Fluidigm MFARICHLIE B — MR MHE R &1+, 5 7789 Protocol 7,
IR T HREET,

AR Panel FEEMAMCHE, RMNEWEERERXMEEFMHHITEENE
WERBE, MRA—BDAZIRCTE, BIBWEMEZHX N FME, RIEIRES
BHATHNENL, MREMEEE=J190E, W REB C A% X ERGTA A
EFE S AN TURE R FHHTRIE.

7EX B, BAHFFHET 2019 £F 10 A4 Marieke FRFRM—EXE (2CLHH)
AEXBXEFEERIEGET —DER 40 MAAH IMC Panel, XRTFME AT IGIESE
WHEXAT. EN—ROE AXRXETETEFNERMENTREE XM, (6]

1.2 ik KA HEE

Fluidigm AYE 773 Protocol f (REEFIKATIF) . 7/ BSA 14T block W&, #1
&89 cocktail Bt 4 EHEER. XtLEFARCHARIES KM
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Marieke Ef Y EFAMBIET 1, MMNARES NNEEFREN 4 EIREER
MEMHT, REDPAEESUERTEZFNARE (KX striking differences) . K&k
i REENREERFG THERINSFENRFTREANERFMUERETRES.
AEBANERIEFRELFRNERKEFFE &M, ERNYThmE, ATHSEMN
MEE, SRBISMEIL,

BETSIMENBEERM & IMCZRH IR ETGD AWA, 7 5IEHH
{& cocktail, #f75h HEWEFE—EHE, KAfE HEIRBEEAHE.

2. Birdaat

BRIAMHNIAESME BNFEHINERERERN. BERMNTMUBTUT
IRHMESHERMT:

1) EMMNELERHE BIERASHERIL. ESNEXNRE. FSEEEHE
MR HERHFTVLHE, A—ELRRENERT. ERSEHRELE T ERFRN
LA,

2) BiENESSAEHNEEE ATLAS WE R #1TIER, WEEPHEXER
B, MRE—HRA, marker WD HHEBZEZR, NHTEEFEFRES. IR,
RAARBRROFRNE, REXNHAMOFRRE—ENER.

3) MRZE MC ZBERNEIE, o] PDURTEHUA marker AYFERIA KR 1T EHETH
A9 FIHT o

Eig b, — 8 IMCHUARIESS B N2 B3R T LA IR

i HANRELE TURAAATE:
Fabbst B8 : &K% marker #9424 K, FiNILHR4Y performance
PAMEst B T& K% marker 89K, HRKE X
i JE marker it b, STLL B HAT R
Co-localization control: #t15 CD20 M=, CD19 &4 CD45 & 5 H k5w {369

Counter—colocaliztion control: fCD20 m=, CD3 AR5 L &4z
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FEFRME, STRE marker K, HEBE AR R HEREAAIALH, M
MRt FERSAMMER, FiREN R INER. MYTRE marker, AT
BE LR B AR O RIUE, TUEERBEESR marker RIFEN R R KFHITHIET

3. B=TTIEHARIC

IMC SR5 Fir Y2 H8 X-8 polymer I BIFICIHFIE, SRk Helios i BAIHRIC
RFEARE, AR AMFRC Protocol th2—HM, BERREH, INBAEETHED
MR, EARCRTRSKEEMBE. FESTHRMNBM, A7 HREZBME,
RN FRIC S FLA#TT IHC 338 IMC KR HIE.

MRBLRLET LRAEE, R TARIZ RS Bt B LT AR RIZ 08

1) BHEAERESHE, #TERRDT. BiE

2) FERAZH (REAER)

£ Fluidigm B9 B FHH anti-FITC. anti-APC. anti-PE X anti-biotin tY&EBHx
HBTH, THERAENETEE/ biotin —iRE, REELRTH.

3) ERAMBRRN_HN

Fluidigm B 3 #F anti-mouse, anti-rabbit | % anti-Rat E5 31415 F MBI,
it ZEEF| Panel R ETEER £ mouse, rabbit B Rat B —H1, HEHENTLE
HAHURZ RIS R A 17 X ENTFLRTNEEFERRIHTIR, TESFERe
9 Protocol R Z, EIEEA.

4. BEMGHHREE

A RTAFCHAEZBCFCNE=AHE, EEXLRH, FEHBE—EE
MFBE, XMEE titration LIKHE.

— IR T, FATTIFA 1:50,1:100,1:200 1 1:400 ONHRELBRIA, &RE
RIBERREFEABNHREE.
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5. FLE pipeline A& HE

A EFrREY AN A LRI BT HRE—EN, A7
BEBEE—1EMA T @, FHRNEIET — Pipeline (£ ARKS%,

FE=Tihuik

WA FEFMF

nEEE &4 (FFPE)
s EMH

P BETEXS B A A A T4 4

HRYE. F35RE

EEEMNREAR, FIAIHCSIFLEHEGAN

Paneli%itiA% (m@ik)
ﬁﬂ%fg%gﬁfﬁﬁﬁ%ﬁ*aiﬁk. le&UElﬂ:iE]%%

= FMERIIRE

IBHRIC

X-8&BAMC AR

k= RiEiE (FIE)

FIRIHCHIFSERMERCERANERME. 55

RERBRERBRML

anp
(aYsy
i}
SE
Xt
heid
=

Ttrichiis

WA REFMF

REREEELMF (FFPE) fifk, RIEEME=FHR
*rthEHES WEFEE &N

PHME X BRAE A AYIMC SRR

NRENMMBERMNREATNESRABMUXFZZEES, BEENTRAFRwork

Hiftitration (IMC)
FIARERBENSBARCHAN BARARETEE, REBLEANRER
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B 415t BH

FICHR IMC FFPE £ & Protocol

FSCAR IMC K& R 3 Protocol

DB E=ZTTIRFIFEMF R

Fluidigm IMC FRERICH AT

Fluidigm FARIE — #1515

Marieke %%F 40 4> Marker Panel B9k %X

TN %%iﬁk
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