bbbttt

| R R R R A

++ +

sssssssst Wuhan Servicebio Technology Co., Ltd.
AET] Fr 5o B ROt RIS LI 1R

1. SEIO8M KARF
1.1 SEIG28HF

B I iR =

i K AL DIAPATH Donatello
AN KR ABETHRAH JB-P5
FRELY) AL LR RS A PR A F] RM2016

%HE KR ABETHRAH JB-L5
ZHZE AL WL TR RS ARAR  KD-P

JEFH BRI HIEERAF DHG-9140A
wYH Servicebio

s dan LA ZE SIS 2R M B IR A ] 10212432C
(e E M AL b A A PR A A P70D20TL-P4
JilTREER 2SN Servicebio TSY-B

TRETR & Servicebio MX-F
FEEBELHL Servicebio D1008E
e Dragon KE0003087/KA0056573
HAVZE Servicebio G6100

1E B OB EENEY: NIKON ECLIPSE C1
% R4t HAJe fE NIKON DS-U3
1.2 FESi6RH)

RAF I Uis=) R
ToK 2 WE E 2R 2= F AR AR 100092183

PROR T B i o TN T4t IR AW G1128

Fitc—TSA Servicebio G1222

CY3-TSA Servicebio G1223

FrEER (PH6. 0) HUREIEE M Servicebio G1202

EDTA (PHI. 0) )51 & Wi Servicebio G1203

EDTA (PHS. 0) #i )7 1EE K Servicebio G1206

PBS ZZPiR Servicebio G0002

Bk WA I T S X EH = 2K 388 SAMIEZGINE % C22 #: 5 B8 Wik: http://www. servicebio. cn
AE: 4006-027-178

Add: 5th Floor, C22 Building, Biopark, No. 388 Gaoxin 2nd Road, East Lake High-tech Developing Zone,
Wuhan, Hubei, China, 430079 Website: http://www.servicebio.com Tel: 027-5111-3188



http://www.servicebio.com

bbbttt

4

+4

RO REYIBHIE R A F

Wuhan Servicebio Technology Co., Ltd.

‘e
‘e

+
-
+
* +
. +
+ +
+ +
* R d
+ +

I SEETEEEe

H R RIGHEK A Servicebio G1221
BSA Servicebio (5001
3NXLAEIK ] 24 4R AL 22 alR) A IR A 7

—4

P ) Servicebio

DAPI Servicebio G1012
PURICIE KB 7l Servicebio G1401

2. AEEY) R SR RIVE AR LK TR

2.1 AUEDI A B =K AR UCHE D) TN R B BT | 10min-PACR B R 11 10min-3£
RAY B 11 10min-TE/K 8 T 5min-J6/K 2. 11 5min- 67K Z BEIII5min- 2818 /K B -

2.2 PLEBE: HLW) v E TR EDTA HUE B E 2l (PHS. 00 18 5 &b T 1 i
IFHUEBE . Pk Smin {5 K 8min B K K Tmin, iR N IR Rod K, VI
Fho HRREERI T E T PBS (PHT. 4) HIERLEARRIR F Rk 3 Ik, ®IK Smin. (&
SRRE 556 AR 2H SR )

2.3 EE, WEAKEMH: VARG HAEE AL FmEE (7 bduvismE . TR
AN 3R KA, MBI A 25 min, 355 P N IETE R E AL B, ¥ 3% BT PBS (PHT. 4)
HHTE I kR R S BhBEYk 3 K, K Smin

2.4 MESHA: BT PBS, 0 BSA, 0] 30min.  (—Ho L 2FERYEH 10% 5 i i & 4,
—HIHE R 3%BSA D

2.5 MB —F—ht: RRARBHW, EU) 7 EWNPBS % —& i i i —dt, YIA-F
TIREN 4° CESR. (RN EKB TR

2.6 fnxfRIE HRP ARiCHI —H: 34 B T PBS (PH7. 4) H7Ei dm ik SR Ehikedk 3 ik, 4
% bmine VIR FH AT 5 7 Bl A I 5 —PAE BOFP B 1K) HRP ARid i i s 4, =RRE
50min.,

2.7 JHCY3-TSA (B FITC-TSA) : ¥4 BT PBS (PH7.4) "R{7EMtadi R _F SBT3 Ik,
R Smine VIR FHLT G 7ERE N 0 TSA, B EIRPFE 10min. W E5E)E, B BT TBST
HLE ML ERRIR b S BPeds 3 Ik, K Smin

2.8 TR AbE: Y] v B T A EDTA JUEE R 2l (PHS. 0O MBS & T
In#ab s, ok 8min 42k 8min H KK Tmin, EHOLLESIMESN FM—H 90, it
TR R Ik R FE A R, VI A

2.9 ME=M—Pi: V)7 EWIN PBS % — & BIRC L 00—, VIR -PICTRE N 4° C g
B, GR&EWNInD KB LI RZER) .

2.10 ORI =Pi: B E T PBS (PHT. 4) FREM R IR SBT3 &, HEK Smin.
PR R 5 7E 8 P NS — HUAH R R I O i s 4, ERE IR E 50min.
2.11 DAPI B Ze4mMuiz: V) Fs T J5 76 Bl ARG i DAPT B3, L= IR E 10min.

Bk WA I T S X EH = 2K 388 SAMIEZGINE % C22 #: 5 B8 Wik: http://www. servicebio. cn
AE: 4006-027-178

Add: 5th Floor, C22 Building, Biopark, No. 388 Gaoxin 2nd Road, East Lake High-tech Developing Zone,
Wuhan, Hubei, China, 430079 Website: http://www.servicebio.com Tel: 027-5111-3188



http://www.servicebio.com

bbbttt

U REMR AR AT

¥ Wuhan Servicebio Technology Co., Ltd.

2.12 BRWHREK: B BT PBS (PHT. 4) H7EM (o IR FSEhUEs 3 ¥k, HFIK Smin.
VIR M5, eI B A6 K] bmin, i/KMHE 10min.

2.13 # R VIR MWAFE AP RS AlE .

2.14 GRHE: U TOOLRMEE TWEIRERIR.  (DAPT HAMER I 330-380nm,
REHE K 420nm, REEG; FITC B MK 465-495nm, KUK 515-555 nm, K4:)6; CV3
WO 510-560, A FFHK 590nm, KA.

+

-

+

* e s
+ 2+ 4]
+i+e
+

*

+

I SEETEEEe

3. BARRENA:

FEFEMHERE TR E SR (TSA, Tyramide signal amplification) , L RfaE#K TSA
FAR o TSA & — Mt T B S AL V0l HRP 1 fh A0 P T S8 2 1 R BR 3R AT 1y 5 2 S A A i
(1) It 2 R 7 925 o R 3 I BN S AR e ) Bk AE HRP 15 H202 B4E F R 22 Ak 1) g iz
B FE RS JE B ) B A B 2 BR R A b eSS S RIS G, T —Pi SN, ZHiE —hiz
edrthdi G, MBS AR, R B P, FORRD TR IR SR B A
BERJE FE o ERTINEE —ANEEARIS, A T2 —5ebrid, BRFEE RNkt 558
— RO AR SRS RFF AN [F 2GR 1 R A] S22 M EEAR I bRid . I8 ZIREE
FoREbRIC, AH AN [F] ) 58 T fi S I A Bl 2 B O G .

4. REEYIR BRIt FIVE XN R 3R
DAPT HetH SR 4R B A A SRAM RO T vl €, BRI N R O R AR 206 B S0t

Bk WA I T S X EH = 2K 388 SAMIEZGINE % C22 #: 5 B8 Wik: http://www. servicebio. cn
AE: 4006-027-178

Add: 5th Floor, C22 Building, Biopark, No. 388 Gaoxin 2nd Road, East Lake High-tech Developing Zone,
Wuhan, Hubei, China, 430079 Website: http://www.servicebio.com Tel: 027-5111-3188



http://www.servicebio.com

g IR RAEYRIE AR A

Wuhan Servicebio Technology Co., Ltd.

Immunofluorescence Protocol (Paraffin-slides)

1. Apparatus and Reagents
1.1 Apparatus

Name Producer Model
Dehydrator DIAPATH Donatello
Paraffin embedding machine Wuhan Junjie Electronics Co., Ltd. JB-P5
pathology slicer Leica RM2016
Frozen machine Wuhan Junjie Electronics Co., Ltd. JB-L5
Water bath-slide drier Zhejiang Jinhua Kedi KD-P
Instrumental Equipment Co., Ltd.
Oven Shanghai Huitai DHG-9140A
Instrument Manufacturing Co., Ltd.
Glass microscope slides Servicebio
Coverslips CITOTEST 10212432C
Microwave Glanze P70D20TL-P4
Rocker Servicebio TSY-B
Vortex Servicebio MX-F
Micro-centrifuge Servicebio DI100SE
Pipettor Dragon KE0003087/KA0056573
Liquid blocker pen Servicebio G6100
Ortho-Fluorescent Microscopy Nikon NIKON ECLIPSE C1
Imaging system Nikon NIKON DS-U3

1.2 Major reagents

Name Producer Code Dilution
Ethanol SCRC 100092183

Biodewax and Clear Solution =~ SERVICEBIO G1128

EDTA  antigen  retrieval Servicebio G1206

solution (pH 8.0)

EDTA  antigen retrieval Servicebio G1203

solution (pH 9.0)
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Sodium  citrate  antigen Servicebio G1202

retrieval solution (pH 6.0)

PBS solution Servicebio G0002
3%H202 SCRC

TSA-FITC Servicebio G1222
TSA-CY3 Servicebio G1223
Spontaneouss ~ fluorescence Servicebio G1221

quenching reagent

BSA Servicebio G5001
Primary antibody

Secondary antibody

DAPI Servicebio G1012
Anti-fade mounting medium  Servicebio G1401

2. Procedure

2.1 Deparaffinize and rehydrate: Incubate sections in 3 changes of Biodewax and Clear Solution,
10 min each. Dehydrate in 3 changes of pure ethanol for 5 min. Wash in distilled water.

2.2 Antigen retrieval: Immerse the slides in EDTA antigen retrieval buffer (pH 8.0) and maintain
at a sub-boiling temperature for 8 min, standing for 8 min and then followed by another
sub-boiling temperature for 7 min. Be sure to prevent buffer solution evaporate. Let air cooling.
Wash three times with PBS (pH 7.4) in a Rocker device, 5 min each. Use the right antigen
retrieval buffer and heat extent according to tissue characteristics.

2.3 Circle, Block endogenous peroxidase: Wash three times with PBS (pH 7.4) in a Rocker
device, 5 min each eliminate obvious liquid, mark the objective tissue with liquid blocker pen.
Immerse in 3% H>O: and incubate at room temperature for 25 min, kept in dark place. Then wash
again three times with PBS (pH 7.4) in a Rocker device, 5 min each.

2.4 Block with serum: Eliminate obvious liquid, mark the objective tissue with liquid blocker pen.
Cover objective tissues with 10% donkey serum (for the case of primary antibody originated from
goat) or 3% BSA (for the case of primary antibody originated from others) at room temperature
for 30 min.

2.5 First primary antibody: Throw away the blocking solution slightly. Incubate slides with the
first primary antibody (diluted with PBS appropriately) overnight at 4 °C, placed in a wet box

containing a little water.
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2.6 Corresponding secondary antibody marked with HRP: Wash slides three times with PBS
(pH 7.4) in a Rocker device, 5 min each. Then throw away liquid slightly. Cover objective tissue
with secondary antibody (appropriately respond to first primary antibody in species), incubate at
room temperature for 50 min in dark condition.

2.7 TSA-FITC (or TSA-CY3 ) solution: Wash slides three times with PBS (pH 7.4) in a Rocker
device, 5 min each.Incubate slides with TSA-FITC solution(diluted with TBST appropriately) for
10 min in dark condition.After that,wash slides three times with TBST in a Rocker device, 5 min
each.

2.8 Microwave treatment: Immerse the slides in EDTA antigen retrieval buffer (pH 8.0) and
maintain at a sub-boiling temperature for 8 min, standing for 8§ min and then followed by another
sub-boiling temperature for 7 min,to remove the primary antibodies and Secondary antibodies
combined with tissue.Be sure to prevent buffer solution evaporate.

2.9 Second primary antibody: Incubate slides with primary antibody (diluted with PBS
appropriately) overnight at 4 °C, placed in a wet box containing a little water.

2.10 Second corresponding secondary antibody: Wash slides three times with PBS (pH 7.4) in a
Rocker device, 5 min each. Then throw away liquid slightly. Cover objective tissue with
secondary antibody (appropriately respond to second primary antibody in species), incubate at
room temperature for 50 min in dark condition.

2.11 Spontaneous fluorescence quenching: Eliminate obvious liquid,incubate slides with
spontaneouss fluorescence quenching reagent for 5 min,then wash slides under flowing water for
10 min.

2.12 DAPI counterstain in nucleus: Incubate with DAPI solution at room temperature for 10 min,
kept in dark place.

2.13 Mount: Wash three times with PBS (pH 7.4) in a Rocker device, 5 min each. Throw away
liquid slightly, then coverslip with anti-fade mounting medium.

2.14 Microscopy detection and collect images by Fluorescent Microscopy. DAPI glows blue by
UV excitation wavelength 330-380 nm and emission wavelength 420 nm; FITC glows green by
excitation wavelength 465-495 nm and emission wavelength 515-555 nm; CY3 glows red by

excitation wavelength 510-560 nm and emission wavelength 590 nm.

3. Introduction to Technical Principles

The main principle is based on Tyramide Signal Amplification (TSA), hereinafter referred to as
TSA technology. TSA is an enzyme detection method based on the catalytic activity of horseradish
peroxidase HRP for high-density in situ labeling of target proteins or nucleic acids. The main
principle of the technology is that fluorescent-labeled tyramine becomes activated tyramine under

the action of HRP and H202, which attaches to the protein tyrosine residues around the target.
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This binding is covalent binding, while the primary antibody is non-covalent binding with the
target, and the secondary antibody is non-covalent binding with the primary antibody. Through
microwave repair treatment, the first round of primary antibody and secondary antibody are eluted,
and fluorescently labeled tyramine is still attached around the target. When detecting the second
target, it is equivalent to a completely new round of markers, without considering whether the
antibody of the second round cross-reacts with the antibody of the first round. Multiple targets can
be labeled only by changing different fluorescence markers. Double or multiple fluorescent

staining was performed using different fluorescent tyramines by repeated immunolabeling

4. Results
Nucleus is blue by labeling with DAPI. Positive cells are green or red according to the fluorescent

labels used.
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