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EBAMAA: FEBE(E 5 BOK (TSA, Tyramide signal amplification) AR & —28H] H BAR
HEAGEE (HRP) X 0EE R AT bric I B 22 A D0 77 2, 2R A0UH I Sa e 4 Ak IDAB . 277 7
TSAB A [FIAE R FHHRPAR IE [ =80, FIFEA X R “ R 67 BIR CHRPAEAL I R BLAR 5 I TS
Jew IR, FEAERNTOCIRY), WEHIR T SR R R SR A, R
i EARE M S A IR OG R . 5 F BB SRR EUE U BRI DR £ AR LN 45 A I — B
CH-HRPE A, EE N M bi-hrp SHUORE SRWE, 5 MR RIRY, W
AR Sk P S 2 E AR .

TSAVEAH 5 232 F) FH % % Tyrami de (1 3 A0 M S S (% Jie 31 72 HRP A AL H202 T J7 A 36 1

SAN), PEAERKEREGE Y, e Ees B R E AR (B AR 2R
RIRIRIE) 56, XFEEDUE-PUAL G A K2 TOLRTUR, 4R HRNES/H
F10-100F5 358 . {81 B R UL, FHIX P 75 ik 2 8 S 58 e 2 R 91 By A AUHRP. i A2
BB, REMGSEIBIMAE RAEEE R OER . ROLEEHRPAIY E AL A 1 1E
M TN HE, BRI B C S R AR AL ARG, R EAEM SRR ELE. RE
WO BB KB S E A, AT —3dE LM 8 S PUiR gl hl, EMEi &Rt R
REAMESEEAT M EA L. BN —PORB RIS, JAmEan. 520 ik
B4R, KAERHAEEWE, REERNGER. A THBRERPMAGR—PARE, W

I TG T O BUAR RS O B, BB — Bt R & DU IC il 8, KKk T S 56 ¥ v I A [
PUARE B VCAC I BR M . AR U, WRATSARAR, [F—ik A7 LR i AR 8 mT DL F 4
S R R T P BT . FETC ) — ST SR AOHRP ik v AR AT SR, i AR S O A 5
RORSE 8 . A T I R 0G0 G B AR i e e ekl g LR ok — el s 2 F: TYR-480, TY
R-520, TYR-570, TYR-620, TYR-690, TYR-780. Whis7 & 5% 6 Gekel sk sl Fic & 48 A
AFDLSEIEARR . BUbR . AR DA TR 2 OO ION /£ B RNRPUA R bRl TR, WOKFEE
T A & N R

RAEHRKE: 100T

KA K S : RCF0086-34R-Fr/cell

HERE: BREFFGME, —FFH

RAEHRR:

R i) AL (100T) TRAT 56 AT
TYR-520% 6 44kl RCF001 BUFHZY, 8mL -20°C
TYR-5707% 6 44kt RCF002 BUFZY, 8mL -20°C
TYR-690% ) 4 RCF004 BUFHZY, 8mL -20°C
TSA+H 3 51 HL101 WHETL, S0uL -20°C
HRP I ¥Hifh 4t RCA054 RUA A, 24mL 4°C
Dapi 447 RCO05 BIA A, 10mL 4°C
PUAR R B TR RCO1 B, 30mL 4°C
3% FAL A RCO12 B AY, 30mL 4°C
IR L D & il RCO06 RO 2, 10mL 4°C
P B RC-010 BIFH Y, 30mL RT

*E I TYRRIEHE RTSA+HMBAIE 20T HAEK, ERAZHMERK.
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TSA+IMSRFIGE R EE: TSA+H IR BB 2 — 20 W BB Bk H S M KB BUK {5 5 5-106%,
TSA+IM5RA: TYRIEEH K W=1:500, fEFHTSA+MBAIARBIAMED, T ARER&

RS IEERMRAEM.
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1. BEBE:

) UK&E Y A vKi% YA [E 2 10-30min, PBS¥ESmin, FHE3K, Wi 0.3% triton-X100
WY EVRE%E 20min, PBS ¥ Smin, HEE 3K,

2) YHMTE F B8 40 B Fr e 4R IRARE S [ 52 10-30min , PBSPESminEE E 3%, Wi 0.3%
triton-X100 A JEEE 20min, PBS¥ESmin, HEHE3K.
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3) AEEY) A R UCE ) A ON L 15min-— I ZEI 15min- 7K ZEFL Smin-TE7K 2
FEII 5min-95% . 1% 5min-85% . /% 5min-75% /% Smin, Z81H/KPE (2 BE X2 5 i A A
SEUI R, EhnE 4L, R A ) B A ) A 2 e e A D .

2. hiEBH:

HAY BT a3 PH 9.0 EDTA Bt Ji 2 H s PH6.0 AR 12 & & il i &
HERT MW T ESEE (WA HEE. KBS REE TR o RN
Bk ggppid 7&Kk, VIZF R . BREEE¥I A E T PBS (PH7.4) FEMAREK LR
e 3 W, FIR Smin o (BBEBEAVEE K AFHRE 42U AL DL TR 2 BSR4 & 3& 1)
B, VKRR O MOREAS AT 24 W b5 B8 . PUJR S 52 W0 E #7248 FH F 5] EDTA9.03t 18 5
W (525 RCO4) MATEERPLEBEER (I85: RCO3) ) .

3 . ENMAFRESSAHEE: i 3% L ANEER, SHEEEHE 15 min , PBS (PHT.
4) HhIEBEREK LRSI 3 K, fIX Smin.

4 . EHRERSNAAALSECH A EHAEmE, #inH3% BSA-PBS (3i# H
fldt PR, = B F FA130min .

5. n—H: BRARBER, WinHIUERBRRRELGNN—PiX, 49°CHE I ReH37°
C 1-2h GE&EWN I EKBIETIAZEE) ;

6 « Im hrp =%Hi: PBS (PH7.4) TEMCIRIK ERBIPEL 3 K, BIK Smin, N5 —HiAH
RiAHJE R hep “HIE AL, BOLEERE S0min , PBS YE=IX, FEKSmin. AN
AARFN &N B HRP I E YR PN AL, BA e REE, A, THEEE.
7~ PSRRI R B ) i 0 R B 56l S N A A1 7 B AU B RON. 2-15min, PBSTE =
R (TSR ] S e Sminde 1% 9% Y6 Ge b g WU W g2 e o 2 L, G SR BH 4 59 4k 21 % o ¢ o
JeRl N o gt B B B A G gk St AT R iR R AR

8 . Hifk¥EB: WiINEE 37°C MAZRTABEMEImIHC T PR (KED R TE R
S BEFEA, 37°C JAE 5-20min, F VMR, T DI IE B B A e v
HREA 37 FEE 5-20min, FEREBL, PBS Y=k, FHIK 5 min IR BRI BT AR GG I v
BHMH, FTI3TCHUNE W MIEEERD

9. EXH 3-8 B, GBI TYRKELER) -5 ~#irid

10, EH 3-7 BB, (A AR TYR ZEGED —8 =4 hrid

11. DAPI HE¥ M. PBS (PH7.4) fEfitafi Ik ERzhPe 3 W, &KX Smin . N
DAPI BUH R G, #EZEEME Smin-20min.

12 . #k: PBS (PH7.4) fEMLGIEIR L RaIPEE 3 K, MK Smin . HPIIRICEKE A
U A CHEFAE R AU R KE A7, #7%5: RCO7T/RCO6) .

13 . BRAW: U TIOL DRI R /2 BIE 7O R IUZ 6 g R8T M EEH K
G . MR IR A] TR 2 W 9O R MET (585 HL-MIC) #FdMergedlt & 4b P11
ff (385 : HL-Merge) 317 B RE K AL,

AR K RO BRI
DAPI 1 4 350 420
TYR-480 450 480
TYR-520 490 520
TYR-570 550 570
TYR-620 590 620
TYR-690 630 690
TYR-780 750 780
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1. @|: AftasBar

% BEEZMREAREARR: A TRERBRFECHEA LR, REEMZE KW
MU s B AT GBS b —RePuih R bk s A I O &R, 0T — L858 H ) b B s Ak B dn CK
2, PRI AT B K (3 mEBEE A% ;o C. TRRESESATPEERA, W
WARAR AN BB G k), — AR R, — AN, SECRGE S KA D HAh e e
EMER, hndifkFiR, TRk sickhsEs.

2. @: IFBETRNAAEERTRNEAERE?

% BUUE —RPREIEE 9.0 EDTA,95 [ 15-25min; %5 “# ek BRIl /piRBE, &
WATE R 6.095 F£ 25min-40min , %X —2825 545 ZH 41, HUpe e I mT LR FH i e it
W (KA mIHC E HHARBEBBRC-010) , HoAwE B v i 1) K o] B £ 5 80 5 R 31
FEAC/DAPIZ 59 4%, 1ERACEPUATE DR T (— B =R E37°CS5- 15min, -2 68 E] 3 L
B SER .

3. @ BEREWERN?

Zeo ARG ST YR PUE K g, ARG T H YR N, R T T AR R
B AF, (HABETE RBHE TR .

4. 1|H: MEBHEN, BIFRERFDAERE?

%o MEULEILMIPUMA, BTERSG—f, AREL A, WEEMIRARRERT T LM (T
ul foxp3) , H—iEFEMHOES EDTA 9.0 BEMIEN: WIFKAKLK, @ KH
EDTA 9.07K¥E /T IR 6.0/ ik, 25 40 DL Bl & R AT B IR 6.0/ K%, 22PN
BRI BIR6.05 K% .

5. @: RHAFRBRAEIEEREREERRAREATENURERNE?

% R ROAEAILTIRE, A PUARZER, &SRR R, v DU R
WREE BRI DA R B ok e s BeAs S ORI 5, AT DA PR YL s o B i) s 3 9
C: —PukEdmuHEBEL

B, SR BB LLG], B IE T GRS M R EE B2l PH) .

6. I: MAEY S mIHC AN ZERFIEE?

2 REEMHRTIREYUAR, HUARRHER THC /mIHC/ THC-P, 1 25 1% FH 2833 7 B 56 IE (i 0 4

4

(&35 AR &/ FE]
Co-staining of A and B was performed using a Four color mIHC Fluorescence kit (
Huilanbio Biological Technology, Shanghai, China) based on the
tyramide signal amplification (TSA) technology according to the manufacture’s
instruction.
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