(e,
'\éj‘ HEEY EEREEMREAERAR
IR RS Shanghai Huilan Biological Technology Co. Ltd

ZEZERGREAENE r=58)

EBAHE: BB (S 5K (TSA , Tyramide signal amplification) 5 A /& — 257 Bl B iR 1T 2 (L B8 (HRP)
X BB R AT AR D BB RN T, RALE LB AL DAB B 5k, TSA BURFAEK A
HRP FRiCHI 40, FREA X R “ 807 LI (HRP AL NN S B4k R IR o e Bk, 7= 4B
WRSER, WEAE WS H)E B AR R SR A I 4 A, (ERE S B AR T RSN &5 A TR O
R ZEHBBEESE PR BRI RN S A —Pi-Zh-HRP 2 &Y, EE T M-
HRP PSR 5 E, #H0 — MR HRRIRY, b S Hn st 2 #Eirid.

TSA V¥ 48 J5 #1 2 F H 1% & Tyramide 3 S840 ) B e B (% % 25 76 HRP fiE 4L H202 T JE o3t i
HaEAA ), PPARKEBEEY, ErEPEES A B E ORI R R R R R R R
g &, XFEIE BUR-BUARSE &AL A KE M e R Ui, &5 A A G 515 5] 10-100 £51 5.
fa Bk, FIX ROy E 2 EAAE VO RFIH P LA A M HRP (i A2 EEMBR I E) , ki
WG SR MR R IEIEE D K. W EAAHRP Mt S E M EH FHOSL, BRI & A 5w
FERGRIE I BEL, FAEEAMERSRK LER TS, RN ocE ke EH KSR e E b,
Al — ARSI S PR e, M EMR kR RENGEEERAY A EA L. BN —
PikE —RIME, AMEMn. SRAMARABBELSR, K LRALEEH)E, BEERNER. #
FHREZTHAGHR—PiEEE, HELFHEOPEL XN, A& —H Pkl EICE H &, X
KR 7 S0 B B AS [ R AR SR B VTS A PR . o 2, R TSA oA, F kA T LA
1 $E A 0 RT DL 3 AR S M R I S SR ST B AR . BETC IR — SCPUR M HRP S Piat e LA gEAT SR, o A
T ORI A BOR ORI 5 . A\ TF R M AR R S R AR S L R e G R N LA R Hoh — Rl a2 B
TYR-480 , TYR-520 , TYR-570 , TYR-620, TYR-690 , TYR-780 . Mik#|&rh A 5% % ek} vl 84 0 ag
BC A A o ATCASEBLE AR . WAR . =5 DL R BE £ 8 % R OK/ 2 B RIVE HUA R ebrid % Thik, ek
F'/ T AR &

RAEME: 20T/100T
RAEHS: RCO086-23RM
RERE: BREFFGME, —FEFAX

A HR:

R s A% (20T) HiAE (100T) TRAF %A
TYR-520% 4 4L &} RCF001 BUFHZY, 1.6mL BUFH A, 8mL -20°C
TYR-570% Y 4 RCF002 BUFZY, 1.6mL RUAH A, 8mL -20°C
TSA+ 5 7] HL101 W4, 20ul Wiy, 50ul -20°C
HRP (L =4t % K@ H | RCB054 RIFEAY, 3.2mL BUFHZY, 16mL 4°C
7

Dapi 44 RCO5 BIAAY, 2mL RO %Y, 10mL 4°C
AR B W RCO1 B, 4mL RUF 2, 20mL 4°C
3% S AL A RCO012 BIFHZY, 4mL BIFH A, 20mL 4°C
FUAR G R 3 v 7 RC06 BIFHZY, 2mL BIFZY, 10mL 4°C

3 TYRRIEHE RTSAHHBAE-20ET HAEE, ERZH WAL
TSA+H SRR 7 ¥5: TSAHMBRAMRGHE — B MBREE SBARBHBKE S6-104%, TSAHEEM. T
YRIG L AW =1:500, fERTSA+MIRAIARDBAMIEH, o URERGHHRERFMEAHM.
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1. BEBE:

D A H: ARUCE TR N 2T 15min- I 15min-F/K 281 Smin- /K ZEEIT 5min-95% 2.
B 5min-85%Z. % Smin-75%Z. % 5min, Z&0EK V.

2) VKV e UKV A [E %€ 10-30min, PBS¥ESmin, B AE3R, W 0.3% triton-X 1007 E K iEIE 20m
in, PBS ¥t Smin, EH3X.

3) M€ B A0 IA . A0 MORE AR [ 52 10-30min , PBSYESmin® 37, WM 0.3% triton-X100
JEVR 8% 20min, PBS¥:5min, FEE3K.
2. HiEEH:

MY HE T H PH 9.0 EDTA BMEPURBE R PH6.O MEREBEEMBMEEET T Mk
FRHATHREE (WA EE 1-2min 100 E/K#E 15min 95 JE/KE 20min FHAAMRBETTE) o+
k8min, fFk 8min , HHKK Tmin , SEIFFEFRFTIEEMREEE KR, V2T R. BARAEHEKRE A E
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T PBS (PH7.4) "H{EMGAHRIR ERANVEHE 3 K, IR Smin . (IBEBAEE XA 2H 228 LR Bl
FARM T, VKR D) R RGN A A 1T A5 s D IR . PUEAS B R A IR T EDTAY.OPLEB B (5 : R
C04) FFTFBEMPLEBEEM (F75: RCO3) .
3 . EANAERESEAYEE: U 3% AL AR, SRBEEE 15 min , KB ET PBS (PH
7.4) HIERARRIR B RAYEE 3 X, B Smin.
4 | RERSHAD A MATEHAEAALZEEmE BFigudRE) , 7B NN uUs R
W CECE A PR 3%BSAECE 1 2E 13D HEIE AL, EHE B 30min o FAMEH: TR RS A
T SRR AR LA BB A, BT AR SR A EE MR P, RS 00— P ] DU EADY B AR AF (TR IR N T
PR —DNHZ A0
5 M—H: BRAEE R, EUA RIS BRI N —PiX, VIR T B S N 4eC
%A R B #E 37°C1-2h R & N> EKBT bR R
6 « M hrp =H: B HET PBS (PH7.4) H{EMGIEK LSRG 3 K, BIK Smin . YIAHETE
RN WMinS —PANMER hep “PiEGAHS, BAEERME 50min , PBS =K. 4N AR
&N B HRPILEST /BB P8P, BEEEm RS, M TH, THEREE.
7 « RICHBRBL: 1) i o 8O A 28 5% 0 e Sy 35 50 78w AR ON. 2-15min, PBSHE =ik (Tl SLE ] %
Fe3minfe TF 2GR G BB T S G (R, G0 R BH P 55 4% 210 0 98 't G ek hn o e s FE 2 5 I8 gk 4L
AT R PR G AR .
8 . Bik¥eM: AU N B TFHEBEERF 95 EAKE 25-40min CHRIEA R FUAIEM S 35 EE) 5%
FHOWINERE 37 EIAZREABMBAImIHC T HPUARERE KGRI FHREWH) BHEA, 37
FEE 5-20 4r%P, F AV, FHREIEEAGEBIRESEAR 37 FINE 5-20 5058, FUEMRBK, P
BS ¥E=ik, Bk 5 3% CREEY) A ] B #UE 2 0e B STk ve e e, 408 A vk U191 F 75 FH BoAac e it vk
HEATHEWD
9. EH 37 H®, (B —F TYRW YR 5 i irid
10. DAPI H¥4ME: i E T PBS (PH7.4) FEMGIRIK ERaNEK 3 W, BIK Smin . YIHRA
T e NN DAPT RUAH A 4ei, #OL=EFE Smin-20min.
11 . #k/: FHET PBS (PH7.4) HhEBGREK ERSPEE 3 X, IR Smin . VI FAT G HTLRE
VERE R E e GEFEE R A PR S KE 7, $8%5: RCO7T/RCO6)
12 . BRAW: U4 TIOLE MBI RE/Z BB TRV Z E G R T M RERG .,
A bR Z@EIEREEME (85 : HL-MIC) ¥ Mergefit &40 ¥ (185 : HL-Merge) #H1TH
BREE R AL,

TR K RO BN BB
DAPI 1 4 350 420
TYR-480 450 480
TYR-520%4¢ 5, 490 520
TYR-5704. 64 550 570
TYR-620 590 620
TYR-690 630 690
TYR-780 750 780
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1. |@: AttasBf?

e BOESZMERARR: A ARSNGB SO HITEA KRR, REEMHRRKNERIECH; B,
i RS E—RPARE AT R, W TR e PR i CK &, UM B A R K
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(32 UM BRESE) 5 C. MRt 5ESAPHEA LR, WM A EE LR, — i mEds, —4
AL, SEORMAGES KAESG; D HAMATRAEMERE, thnbtdhFE, TRtk sidkh/ieg%.
2. i: REBEFRNHAERRTRAEALER?
% BUCE—RPURBE 9.0 EDTA9S £ 15-25min; 25 8 UL LA R/BURIEE, #BUTER 6.095
[ 25min-40min , X —L8%5 G A, PriREER T DR PR (REIEE: mHC T HPAE
VEMLRC-010) , Ho A e o v ) 1) ik o] e 2 3 Bt 5 R 0 PR AR/DAPIAZ 85 4y, 1 BB HUAAR B B[R]
— R =EIREE37°C5- 15min, 1-2KAEFI B L E AR A 45 )
3. MA: REREWMERL?
% ARAETOCRRPUAE K, SR LT TEDE, IR I TR R EAE, (HARRE
NP
4. : FBEE, BEFEGENRSDAEE?
e MELAVER PR, BERE R, ARE S BG, WEXEMMIEFSRAER LM (ki foxp3) . R
— B MIE S EDTA 9.0 BEMIEM; RIFER ALK, 1B KH EDTA 9.0/KBE/HEIR6.0% K
%, B R A @ RHTER.ORIEE , Z2HEVIRHTERR6.0M K%,
5. B: AHAENBREERREREERRREATENURERSE?
% BRI AEE UM AR, A Bk 2w ER, BO RN R, 0T DA A v B i B PR Rk R
DL AE S 5m E R e s BAS S ORI 58, Al DABRAR GL i S BE A (R Bl IR B s € —Puik i | iz 2l
B, RG], SRRE S A G BCE B R EE B 52 PH) .
6. Hl: BAEYH mIHCHANZERERE?
% REGHBATERE, PuoEN %M THC /mIHC/ IHC-P, L 5 1% F 4853 il B3 536 F 1 ik 2 .

(&5 REME/FE]
Co-staining of A and B was performed using a Three 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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