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XPEE R E AT AR D B A Ve, RAUE s L DAB R B U7iE , TSA HORFE R A
HRP Aric i) —Hi, FEEA XN “8 67 2% (HRP AL NN SN K &R BB 28 6 KR, 7240
LR Y, AR Wl 58 BB R SR A, MR B AR E W3 45 A I i Ok
o L HPBBEEEHEIE Rk EFELNESEEM —P-Z9-HRP BE&Y, EET M-
HRPHREE R E, #0 MR S ED, Witk E 5T Ll £ Hirid.

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
A ), PEAERENRSY, oY Ee S B R E DR (R AR R AR AR = R R
BYGE G, X PUR-PURE S A A RERFOR IR, 45 R HANE 5153 10-100 5394 .
A R U, X FR 7% 2 E e ROt A H 9 B A B HRP Cff A 2 BEMEBR R , ki#E
LG S IR R ARG E R K. KL RAHRP ML S EKER FoEte, BRIGIE & A R
AR LMEE, FEREAFRER AEREE G R M BEHEE KB EMMEE L,
B — R AN S G Pk g e, MG R vxReXNM4d S5 ENEA FEA L. i) —
PURE _RIBE, MMEMS. FRHARBEREESR, ® LRSS EGHE, REERMESER. H
TRHREIEZPHAGE PGB E, FELHFBROPEL X RN, PAE—d b8 T &, K
KD T LW AS R A g AR BT I PR . 2 ve, mEREHTSA #AR, F—ikkh ¥ LA
() B0 A5 A T DAk AR R i s B R R e BE LR . FATC IR — BRI HRP S HUEi T DL AT SR E, T H
ERCY I ONIEEE NN S NN DA o 1 7 Wi = R N3 78 o 8 2 S 1 D Wl NS B S 1 T A L
TYR-480Plus , TYR-520Plus , TYR-570Plus , TYR-620Plus , TYR-690Plus , TYR-780Plus . I it 7 & th
19 6 e Bl o] B G o AT DASEEL bR . BUbR . = bR LK 2 B O TROR /2 (R IUR P A
Pric s Thee, MORFEE 7N S0 N .

HAEMHE: 100T
KA &K S: RCO086Plus-34RM
HERE: 4 B, —EF%

A HR:

B2 e A PRAF 55 AT
TYR-520Plus % G 4Lkl RC001 W45, 50ul, 200x 4°C
TYR-570Plus %% ¢ 4k} RC002 W4E7, 50ul, 200x 4°C
TYR-690Plus ¢ g YLk} RC004 W45, 50ul, 200x 4°C

TSA  buffer RCB0086 18mL 4°C

HRP 1t/ iEH =41 | RCB054 15mL 4°C
Dapi 4 CHPAHZY) RCO05 10mL 4°C

T8 7 B W RCO1 30mL 4°C

3% HALE RCO12 30mL 4°C
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1. BEHEE:

D AT R AR R TN ZH2RT 15min-— 2RI 15min-J6/K ZEED Smin-Jo7K ZBEIL 5min-95% &
B 5min-85%Z. % Smin-75%Z. /% 5min, ZE7E/K V.

2) UKVEYD e UKV A [E %2 10-30min, PBSPESmin, B E3IR, AN 0.3% triton-X 1007 E 1% 20m
in, PBS ¥t Smin, HE3K.

3) Y€ e A0 IA F . A0 MORE AR [ 52 10-30min , PBSYESmin®E 37, WM 0.3% triton-X100
JEVRi83% 20min, PBS¥:5min, FEE3K.

2. hiEEBH:

HLAY BT PH 9.0 EDTA BMEPEBEREREE PH6.0 MrERBEZMBNEE &Y T Mk
PN PURBEE (WAL K 1-2min 100 /K& 15min 95 JE/KIE 20min FHAARBETTE) o+
k8min, fFk 8min , HHKK Tmin , SEIFFEPRFTIEEMREEE KR, V2T R. BARAEH G E
T PBS (PH7.4) HEMOREIK ERAPEG 3 K, BIK Smin » (BEBEAIMEE F AR LKL L H R
KAURIE, KR FIAH B AE A v 4 B 0 0% . Pr)s e B HER(F IR A EDTA9.OH B EW (fi'5: R
C04) FFFBEMPLFBEW (Ii5: RCO3) .

3. HAERELEAYEE: U AN 3% EMERR, ERELE 15 min , HHET PBS (PH
7.4) RIER AR ER3NVES 3 K, BX Smin.

4 | RSB EAD AR R TG A LS B m R R BA R E D o E R N I PR R R
W (B HAh A 3%BSAECE L EMiE) WAE S, FiREMW 30min . BN FUARRBRRAN
TS FORT AL B R, wT AR SR A ECE MR — P, MRS B — P UK HAPY BE AR AF (IR N T
URFE— DN HZ A

5 m—%: BREAHEBER, EUA LEINHEUARR BRI —PiX, Ul PR RE & N 4eC
1 A i W B E 37°C1-2h R & NI EKBTIEPiiR &R

6 « M hrp =Hi: ) ET PBS (PH7.4) HIEMEGIRIK RIS 3 &K, BIK Smin - VIAMETE
TEPE NN S — HUAH R AR FHRP —HiE 4, BE=RMFE S0min , PBS ¥ =K. FIMEH: A7)
BN B FHRPIL ESU S/ BOE H PN R, B &R, BN, EHRIEE.
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7 TSA REBRMBRMN: K4 H 7Otk 5 TSA buffer #%ME 1:50- 1:200 HILLEIRESE, VI
WA 80 TSA WOEH R R MRS B G EHRE/ XM 1- 15min (B fERE Smin- 10min) , PBS =
RCTRERES mIoede Iminde T 98 e ekl Jo s N W B2 ge 3R, G SR BH 4 59 4k 21 1% 0 ¢ 6 e el n ok 4 ¢
R EH R AR S gkl R 2B .
8 . Bidk¥kB: A ETHIEBER T 95 FEAKM 25-40min R B HUASER ) R 3G R EEE R 5%
FOWMEE 37 EWAE BB AImIHC AU (KETT R TR A W) EEfEAR, 37
PEE 5-20 4yeP, F AV, FIREMEEDUATORE SR 37 BERE 5-20 8, FHUEMW, P
BS ¥ =k, Bk S g CREEYI R o] S & e B B ve v e e, 40 e S ok U101 A 75 B AA e I
HEATBEW
9. EX 38 HB|W (HH HH—F TYR-XXXPLus %4kl -5 —#FRid
10 . EH 3-7 BB, (/55— TYR-XXXPLus WGk -3 =440
11. DAPI H¥4ME: 55T PBS (PH7.4) FEMEIRIK E RN 3 W, IR Smin . YIARA
T e NN DAPL RUH A 4ei, #OL=EFE Smin-20min.
12 « #A: 34 ET PBS (PH7.4) FEMEERK LRSI 3 K, K Smin . VIFFHETE IR
VERE R E e GEFEE R A PR S KE 7, 185 : RCO7T/RCO6)
13 « BERAR: U4 T8 BMe /LR A/ZIETOCRRAUZ IS RS FWE I RERG . HEE
A bSO Z@EIEREEME (85 : HL-MIC) ¥ Mergefit &4 ¥ (185 : HL-Merge) #H1TH
BOR S KA B

Gkl BRI R A
DAPI Wt 350 420
TYR-480Plus 450 480
TYR-520Plus 4# {4, 490 520
TYR-570Plus 550 570
TYR-620Plus 590 620
TYR-690Plus 640 690
TYR-780Plus 750 780
TYR-700Plus 680 700
TYR-650Plus 630 650
TYR-540Plus 515 540
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1. |: Afaspar

% FOS5ZMEEARR: A WTRESRG RS HREAGRR, REEHERKHGEMNIELA: B,
A BEH E AP R R AR R, T BRI O LR PR EL n CR 2%, Bk BRI 0 T T K
(38 mPeimE RS o C MRS ES A PEEXR, WwMEAm MaEgEe, —MagEdes, —4»
AL, FEORME S RAEMGE: Dy HAeTREAEER, bk FIR, N RPksidRisE .
2. [@: TYR-xxxPlus ®R)¥Bl5 TSA buffer MRBELHAERRIL?

2 AR R B R, W TSA WA 10-50 1%, EEE S AR, (F51 58 W FREYR K
JE /S SR B/ — Ok B, A5 TR R YRR BT/ S N R/ — PR s AR SRR A, R, K R
A S 1:50 RS miRfES, 1:500 MY THH TSA 5.

3. B: EBETR/HARRTREAEE?

% BWE—RPURIEE 9.0EDTA95 & 15-25min; 25 e UL EHUAREE/SIRBE, #IUUFER 6.095
£ 25min-40min , 15X 225 G AL, BUARGEL AT LUOR LR TR (RFITEE: mIHC T H Pk
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VEWLRC-010) , HofAe e o v i) 1) ik 4 o] B8 2 F B J5 R0 PR AR/DAPIAZ 85 4y, v BB HUAAR B BN [R]
— W EIR B H37CS- 15min, 1-20K A8 B LA E AR 45 )
4. H: REREMERNE?
% ARAE VORI K, SREILH ORI TEDs, IR PRI TR EAE, (HARRE
pNED AN
5. @ BBREN, RES/HEEFDTEE?
% MEULPEB PR, SRR —f, ARE G B O, WREM IR e LM (b foxp3) , 2
—HEFE UE S EDTA 9.0 BEMIEN; MK ALK, F—HE% KM EDTA 9.0/KIBENTERRG.0 H
%, BB R AU, Bl SR AT IR 6.0 KL . ZHIE VIR AT IR6.0 K%
6. M: AHAENBRAEERFUEREERFREATENURERSE?
% ERERMEAIUMTRE, A PURRZWER, BE /AR R, IR BB B PRI B
DL RAE S 9 FE R e s BAS SO 58, Al DARRAR YU SIS (R BB R B C: — ikl msiE e 2l
B, RG], SRS S A G BCE I R E B 52 PHD
7. B: BAEYH mHCHARNZEREE?
2 REE TSR, UM IR THC /mIHC/ THC-P, At 4 3% F 483wl B 36 A1 IO 1A 25
8. H: FRAAXNFHMi#O/EERIAEREEBR?
%o AL BRI L, Hoh g R S A T, AN SN AE 2k- 1w A By RROEMELF: BPAE
FIEA N IRAEF IR, WEE—NHKRES, TSl DLARNE S R L E R, BEEAEYIT
REEHRAN &, R TR, B&5MEY A, A H202 RERIEms, ks 7 ilmafke
Py C. BRI RBUE: Hom R USRI T ) HAL A F B 10-50 fF.

(30 51 A RM &/ i)

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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