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NEZETOCHRAEFE Plus J\riLt)

EBAHE: BB (S 5K (TSA , Tyramide signal amplification) 5 A /& — 257 Bl B iR 1T 2 (L B8 (HRP)
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-
HRPFHURE W E, N —Flgkx NEEY, WitdEEHnr il 2 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
ERED ON IR NN S NN S o TR Wil = N LY 70 7 S B Wl NS N Sy 1 A
TYR-480Plus , TYR-520Plus , TYR-570Plus , TYR-620Plus , TYR-700Plus , TYR-780Plus. TYR-650Plus.
TYR-540Plus - BCiRX7 & B9 e ekl vl sk id & H . AT LRI B bR . AR = A DA R E £ &
W ICIK/ 2 ERNEFUA ROt hR I DR, IORFEE 7 S e i .

RAEME: 20T/100T
RAEHRS: RCO086PIus-89R
HERE: 4 B, —EF%

A HR:

4 ige1 LK (20T) A% (100T) TRAT S5 AT
TYR-480 Plus %% ¢ 4k} RC006 WAL, 10ul, 200x | WRZEAL, S0ul, 200x | 4°C
TYR-520 Plus % 6 4k} RCO001 WAFAL, 10ul, 200x | WAL, S50ul, 200x | 4°C
TYR-570Plus %% ¢ 4k} RC002 WAL, 10ul, 200x | WR4EML, S0ul, 200x | 4°C
TYR-620Plus %% ¢ ek} RC003 WHERL, 10ul, 200x | WHEAL, S0ul, 200x | 4°C
TYR-700Plus % ¢ 4k} RC007 WA, 10ul, 200x | WRZEAL, S0ul, 200x | 4°C
TYR-780Plus % e Gek} RC005 W4, 10ul, 200x | WR4%Y, S50ul, 200x | 4°C
TYR-650Plus %% ¢ 4k} RC008 WAL, 10ul, 200x | WR4EML, S0ul, 200x | 4°C
TYR-540Plus %% ¢ 4k} RC009 WHERL, 10ul, 200x | WHEAL, S0ul, 200x | 4°C
TSA buffer RCB0086 | 12.8mL 64mL 4°C
HRP I EHif = RCA054 12.8mL 64mL 4°C
Dapi 4 CHPAHZY) RCO5 2mL 10mL 4°C
Pt A4 W B VR RCO1 16mL 80mL 4°C
3% HALE RCO12 16mL 80mL 4°C
PG KA ) (R AL | RCO6 2mL 10mL 4°C
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* PR R HEE: TSA BRI RMB =TYR-xxxPlus %XHB+TSA buffer; TYR-xxxPlus3% 63kl
: TSA buffer=1: 200; TYR-xxxPlus 6%l 5 TSA buffer )78 EL 1 n] DLUKRHE B4R 15 il R 3% 1 5
etk AT 1:50-- 1:400(1:200 K& 7015 O REAF B 45 50D — @I —Puis & I F % ¥R 1h-3h

P, EBRRE LA 1:50- 1:200, #H—HUFER4 B (12h (0L ED) , EIFRHH] 1:200- 1:
400 BLHE .

[SRERERE]

&= (%
A %tﬂﬁﬂﬂm’&—phm’g —» 3%H202ET 7]

ANZ Sy

DAP | 4% «—TSAZ RIS S K 45 H M H

HE—> & HRP—IT «— —Ij1

[FARESR]

1. BAKE:

D AEYI R AR YR TN B KT 15min-— F K11 15min-Jo/K ZBED Smin-Jo7K ZBEIL 5min-95% 7.
B% 5min-85%Z % 5Smin-75%Z % Smin, ZE1E/KYE.

2) UKV e UKD A [E € 10-30min, PBSFESmin, BEAE3IR, W 0.3% triton-X1005% EREE 20m
in, PBS ¥ S5min, FEHE3K.

3) YU TE Fr B 40 MR Fr e 40 REAS [ 5E 10-30min , PBSPESminEE H 37, WhN 0.3% triton-X100 i
MR WEE 20min, PBS¥:Smin, FEE3WRK.

2. hiEBH:

HLY BT AW PH 9.0 EDTA BMEHUREE R EE PH6.0 MTERRIEESZMBMBEE+H T MK
AT HREE (WA DUHEE 1-2min 100 FE/K&E 15min 95 FE/KIE 20min SFHARBEEHE) o+
k8min, -k 8min , FHHKK Tmin , MIEFEHRIFTIEZMEEERK, V2T . BRAEHEEE N E
T PBS (PH7.4) FEMGRRIK ERAPEH 3 K, MK Smin . (BEBEAEE K AR HSA KDL bR
KRURWE, VKR A4 S FE A T 4 BE P 3R . Pr)5 e BAE R (E IR A EDTA9.0H R EW (7i5: R
Co04) FIFFBERRPLEBEE MW (Ti5: RCO3) .

3 . EANAERESEAYEE: U 3% AL AR, SRBLHE 15 min , KB ET PBS (PH
7.4) FLERARIK ERABES 3 K, BIX Smin.

4 | EERERASED AT G H A AL F B B LR E) 5 1F B NN PR R R
W (B Hfh s A 3%BSAEE I M) WAESAS, KiEEMH 30min . MY FUARHBRBRN
TSP ORG I LA R B 8 ), nT DU Sk A P ECGE R R — B, RS 1 — B nT UK BT B AR A (FE IR N ]
PRI —NHZ 0
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5 n—5: BREANEBER, VA LEIIAPUERBRRER TN X, YR FRT LR aEn4ec
HEE®mE#37°C1-2h GEE WD 8RB IEPERZEK)
6 « In hrp =Hi: B ET PBS (PH7.4) HEMGEK ERIMEE 3 K, IR Smin - VAR TE
RN WS —PHNMER hep ZPiEGHS, BAEEMNE 50min , PBS ¥t =K. ZsMEH: AiK
FEHN B PHRPI FEHi R PN, BAE & RBE, METH, CHRECE.
7 « TSA ERPBRMBEM: K47 YRS TSA buffer %8 1:50- 1:200 fILLEHREH5, YA
WINES & @) TSA PePerl R B IA1E G HA E /XL 1- 15min (AR E] Smin- 10min) , PBS ¥ —
ROCHISESS ArJe s Iminde T 08 Y Ge bl G B N Mg gL R, dn 5 FH 1 55 4k 25235 i ¢ O'e ekt in i e ¢4,
WEIEH B A S S G AT R ) .
8 . Bik¥eM: AU N B FHEBEERF 95 EAKE 25-40min CRIEA R FUAIEM S 35 EE) 5%
FHOWINERE 37 EIAZRCABMBAImIHC T HPUAERE KGRI FHREWH) EHEA, 37
FEE 5-20 43%h, F AWM, FHXENEEPARREE SR 37 ERE 5-20 280, FUEmw, P
BS ¥E=Ik, Bk 5 3% CREEY) A ] #8582 0e B STk ve v e, 408 A vk U191 F 75 FH B A e it vk
HEATHEWD
9 . EXN 38 BB (B —F TYR-XXXPLus %Gk 5 —#hric
10 . EX 3-8 BB, (H/U B4 —F TYR-XXXPLus GGk 5 =8 R0
11 . EH 3-8 BB, (/55— TYR-XXXPLus %4k -3 A AR
12 « EX 3-8 BB, (H/U B4 —F TYR-XXXPLus %G HRL) 5 HFRIC
13 . EH 3-8 BB (/55 —F TYR-XXXPLus WGk 3 AN ARIC
14. BEH 3-8 BB, (/U Hs—F TYR-XXXPLus #04kD) - H-Li R0
15. EH 3-7 BB (/R —F TYR-XXXPLus #04ukb) -5 )\ & h5ic
HE: WRESE—RE780plusiebl , FTMUEHEDTARMNERE—PEBE, URBRKEER.
16. DAPI H¥dMiE: v & T PBS (PH7.4) WHEMGARK LR 3 W, fIX Smin . VA
TREEE AR DAPL BIH A 4e, #OL=IRFE Smin-20min.
17 « #K5: B ET PBS (PH7.4) FEMGRERK ERSTE 3 K, FIK Smin . VIFFE T IR
PORE R E R EFR IR A b e K A, 185 RCO7/RCO6)

ekl WK RSB
DAPI Wt 350 420
TYR-480Plus 450 480
TYR-520Plus Z¢ff 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

18 « BRMM: U4 T R/ RE/ZEIE VMU LI A KA TR RERK.

[FAQ (2% H B —&kia &) ]

1. . Atassf?

B BOEZMERARR: A TREERGREICHHIEARR, REEMRRKNGERIELR; B,
RS E—RPARE AT SR, W TR e m PR i CK &, UM B A R K
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($2 =R E BE%E) » C. WRREESAFEARR, WU EE LR, —PmEds, —1
K, FEORNE S KENGE; D HATRAENER, Ptk FR, F—Riksickiifgeg%.
2. [: TYR-xxxPlus 3%t¥k5 TSA buffer WRELHIBERMRL?

% ARF S RBUE LR &, A% TSA A& 10-50 %, FERE S A8, 550 MR Rl #
B/ RER )/ — HUR B, A5 5 I B8 GuRh iR B/ I BB (] /—PriR B s AR B Rr i, IREEBR S, B it
A ERE S 1:50 RRIRSRME S, 1:500 M4 TH M TSA 55

3. |: HRBEFRMAEERTXEAEE?

% BUE—RPUEESE 9.0 EDTA95 B 15-25min; 2 R UL EHRBEI/AEE S, BUUTER 6.095
fE 25min-40min , X —L8%5 G4 IS, BUARBER T R H PR BE G CGRAEIFER . mIHC L H bk
Ve RC-010) , A4 P Bt v I TR] 3 < 7T 8 2 3 BT R ) PR AR/ DAPIRZ 55 4%, 13 S B 45 B e It st 18] (
— RS #37°CS- 15min, 1-2KEER B LR HIARM LR .

4. [9: REREW/ERBN?

% AW E RGBT R SR, AR HOBIT TR, TSR R AR R AR, (HARALE
N ED A e

5. B: MBHRR, BIEF/GUEETDAEE?

% UGB IULAE, $BERG 5, ARBELF 6O, WREMM AR BAER LM (b foxp3) , 2
—RIBHEMIES EDTA 9.0 BEMIs: MIBERAILE, H—HE % RH EDTA 9.0/KMEATEEL6.0m [k
%, TR AL IR AT RR6.0m ik, 2 HE VU R AT R 6.0/ ik .

6. H: AHAFMEFERREREFAREATENUREFTE?

%o AEFFRIAEATLMATRE, A BURR ZRER, B SRR R, T DA S R AR B PR AR B
A RAE R ER IS BAS SOR 58, P DLRRAR G S Rl (R B ik s C: — Pkl melE B2
£, RH BN BEDUA LG, siFEE S A GG I R ECE B EW PH) .

7. B: BAEYHF mHCH AN ZERIER?

% REEHRCEDUA, PUAENHIERH THC /mIHC/ THC-P, A 5t ik FH 48 i mt bR 36 10 il H ik 45

8. H: AEMAEXN FHALMO/E= AN KRB ERE?

Zeo Ay EmEYEOEL, HoAth O S s S T, IRAENAA BN AR 2k- 1w Z 0] By AR MRS BPAE K
FIEA N T IR, WREE—DMHRRERS, TGS DURNES RBUE LE R, BEEAWIT
REHRRA G, R T HEFETT, A&MERPHA. BiEH H202 FoE sy, ks 17 ilin & e
P C. Hm BB s REE W USRI HAth A R 10-50 1.

(&5 AR &/ 3]

Co-staining of A and B was performed using a Nine 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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