D0 RecordBic’ LG %e)EpHBBHRY D

o o —
-7 11D E“ HE#E Shanghai Recordbio Technology Co. Ltd

CEZEREIEEFE Plus (FNAF-EE)

FREANGH: BEEZE 5 ORK(TSA, Tyramide signal amplification)dsi AR — 285 BAR T AL EE (HRP) XJ#E
T A AT RS B AGI J77%, RALE R E 414k i) DAB B 777%  , TSA HRFFE KA HRP FricH) —
P, [FIFEAXTRIA “BE” DI (HRP EMINN R BAR R B2 RIEY), FEAEmRNTOCEY, HE
YT 5HiR E SRR SR S, R EREM N S SR TOE R . 2 FERARME R LS bk
Vel 22 RN a5 A 1 — - —Hi-HRP E&4), HE T —M—Pi-hrp ZHOREE ZRIFE, ey —MEIg%R
JEEREA, WA = AT SEI 2 AR .

TSA VEAH 5 H 2 FI) FH % [ Tyramide ()i 040 0 g S 97 (% iz 35 7E HRP {4k H202 TR LBt 456 fr
M), PEAERENERY, %R S R O (B AE R . AR ARRE) G, XEE
PUR-PUR S G IALHE RERFOCRIIR, 4R HANIE 535 10-100 f5H958 . fipkyl, HXFI7E
2% B g% R A P EAr A 1 HRP (A& BEHARIROE ) SR E SR IR R RS PR
HE. KR HRP Ml EEMIER THE, BRIGIT & A MR RN EEL, [EFE AN 5%
HRFEL G . BB E KB ERE TR, gT—fRAE N S S PR gsibs, Mg amK
HRBEMSEENAY FEA L. BN —PORE RN, FNEHL. SRR E4E R, ®
NREEGW G, BREERNER. B THRRERTH AR —PuEEE, BT HEOPuRE R,
DK — T Pomh JE UL IC ) 8, KR/ 1 SR80 v T i A [R o oA e PR UL AT i PR ) o gl & it Wi A TSA
FoR, [\ =k BT RREARES AT DL AR e 1 e ) S B v BE LA . FETC R — SCht A i) HRP —Hislinl BA
BEAT S5, T HAR SBOR M EOCRIG 358 . A A 7 I R AR & R AR Z o b geRl oy DU Herh —Fhalics 2
fl: TYR-480Plus, TYR-520Plus, TYR-570Plus, TYR-620Plus, TYR-690Plus, TYR-780Plus. Mkl &
9 YRRl i B AL A F o T CASEZBLEARR . XUbR . = hR DA T %2 55 9% Y6 UK/ 22 EL AR BULAR 9% Yo br ic 45
hie, WRFE T A& NI,
RS 100T
RN &S : RCO086Plus-67RM
HFEE: 4/, —FEAN

R A

B s Fis TRAFE %A
TYR-480 Plus %t 4ek} RC006 W4ER, 50ul, 200x 4°C
TYR-520 Plus %¢ 64k} RC001 W57, 50ul, 200x 4°C
TYR-570Plus %)t 4k} RC002 W57, 50ul, 200x 4°C
TYR-620Plus %4kl RC003 WA, 50ul, 200x 4°C
TYR-690Plus ¢t Yk} RC004 W57, 50ul, 200x 4°C
TYR-780Plus %4kl RC005 W4ER, 50ul, 200x 4°C
TSA buffer RCB0086 36mL 4°C
HRP 11 =£40 %/ s H =3t RCB054 36mL 4°C
Dapi J4if CEP AL RCO5 10mL 4°C
EAREN v RCT002 50mL 4°C
3% A A RCO12 50mL 4°C

Yokl 515 TSA ekl R M =TYR-xxxPlus 7644 Bl+TSA buffer; TYR-xxxPlus 7¢64u%}: TSA
buffer=1: 200; TYR-xxxPlus ®YtZukl 5 TSA buffer 55 EL I 7] IR I8 B AR i R IE Ak, &fEyE
FEI o 1:50--1:400(1:200 K GRS BB RS ) 5 — AN — P & N % IR 1h-3h 9, @R
1 1:50-1:200, & —HUIF AR 4 FEI R (120 80BL B, EEIFRRE L] 1:200-1:400 B & .
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1. FEAHEE:
D AEYI A ARUCEDI R TN —H 28 T 15min-— 2K 11 15min-Jo7K LB T Smin-Jo7/K 28 1T 5min-95% 2,
% 5min-85% 2 B¥ 5min-75% £ Smin, ZXHK
D UKV A UK V) A [ 52 10-30min, PBS ¥t Smin, EE 3 I, %1 0.3% triton-X100 i 538 3% 20min,
PBS ¥ 5min, BH 3 K.
3) ZHHONE Fr BE A IA . APREEAE E 10-30min, PBS ¥ Smin B 3 X, 0 0.3% triton-X100 A
JESE % 20min, PBS ¥t Smin, EE 3 K.
2. HiRBR: ALY B T 255 PH 9.0 EDTA Btk Hi 8 Rl EE PH6.0 FriF IR il s R &b T
e T BURMEE (BT DL S E 1-2min 100 E7KE 15min 95 BE7K# 20min 2 A #EE 75 o
‘K 8min, 1%k 8min, FEHKK Tmin, MSFEHRIBT IE R AR, VIR . BRAHEREAE
F PBS (PH7.4) H7EML IR [ SRANPES 3 K, &K Smin. (IBRIEFUEE ZAFHRIEH LR L) i)k
RORH e, UKD AR A T A RS D 3D .
3. FEBTNEESELEE: V)TN 3% ENEA R, ERE LI E 15 min, K3 E T PBS (PH7.4)
HPE R B BB IR b Sl 3 Wk, IR Smin.
4. BN R EER R B V) RS P AL B AR A S Bl B (7 bR iaE ) o 7E R PN B AR R
(o H A AT 3%BSA B0 2R IME) oI E S A, FiRE I 30min. BSMEH: HAERBEBRA S
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A EFRRIFICL LG R), wT LA SRS 1 8 W —4, MRS 1 —Buar DU AR AF (FE I T
A LMRAE—DNH Z 0

5. Mi—t: BEAmE R, U BRI TR R —5 X, VIR FRCTERIR &N 4°C
WE LR 37 1-2h GRENIND KB IEIURZERD

6+ M hrp Z¥Hi: B E T PBS (PH7.4) FIEMLEARRIK E R BB 3 Ik, K Smin. V) METIEERE A
WIS —HAHR AR hep ZHUE AL, EOLEIRME S0min, PBS YE=IK. BRI AR &N
(1 hrp ILEHA/BOER SN AR, BAHE &SRB, MNTH, THREE.

7+ TSA RNHR RN R : K46 85 ekl 5 TSA buffer %[ 1:50-1:200 [ ELBIR A5, U145 N
1 TSA T FRl R B4 50 8 5 LA IR RO 1-15min (e E] 5min-10min) , PBS =7k (FisLi:
AISE G Imin P98 6 GRS BB T R GLE8OR i L B 1 55 4k 2200 o u GURHIn s e (i fE L 2 5
ERE G AT T —)

8. PLikLEL: YA BT HUREE R 95 FEKIE 25-40min CHRAE AR FHUASEA ) RE JHERE)D s
T NS R 37 TR e AR MR Y mIHC £ ABERE QKGR Ry BHSARWA) Emtes, 37
FETRCE 5-20 4r%h, FERVRBR, FFOCREINE PG BB E S AR A 37 FERE 5-20 4080, FUENLR, PBS
Pe=W, BIRS e CRE D) vl RS S0 I B0 SR e I s Mot 40 i A vk U100 55 L e A e Jd v ik
R/,

9., EH38BE (HfIHA—HF TYR-XXXPLus 764kl -5 — 4 Frid

10. EE 3-8 B (HH B —Fh TYR-XXXPLus 0644k -8 = %4

11. EX 3-8 5, (HH AH4—FF TYR-XXXPLus %4kl M4 Hrid

12, EH 3-8 BF (WA —HF TYR-XXXPLus KIE4kD ---58 HEthrid

13. EH 3-7 5% (H B4 —F TYR-XXXPLus K4k -85 hrid

14. DAPI S 34t ¥ & T PBS (PH7.4) WFIEMARRIR RPN 3 K, BIR Smin. V) MATE
FEFE N 0 DAPT BUFR BV GL, B iR F Smin-20min.

15, #h: B ET PBS (PH7.4) HPERL AR IR F SRR 3 K, RHIK Smin. V)RR 5 FPLR 6B K
BAFE A (RAGHEBR .

16. BRMAR: U T8 Ris/ LR /2 EvOLHIIU 2 6 Rg R4 R RERE.

Gkl BRI R
DAPI # 5 350 420
TYR-480Plus 450 480
TYR-520Plus 4%, 490 520
TYR-570Plus 4.4, 550 570
TYR-620Plus 590 620
TYR-690Plus 630 690
TYR-780Plus 750 780
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% BESZREARARR: A VRSB RAICTWREA KRR, REGHBKEKEERIEGR: B 7]
Be5 b —RPiicR B e BT R, T —SE A B m PR LI CK 25, PRV AR EERK (2
EVERUERE W% o C WRESESAFEAXR, AW MEE YR, — AT s, — K,
SECRMES KNG : D HAFTRAAEREE, btk FE, T—Ritdsidkhi/fieag%.

2. [al: TYR-xxxPlus %644kl 5 TSA buffer #i% LB BRI ?

2 ARF G REE R, £F I TSA WAIER 10-50 6%, HEE S AL, F9idem U FEmYger
WS () —HUIREE, (551K B e bR B/ S R [/ — BTk B s A RRe A, IREERR S, K
FREUEIG IG5 1:50 BEIRTFRRIE S, 1:500 S T HH TSA B 5.

3.0 BrEAEE T bR v B A E R ?

2 BUCE— bR IEE 9.0 EDTA95 J¥ 15-25min; 28 408k UL EPiRGe B/ IiEB R, @ UUTERE 6.0 95
[ 25min-40min, £FXf—4875 G5y ZHZ, HUARBEB AT LLR BTl (FRA A S2: mIHC & FHHiidk
RO 5 RGBS ) AT B 2 3 B RN B/ dapi #2954, SR PUR G BRI 18] (— iR
B# 37 FE 5-15min, 1-2 IRAEFS B HLEREAR M EE 5D .

4. 1a): JuRb A F ERHh?

% KRN ETI YRR KR, AR BT N, IR P ORI A, AR
RELE R BH G T HEG
5. W) M ARET, FRFRATURITT Qe ik ?

Zeo MEVLVERLM B, BEERSE R, AREG RO, RS AR BAE AT LA (i foxp3)
Bl UE & EDTA 9.0 BRI fehs; ML FA LY, 5 —5d % KH EDTA9.0/F & 6.0 2 —f8 &I
PLIEE R 6.0, ZHEI 6.0 -

6. : N AHBHER AR R B R R R B AP A R DL B R ?

% ARRERIPEARIUMTTRE, A BUARZ RN, RS AEIRRER, T LA A B PR PR B PRI
FEULRAE 50 R s s BAS S80I o, 0] AR Sl R S (] B iR s C: — Pk i & e Sl
B, SRA BRI REUAR L], BRI R GREEBCE I R BEE B E W PHD .

7. W A ) A mIHC iR N % ERE R ?

2. REER STy, HuiRRS % THC /mIHC/ THC-P,A 261% F 48 35 R 06 A1E (i AR 45
8. 1: AT Gt T FoAthadh O/ PR i 34 e i L 2

%o A: EEIIMEM L, AR ST T, AN SIS TE 2k-1w Z (8] B AREELF: EPfE
A NOYERAE R IR, WRE—NHARE)S, UG UGS RBETLZES, Witl4EY
FER BRI &, R TRBE T, A &R PiEH H202 FaE 5 sy, o s 7k &fe e
PE: C HmREE: S RBUE AT LUA R HARA F ) 10-50 .
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X &5 RN G/ HE: Co-staining of A and B was performed using a Seven color mIHC Fluorescence kit
( Recordbio Biological Technology, Shanghai, China) based on the tyramide signal amplification (TSA)

technology according to the manufacture’s instruction.
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