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A=A & m R IR & (9 %612), BiBiotin Quantitation Assay Kit (Fluorometric), J&3& T 2% ¢ ILIRAE R
(Fluorescence resonance energy transfer, FRET)$ A, @i 4E 4 & (Biotin) ) 5if 35 4+ 18 7% K HABA 5 FITCY% Y Gk bR i 1Y
Streptavidinfi# 55, 5 EE K H(Excitation, Ex) 492nm/ & %1 J(Emission, Em) 520nmAb {75 e 8 T, M & A 8 A
Z k. DNA. RNABN A G054 AP0 3 b i R K BORE i b A P 20 B R ik e

AW E BRI G, WO Y F AR 1d 8 = AT & (Biotin Labeling Quantitation Assay Kit). ¥ # K
Far 5077 & (Biotinylation Level Assay Kit)BUAE 4 2 An 1c 8% A {57 & (Biotin Labeling Efficiency Assay Kit).

HABA, HJ4-Hydroxyazobenzene-2'-carboxylic Acid, H 3L AMNA-RIEMEER-2-RIR, £—F/N TG, CAS
5N1634-82-8, 7 T XN CisH1N203, 70 T8 N242.23, 2 —FE 5 585 2R MR R A 59 EAE T RO St 9 ekl
(Fluorescent dye, F)¥ric ) Streptavidin 5 HABA (Quencher, Q)/E R E &%), B A% IR 58 & % # (Fluorescence resonance
energy transfer, FRET), Streptavidin bAric ({28 63 F B A K (). SAEM R MEER B AR R EA J1(Kd=1x10"M)A L,
HABAFIEE 8 SR A 2 1SR A EL55(Kd=5.8x10°M), FrLLAEMER . AW EFFCIER . £k DNA. RNABUVN G THAEY)
S R 3E 4 B HABA, S 808K 6 (Excitation, Ex) 492nm/ & 5 Y6 (Emission, Em) 520nm {52 YA TH i, 9G1HE SR
PR BE R B ROEADC(EI) , BP9 Slkng, oA = sm.
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peptide, DNA or RNA
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(High-throughput screening) i) H sh L E:AE R 4t .

AR & R S FE AL 100 S BiAR 27, AR SR AR 7 2 R FE ¥R BR 2940nM (4pmol), 388 % &5 FLAX 75 %2
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HABA/Streptavidin-FITC Premix Sml 25ml -20°C,
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Reaction Buffer 10ml 50ml -20°C
Biotin Standard (5uM) Iml Sml -20°C
Biotin-BSA (Positive Control) 200l 500ul -20°C
Protease (0.1U/ul) 100l 500ul -20°C
HERFI:
1. Reaction Buffer #£-20°C {47 B AL & A UTIENTHT, 7 37°C /K INAE 2 58 &R
2. PrA R S A MR TP R RS AT, S 58 B i ) N S R 42 KR R R SR A R AR
3. Biotin-BSA (Positive Control){{/E AV ZH AR HIFEVEXT IR, APt BARR A R brid 2=
4. KPR 96 FLEBAR.
5. APFRAURT AL N ARSI, AMEH TIRKIZEEGGYT, AR TR, MR T EEEEn.
6. N TR AR, 1 57 LI AR I — IR T E R AE
i B -
1. Biotin by Hi £ B &
a.  HIELO0. 1. 2. 4. 6. 8. 10. 12. 14. 16yl [¥] Biotin Standard (SuM)¥AE NN 96 LB+, F:F Reaction Buffer %k

% 50ul, SLIHRRYE S Biotin ¥4 0. 100, 200, 400 600. 800. 1000, 1200 1400. 1600nM.

LN 50ul HABA/Streptavidin-FITC Premix, M 2 R4 22 11 Biotin #7374 0. 5. 10+ 20 30, 40. 50. 60.
70, 80pmol.
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18 F 2 THREBE bR BEAT 98 e %, W0k S (Excitation)y 492nm, & &Y (Emission) Ay 520nm.
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a.

H49ul S EAES, WREAFESIKED S, 7 BLH Reaction Buffer X 8 [ S T3&E 47 %

vE: AIH Biotin-BSA FHYEXHE, HY 25ul Biotin-BSA (Positive Control), JII A\ Reaction Buffer & % 49ul.
FEANFES 2 B IIN 1ul Protease (0.1U/ul), 37°C Ak % .

VRV R G E B .

FHMEXTHR: % Sul Biotin-BSA (Positive Control) I\ E] 96 fLE ', H Reaction Buffer #M & % 50ul, B# D IE 2
FH 2% 50ul Protease YH i 7% Y Biotin-BSA (Positive Control)F£ I 96 FLAR .

F4 50pl #E S EGP IR 2 R4 Protease THALIE W AR EIFE SN 96 FLAR A, GnSAE S AN &2 50ul, H Reaction Buffer
AR E 50ul, FFTFIMAFE R TN Vsampeo

ZFLIIA 50ul HABA/Streptavidin-FITC Premix, &%, =iREHE 5 40480,

5 2 ThREEE bR GEAT 26 e, UK Y6 (Excitation) ) 492nm, & ¥ )(Emission)y 520nm.
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L ARSI R RN, EUUEANEER 3 4P TR .
2. RSO RES M [N, # B RN RGEE 15 080

4. EVEBAEV RSO ERITE.

a.  AriERhZI%E(ZaE—): L Biotin ¥ &N X fll, 2 ThReBEbR s HU K 6 i (Relative fluorescence unit, RFU)A Y
M, BNIAREMIZR(EL LM CR) (WE 2 Fr), PIERREIAR.

b PAUE(ZIE—): R RFUsample BUEIERE P A BB AHUL ) RFUBiotin standara T3 ELZRERPER R, AR A
Bi4n: RFUsample A 8, 52 BUEAHIL ) 30pmol F1 40pmol Biotin Standard ] RFU 43 4 7.59 F1 11.44, RHEIX
P A 2 A0 Y=0.385X-3.96.
¥ 1: HABA/Streptavidin-FITC Premix A% JiEA — &€ (% GEH, FR N Biotin Standard ) REUBlank controt N4 0
RIEFHILR, AR EEITE.
¥E 2: RFUsample JG 75 875 RFUBlank Control o
Ve S PR ¥ .8 i Y TR B R TR @l L 5 N 2B T N v 0 e 0 A L D = = e e ES A (R - R P S S
FORNUER .

c. ¥ RFUsampie TEN Y RN, RAELS I X GBI AREAFLH & A A4 2 (Biotin) )i ) = (pmol),  [FE A A
THHE B AR AV EPRCIIRE .

d. EWAEMERCHEA. 2. DNA. RNA B/ 7 A0S 055 1Y) 5 & (pmol):

Sample concentration (mg/ml) 6
= X X
Sample (PIHOD Molecular Weight of Sample (Da) VSamp]e(l-ll) 10

7E: Sample concentration (mg/ml)$i & £ i AT Ao FBE AF IR i 13RS
e. WHAEMZR/EN. ZIK. DNA. RNA BN F6 &% 1B /K H(Degree of labeling, DOL):
Biotin (pmol)

DOL =
Sample (pmol)

W HETEBUE RSN R A . K. DNAL RNA 8UNS T S Y& B ZbRic 19 F 245
£ iHERH:

BSA: MW 66,430Da, concentration 0.1mg/ml, RFUsampe=8

(a) MR S5 A 15 54 Y=0.385X-3.96, 8=0.385X-3.96, X=Biotin (pmol)=31pmol

Sample concentration (mg/ml)
Molecular Weight of Sample (Da)

Biotin (pmol 31 pmol
(c) DOL = O, e P
Sample (pmol) 7.52 pmol

X Vsample (M) X 106= 0.1 (mg/ml)

. 01(mg/ml) g
66430 (mg/mmol) X 5(ul) x 10°=7.52 pmol

(b) Sample (pmol)=

= 4.1 Biotin molecules per BSA molecule
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20°C f#47, —4HEH . Hrh HABA/Streptavidin-FITC Premix Zi#E Y6 4R14F o
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