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B AT FIAEY R € ERIRF & (P8 61E), BlBiotin Quantitation Assay Kit (Fluorometric), s&3& T 3tk
AEE 4 (Fluorescence resonance energy transfer, FRET)H A, 1l id A4 ¥) 2 (Biotin) 58 3 4+ {8 ¥ K FIHABA 5FITC
PP R FRIC ) Streptavidinfi® 85, 5 BUE K 6 (Excitation, Ex) 492nm/ & 5f ¢ (Emission, Em) 520nmAb i) 5 Y6 85 T+
. ANMEERNEH. Z8K. DNA. RNABUN G TGSV A P 3R FRic i 7K1 BRE it A AR P 2 R 2 1 k)

By I

R E BT &L, WFON AR PR € /47T & (Biotin Labeling Quantitation Assay Kit). £
FAIKP A AR & (Biotinylation Level Assay Kit) Bl AE 72 b 2 #4677 & (Biotin Labeling Efficiency Assay
Kit).

HABA, Bl4-Hydroxyazobenzene-2'-carboxylic Acid, #13L &R NA-FZIMEE IR -2-RIR, £— /N THEY,
CAS541634-82-8, 4T NCi3HN0s, 43T HA242.23, & Fhg 5 8E R R 2R A FM FLAEF M gkl 5
ot 4% k| (Fluorescent dye, F)#5 it i Streptavidin 5 HABA (Quencher, Q)£ i & &%) » NI R AL B R
(Fluorescence resonance energy transfer, FRET), Streptavidin FFR G CIHE A K (). SR LA R
s R AN 1 (Kd=1x10"M)A L, HABAREERESR AT R HUSE A 1855 (Kd=5.8x10°M), AT A bRt
HH. ZIK. DNA. RNABUN > F AP @S 5858 B HABA, S80SOt (Excitation, Ex) 492nm/ & 5
(Emission, Em) 520nm )2 GAE T, 2OGAE S FF S AR BE R EOEA (1) BISOGAE S, FF a4
LY E TR

Quencher complex with
Fluorescent labeled
streptavidin

Biotinylated protein, Displaced Quencher
peptide, DNA or RNA

K1 AR BRSO IR,

ARGV FE . AT DA A bR d iR, ol B IAE R PRd 2 k. DNA. RNABV)N
DT AE LSRR AR R

AT SRR B, AT . SE AT FE 57081, APUE G D EAEA RN, AR 8 & il R
% (High-throughput screening) 1] H sh 1L B R4

AR & R o AZTRAEFL100ul SRR R, AT G A A= 0 F K FE B BR J940nM (4pmol), 38 # LAY
s 2 50ng-1pg E VR AR I & H BLS-100pmol VR AR ILHI Z Ik DNA. RNABUNF THEY), FOUEM T2
L R = 2150 .
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LSRR 100T 500T DRAT A
HABA/Streptavidin-FITC Premix Sml 25ml -20°C,
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
EERFE:

¥as :

1. Reaction Buffer £-20°C {RA7 /G Rl A A PTENTH, 7] 37°C K INFA B 22 58 4 T il o

2. AR e MR RIS A, 58 B S i R 7 B e ) SR R 2R A AR AT

3. Biotin-BSA (Positive Control I /E AP Z AR ic B FH XTI, AFRAE BRI A = bric 8=

4. KA 96 FLEEAR

5. ARPERAURT AR REREOEH, A3 TR ENGYT, AT &M, AR TS
EW

6. NTEHILEAERR, W5 LRI R—IRETFERE.

dE LR

1. Biotin b2 &

a.  HIEL 0. 14 24 4. 6. 8. 10, 12, 14. 16ul [ Biotin Standard (SuM)¥ER A 96 FLH ', F:H Reaction Buffer
FMEZE 50ul, BRI FRUE S Biotin #KEEN 04 100, 200, 400, 600, 800. 1000, 1200, 1400, 1600nM.

b.  FFLINA 50ul HABA/Streptavidin-FITC Premix, B} & R F11f) Biotin & 4374 0. 5. 10 20, 30. 40,
50, 60. 70. 80pmol.

c. W, HEFRE S 8.

d.  HFZINREREPR BT 9 e, Ik Y (Excitation) Y 492nm, & & Y6 (Emission) >y 520nm.
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Bl 2. s AR E BRI S (9OEI%) B Biotin R 2 m 2 . SEBRA I AR 25 R SEae 2 1
MR FE A F AR 22 5, R BRIt S % .
2. EAHAH A EACHE BT
B AT DU SRR = SRR, AR R IR e B iR, TR AR R B AR .
a.  HU4oul EEEFEM, WREAEMIKED S, 7 LLAH Reaction Buffer XI5 HFE fdE AT & 4 ke

VE: A% & Biotin-BSA 4%t 18, BX 25ul Biotin-BSA (Positive Control), il A Reaction Buffer #h & %= 49pl.
b. AR BN 1ul Protease (0.1U/ul), 37°C Wikt .
3. AVrERBAE RS CHE SR .
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a.  FHPEXTRE: #f Sul Biotin-BSA (Positive Control) JIA 2] 96 fL#iH', H Reaction Buffer #ME 2 50ul, B0K
9% 2 th4: 50ul Protease T 1k it 7 ) Biotin-BSA (Positive Control)FE /i I 96 LA .

b. ¥ 50ul KR ECE IR 2 22 Protease AL 8L R SN 96 FLARH, WA AN 2 50ul, H Reaction
Buffer #M & 22 50pl, FFEICRIIARE G FIEFN Vampleo

c.  HFLIMA 50ul HABA/Streptavidin-FITC Premix, #)¢, =i E 5 08
{5 F 22 ThREBE AR AT 2 Y6l 58, UK S (Excitation) Ay 492nm, /& ¥t Y(Emission) Ny 520nm .

L ONIREAE R e U, U 3 AP AT R .
2. REEMGARES R N, i B EAS NS 15 708,

4. EVRBAEM RO EREITE.

a.  ArdEIZIE(ZiE—): DL Biotin ¥ RN X Hl, 2 DI REBEPR D¢ Y (Relative fluorescence unit,
RFUN Y B, ZESIARHEI & (LA R R) (W 2 or), BEEEA .

b, MRIE(CILE—): R RFUsample BUE L PN EUEAHIL ) RFUBiotin standara 2. HRZME R R, WE1SH]
AR Blt: RFUsumple N 8, 5 Z FUEAHILI 30pmol 1 40pmol Biotin Standard ] RFU 435 7.59 £l
11.44, MRAIXMHN GEHE R 20 Y=0.385X-3.96,

7 1: HABA/Streptavidin-FITC Premix AJEA — & 2K G1E, PRI Biotin Standard 1) RFUBiank Control
A0 RIERWIER, HAR JE 25 .

¥E 2: RFUsample G 9825 RFUBlank Control s

T 3 R IR P A v i i TR, 5 P X P A A 4 o SR FH << v bl <A i 2892 1)
g5 JL S e .

c. 4 RFUsample TEA Y AN AL, SR RN X AE B AL & A A Y 2 (Biotin) ¥ 5 (] & (pmol), [F]
AT AT B AR 2R B AE FE AR IC IR

d.  WHEEMERFFICHEA. 2k, DNA. RNA 3/hN A0 S5 W05 ) & (pmol):

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

7£: Sample concentration (mg/ml)¥8 A 2 i A {7 4 e A I b PR IR
e. WHAEMZR/EN. ZIK. DNA. RNA BT & 5% 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 545
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

6= 0 (mg/m) _
x VSample(ul) x 10 66430 (mg/mmol)

Sample concentration (mg/ml)

6=
Molecular Weight of Sample (Da) % S(MI) X 10°=7.52 mel

(b) Sample (pmol)=

Biotin (pmol) _ 31 pmol

(c) DOL = =4.1 Biotin molecules per BSA molecule

Sample {pmol) "~ 752 pmol

RAEF M
20°C f#47, —4HEH . Hrh HABA/Streptavidin-FITC Premix Zi8E Y6 ARA4F o
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