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Total Sulfhydryl Assay Kit with DTNB

BETE
Cat No. oy HEHHE-100T

Assay Buffer SmL

Denaturing Buffer 20 mL

MCK-0038 GSH 4 mg

DTNB 2mg
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e e A

ERBMAE P SRR £L(DTNB %), B Total Sulfhydryl Assay Kit with DTNB 8k Total Thiol Assay Kit with DTNB, #7437 2
FRAERTIG A G, BRIE ke P T G B B A A G, R Rhm BRI T AR IR LS S MR, 4R e
ZURLRIRE T 43‘1‘3301?% SR ARG IR TR A, Y5 R 1 B R TH A3 5 57 3 (Exposed/Surface free sulfhydryl groups)FIH i T8 (4 P4 5 57
B4 %35 (Buried free sulfhydryl groups) IS IR G AR5 &R 8 (30 (WO BE ) AT A«

i (Sulthydryl groups or Thiols), M FREMAESGIREE, (¥ UN-SHe SR ARG BV 38 BT Z A EEM R —,
EAAETREHEARS, WAET S TRY S, WAHKGSH). CoA. RRR. DTT. #idk LMEEANEE LM EmRE. EA
S5 F 9 1 S 38 AT 43 A % R (KT B 3 5 (Exposed/Surface free sulfhydryl groups)FH7E 85 [ 5 i 25 45 44 Y (10315 124 3% 3 (Buried free
sulfhydryl groups), & 2 IR L7 2 57 3% (Total free sulthydryl groups or unbound thiols). 3%, & 5T 5% 29 50 R 4ia 10 A2 2 2 1 07 2 3
J, BVEVESIEE, VRAEAETRMER S, ARG AE Y A e AL S SR ) B IR, 7R R T A SRR i ST T B
T #(-S-S-, Disulfide bonds), {482 M LAESE . AT G AT LA [ B R0 5 2 110 e 80 2 5 R 7E B 0 v R 5 W v (e S e, RISl
BUEREE AT, (HAN SR I T2 T B BB ) B

AR Y AR S ORI KBRS R R AR, Hrh A e H IR AR S S S S S S B 1 B BORE MU B R AR
FEN 32 BEE I T R B A PR R B A B R AOAE A, T R 5T PRSI B 2 1 Y B AR R R R AR R AR, R RS M R AR AR

FITT, S B G0 5 77 V5 1 AT w0 BOBUH (2 (HPLC) . 405 FIKE(CE) UM (il B X VA (HPLC-GC) % . BRI LT V%
TEVF BB A ) R B RAERRFE LA — e 3, (ERAE AT R SEIG R AR RS 5 2% . SHUE I ER B . R IIFER # . HGVERIB
*ﬁiﬁ'J%A#ﬁ

AR ER 2 S 03T DTNB (007 B 503 2 A 57 5,5'- RN (2- RS HE 2 FER) (5,5'-Dithio-bis-(2-nitrobenzoic acid), DTNB),
XA 6,6' gﬁﬁﬁ 33" -ZHEAAKH R Ellman ﬁfJ(EHmaﬂ Reagent). i AXAHZE K FH R BN (3- Rk -4- T BE R IE) i, = —Fh 52k
AHEAE R VST, WA B AR 2 K s S & e, FEA RN AN R RS PN A TR AR AL, R
MR A, B A SRR AN BOTF, AT SRR HRE T 2 1 3R N B I B (-SH) 28 52, T Ui B9 AR A5 (R-SH) 55 DTNB s I8 A2 A 35 ¢ T A
B 2- 3L -5- A 2K F R 91 S T (TNB) IR & B AL #I(R-S-TNB), TNB 7E 412nm Ab7 SR ISC0E, S8 MERR O 52 AR MO RS, FEBL
B H Kb, TS R B S B BRI A i

00C Co0 00C Coo

DTNB? TNB? mixed disulfide
BERERNEHEOTNB ) LIERER

AR5 T RS 0 2 R 1 B T (30 19 200 A DA R B 1 o e R R T I S, (S A DU R T BRI A S SR, T
RS AR MR A GL(DTNB %) 5 40T A% I & 1 5 ‘:P#ﬁﬁ?—ﬂﬁaﬁy A LM 5 B A B A AR S (DTNB %) [ 1% B AR PEAT
PR3 (2) i BRI Reduction Buffer (IRE S 4L, @8I AR R ZE Mt B8 TF S AR 0 P i OB 2 B S R A IO HE Ik, mT e A
AR IR £ GSH M GSSG Ak £

AR ERE AL R, AR X T AR IR B M MCRT B X TR R AL AR R R ST, LB
BEATREIN o ARSI R AN S /N BT SE

ARG Assay Buffer Z2i Ak, IS T UL ISR E 1, By LLRE S 8L 3 B0 S rh SR 2 2 B T S B e

AR E IR A TR FT 1Y DTNB I Assay Buffer, [RGB 32 4 GSH 1 yhrif i 55 FH 14 X #i (Positive control) S fRAS IR )4 10uM .
FIF 96 FLARAS AT, A7) G/ AT LAEAT 100-200 YA, 4k AT BLIEAT 500-1000 VAR .

RIF A
20°C GRAF, FRONPIEE . 4°C BRAF, FHONAAA .
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GSH HI DTNB fERCH| OB HUS , Tl 24503, -20°C fR7E, ARAH=AH.

ERER
L. *iﬁ*JﬁTAi)'JHﬂ‘ﬁ&’fwti&J?}if“ B T A SRV R TR A 2 F R A SR G A5« WURAERE B T (R IE JE AU 4 DT 3%
s TCTEBE G, U RS R4 S T R R BE AR TR o OB EE VRS . AT Trriton X-100. Tween-20 45 2 5 78 3 A Lk
‘%Lﬂi% I RAA T a7, B&&Tﬁﬁ%@fﬁﬁﬁ%&@%‘\ﬁﬁ“ Etiar/ e R
2. AP AR T2 N AIREAIE T, AR TR SHEGETT, AT R, MR T EEEEN.
3. AT B EAERE, W T KRB TR R,

fE B
LR SRR
(1) ZHBRE &

X TRV, WTLAE ORI, - PBS. HBSS sUEFR# KBk —i . 5 820 LUFBRRHER (1) Western J¢ IP A0 ZLfRINS %
HESE AR5 R A A AR & o TEHRAE 100 TN E B 100-200pL ZR I LI BEAT 2408 X T- IS BELIMD, thfl 2 {0 F BRAHAE
1) Western % IP 40 HGHAT 2%, RIS BT LUAE A 40 A 7 R A 1 G B SCSR AN BRE o A SR S8 PR (K 2R, AR AR A
BRI, AT DA AL TE 2L P (K 40 R & BRI ST R AR E 4 C BRI 20K . BJG 4°C, 12,000 X g B340 10 408k o HR_E I T i po il

(2) SRR bR &
X T EREANA, BRI RN B TR E s X T RERAA, B0 RIS R L TR 2R e
(3) AR RIS

S LUAT LAEIE (£ 54 0.16mg/mL heparin [J4: # £ 7K (0.9% NaCl containing 0.16mg/mL heparin)# i i k414 _EFR B R
20mg AL 200uL Western 5 1P 2l A S B & B4, ) TissueMaster™ iy il s 2 U 5 {X (1.5/2mL X 48) . TissueMaster™F-:f
UG (I S HARAEL 4° C BB RIRZM T A% . BAHMRAE 4°C, 12,000X g B0 10 434, MBI HE T RS0 E

(4) HLIBERE S v

Xt T MLERE R, B A IE R IR A 25° C FHCE 30 /M 4hE 2 N, ORZEJRIZIRE B GiA L, R4 B AR E AT IS, 4°C 4
1000-2000 X g B5.0> 10 354, HUHE € Ly B IIE , R A B A R 38 B0 s oF T MRS, K4 I £ 83 EDTA #4790,
4°C £ 1000-2000 X g B5.0> 10 /35, HUHE sk 35 0 RIE R MK, R AR (A A 0T -

(5) FRBE G RT DLA BRABHAE P2 () BCA 2R 1k B s k) 4l v R VR B

2RF R T
(1) GSH Standard (8mM) Bz :

TEARF G H2 1Y) 4mg GSH H I 1.627mL Assay Buffer, ¥ f#FFR%], 2y 8mM [¥) GSH Standard. FR3ZBIFFF#E44h, H4 GSH

Standard 3& 24733 J5 T--20° C fi47
(2) DTNB fEAFB RIBLH

TEAA A G AR ALY 2mg DTNB H LN 0.5mL Assay Buffer, f#)FR5), HI2H DTNB /7K. BROZEIFFF#ISM4E, HAX DTNB fif

THBOE 70 25 T-20° C fR A7
(3) Ellman's Reagent Solution T 8]«

BFANFE A T 180pL Ellman's Reagent Solution, i #i i £ i £ it 1157 Fr 7 Ellman's Reagent Solution (¥ &4 5 . ¥ DTNB i /75 Denaturing
Buffer %1 1:35 (LR 2], BI73 Ellman's Reagent Solution. i %1H 40uL DTNB %47 I 1.4mL Denaturing Buffer, 185 H154] 1.4mL
Ellman's Reagent Solution.

¥¥: Ellman's Reagent Solution 7R 4 A Eil, A ILEC

3R E
(D FrfE 2R E
# 8mM [¥] GSH Standard i Assay Buffer f&%LLFEREA 04 0.125. 0.25. 0.5, 1. 2. 4mM. A] [F4T 8 EE B GSH R #EA7 bRk th 28
B E «
(2> &AFLIMA 180pL Ellman's Reagent Solution, 2% '~ 343 ¥ 20pL FIARAE M B FFIIFE RIS 96 LR &L . 2% X B ey DLAH
Assay Buffer fCFREf, 0] LAANBE BT AL Ao i 28 rP ok B2 29 0 (VMR FEAE . 35iR(20 20-25° O)F & 15 404l

Sl =Pupi) A

Ellman 3R 180pL 180uL
FE OpL 20uL
Assay Buffer 20uL OpL

psyuYiat 200uL 200uL

T @?J%)‘EXE?JDT%EE‘JT”JAJ@*% WA R E 2-3 M PATIL.
®Ltll%‘“<7it}uﬁ‘nn¢?m S, BB ARE A SE R, AT SR EUS ) Assay Buffer SRR FE R HHTIE SR, MR EOE S
e WHRFE R S ﬂ’& DUZERE G 1) 25 B FH B 22 1 2 2 Bt R Ot
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@ LR LI E 1A R A 2000l A0 SRF i HR (R SRR IR BEAS RIS, 56 4w AR A oy P g, 0 o) v A S g 4
DRBCR] AN .
(3) FHEFFRACIISE 412nm LRI RE, TSR0 7S R IRIOBISE, 105 ABlank, 75 IRE S Elobr e S IBOBEME, 1d5E 9 ASample,
Fi ASample Jid% ABlank, iF5-FIBIEEE, 03N ASample.
(4) ¥ ASample fNARfEMIZR, IR THET HZRFIRE (XN B)o
(5) MRHE S0 T oRAE F R A BaE M i A S B B B R C.

Calculation Method Formula Note
. - le: 4 AR S5 AR F (mL
FERE T T 5 C (umol/mg) =B X n X VSample / WSample VSample: AL SURAR IR O £ R nL)
WSample: Ff it Jii #(mg)
T e S B IR BE U AT C (umol/mg) =B X n/ CProtein CProtein: ¥ it 8 [4 ¥ fF (mg/mL)
T A IR B EE T CmM)=B X n /

(6) TEIREI: FMIE AR CProtein 084 Img/mL, KREFMR, KPP 3 (2) PRGN 15 4080, SR 5R
FEATINSE . S ) ASample = 0.312, ABlank = 0.064, M| ASample = 0.248, 4 FEBIAIFRAERZE A3 y=0.3412x +0.1002, it
SRR B R A B BRI EE B = 0.4331mM,  WIFRIIAE i B BT BE C (pmol/mg) = 0.4331/1 = 0.4331pmol/mg.
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