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SEYESM O

R R FIMychi 2 8 A S8 UTiE R 7 S (B e WE BB 72) (Myc-tag Protein IP Assay Kit with Agarose Gel)&— il mkE
3 14 1 Anti-Mye B i B8 5 1 32547 Mycbr 25 il -6 8 1 998 0 E B G 2 SR UTTE BRI & o AR S I S Ui =, nT LA T
Mychras il & & B B 02 A 5 R .

AR AL v T 5 HY Anti-Myc B 8 Bl 5 I K 2833 A AL B8 IE B S B8 T A BT, 48 40 VT (Immunoprecipitation, 1P,
FRPull-down) sl G ST € (Co-IP) SEER SN 5. HHE. =Rk, T2 F T A Mychn 38 il & 8 A s R B B A& ) ez it
VE A IR YTE B A A S S

Yo LT B e 2% LU v e it 90 B A B8R A 5 28 (A A HL/E FH (Protein-Protein Interactions, PPIs)F & FSZIG A, @i fE =
PSRN BT 45 S FUAR A R (W Protein A/G AgaroseZProtein A/GHEER), BB %A% F B Bchr 7 MEBUAR A A B3 (Can B g Wit i o
WEER), SR B0 ) R B PR A BUR A, TR B AR A BN R A B ik, BEE AT LU T
Western E[JZF R I 55053 15 43 B 55 [ 1-2]

Mychr Z5(Myc-tag)~ Flaghy 25(Flag-tag). HAKR Z5(HA-tag). V55 25(V5-tag). Hiskr 25 (His-tag) FIGSTHR Z5(GST-tag) & & K
IREAR F WL — bR %S, It X AR R Ak v LAARE 7 (RS I H R a A S B EAMESAED, W
AR T (R T B R G Ak,

Myec-tag & 105 25 R 7% 25 (EQKLISEEDL)AH B (1) 2 Bk, 183 22 (R F 40 B R4 Myc-tag MIAZ IR T 41 5 B 162 R 1) 5 513 ity i
#, B DL ARIATE BiMyc-taglt H B H . Myc-tag B UL F LA Myc-tagil A5 BIWEAMEIER, FHRXZH
BT A2 E PR E M6 Myc-tagfE AFRZEEH, J5 858 I Mychi A(AM9I26/AF2864). Anti-Mych Bk (P2118)5L
Anti-MycsEF1 B (P2285)RI A0 H R RaA 5@ Ar S D Re AT Al slont B i AT 24 . S % DTvE BR A % L UTTE 5
HFLLE A, MychnZ g ZNHATEARIE. 4difk. $w. MEERMIIEESE L 5 R[3].

AT B S 5 B 5 I Anti-Myce Agarose Gel (Anti-MycEr IEHEEENS). Mouse IgG Agarose Gel (/) IgGELIEHEEER, 1E N
P S R K IS AL 1 45 2% R WiLysis Buffer. TBS (10X). Protease Inhibitor Cocktail (100X). Myc Peptide (25X). Acid
Elution Buffer. Neutralization Buffer. SDS-PAGE Sample Loading Buffer (5X)& 52 Ui 4 EARF, A ) Ui sl e 3Lt
VESRIG TN, (R SRR, AR ST U MR ESEE L

vt Fusion protein '
',:- Other substances Agarose gel pr %%
‘* Agarose gel preparation % Centrifugation

Sample Incubation
preparation

@/ Centrifugation %

Mix
Transfer R j
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> ARAF & H B Anti-Myc Agarose Gel (Rl Anti-Myc Affinity Gel, " S FRN Anti-MycEz fi7 B SER Bl Anti-Myc s fIEE ), Bk
RN Anti-c-Myc Agarose Gel/Beads/ResinB{# Anti-Myc Gel/Beads/Resin, 1 PA4FFMEHEE S Mychr&il & & H, T 2MAT
WA Mychr 2 Rl & A B E A E SN R RANESLR . HRAH: OBRNREEEEEE. FRikR.
ZETF LB (settled gel) & A £I8mg MycHifk, &% ImgiaE A, HERMERE, FfReREREQLSED. QUEESE
MERBIMychnEE . Anti-Myc Agarose Gel ] 4 57 P H 25 & H B 2 R 12 1 (1 N i My e bR 25 il & 2 I (Met-Myc-Protein). N
I MychR 25 Rl B 11 (Myc-Protein) i C MychR 25 fil 25 2 [ (Protein-Myc). Q)T EBMHAL K, HHrtb®E. EEFEHLT,
A7 i T AR & B R 2B mT [l I 3-50k . an SR A T ge e plie il i A S E A A EAER, AMEFESMH. AR
7 &5 # Anti-Myc Agarose Gel [ £ ZHR AR N 3% -

Characteristics Description
Product content 50% settled gel in 50% glyc;rré)slevr&;i:lltlii 6E)(1;)1}1\1/[7.}:tl;osphate-buffered saline and
Matrix 4% agarose
Average bead size 90um
Antibody Mouse monoclonal antibody against Myc-tag
Isotype 1gG1
M.W. of antibody Approximately 150kDa
Antibody concentration Approximately 8mg Myc antibody per ml settled gel
Binding capacity Approximately 1mg Myc-tagged protein per ml settled gel

Acid, alkaline, neutral, peptide competitive or SDS-PAGE loading buffer elution.
Elution method Note: If elute with SDS-PAGE loading buffer, the light (~25kDa) and heavy
(~50kDa) chain of antibody will be denatured and release from the gel.
Chaotropic reagents will denature the target Myc-tagged protein. Do not exceed
0.3M GuHCl or 1.5M Urea.
Application Suitable for IP. Co-IP and protein purification.
Storage -20°C
> AEFIGREEMBEBITE. R H RS YRR R RSN R EREE, AKA G R = ek, s
MycZ ik B2V FISDS-PAGE b FEGZ MR BE ML HEAT BEME - 452 Myc 2 IRWEI G A 0 S PUR R BEA BGE, 7T LUA 20
WA PEUTE f WesternSEI6 HR 32 55 A1 H 85 (1) P08l . A & H T pS3FILTA (SV40 Large T antigen) 1 e JLUTTE SR S5
&2 [4].

Reagent compatibility

IP with Agarose Gel
IgG  Anti-Myc
Myc-LTA + -+ o+
Flag-p53 + + - +
IB:Myc - - | TA
53
BFlag| e e o= B °

IgG heavy chain

IB:MyC | w— w— e | TA

Input

IB:Flag| we s = D53

1 2 3 4

2. 2 RMychnZ8 8 [ G R PTHER (B M B 720 I T Myc-LTA fiT Flag-p5 3l & 8 (A 10 S e L Tie UR B . 293 T4
NV B 4 ) B g B 3L 5 e pCMV-Myc-LTA (D3036). pCMV-3X Flag-p53 (D3031)JFiki36/Nif 5, fd FH A< 157 5 ) Lysis
Bufferfdfift . ¥kiE 1 AMouse IgG Agarose Gel (/) IgGEE AR MHHEERS) Tl e J5 2 AR & 52 L SDS-PAGE Sample Loading
Buffer¥t i J5 HIFE S, %Mouse IgG & 1E 7 H/NiIgG (Normal Mouse 1gG), AFIZE LTI HEXS IR, ¥KiE2. 3F14 4 Anti-
Myc Agarose Gel ®IZEUTIE NG, LARFNEIR ML SDS-PAGE Sample Loading Bufferis lit 5 AL,  MIKIE 47T W52 21| S ik Ge
HIMyc-LTA 5Flag-p53 7] PAAH EAEH » InputRl 4= 40 fu 24 f# i (Total cell lysate). WesternE[17E ik {5 FH Beyolmager™ 6004t %% %
TR RS 56 M(EL600) . SEPRZE R R SE0 56 fF . RIS S R AAEZ 5, TP EdR Lt S % .

> KA EILAL Anti-Myc Agarose Gel 950%EER R, QAT SAE, FZF P EH0.SmIABR UTEY). %18
KU G BEUTIE SL 50, 4% T RE LOOpIE b 3 20 B AR B, A A &/ NEL 25 P2204 S AT HH 8L 26 P2204M 43 51l 7] LLE 4720 FA 100
OB b B S BE T, RIS 43 0 T AHEAT 40 R 209K [ 14 3oF B 11 6 88 T IE

12
LIk LLEEZL a3
P2204S-1 Lysis Buffer 50ml
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P2204S-2 TBS (10X) Sml
P2204S-3 Protease Inhibitor Cocktail (100X) 0.5ml
P2204S-4 Anti-Myc Agarose Gel 0.4ml
P2204S-5 Mouse IgG Agarose Gel 80ul
P2204S-6 Myc Peptide (25X) 80ul
P2204S-7 Acid Elution Buffer 2ml
P2204S-8 Neutralization Buffer 0.2ml
P2204S-9 SDS-PAGE Sample Loading Buffer (2X) 0.6ml
— SRR 1
e k) 77 i AR (2K
P2204M-1 Lysis Buffer 250ml
P2204M-2 TBS (10X) 15ml
P2204M-3 Protease Inhibitor Cocktail (100X) 2.5ml
P2204M-4 Anti-Myc Agarose Gel 2ml
P2204M-5 Mouse IgG Agarose Gel 0.4ml
P2204M-6 Myc Peptide (25X) 0.4ml
P2204M-7 Acid Elution Buffer 10ml
P2204M-8 Neutralization Buffer 1ml
P2204M-9 SDS-PAGE Sample Loading Buffer (2X) 3ml
— ARE 163
REFFM:
20°CTRAT, —HFH R
EEE:
> R A UTIE R B R B KRR B BB, TR A A L B R B A ) R A 2 A B R . HERR LI

225K RS EE AN ) FVE S A (50X) (P1081/P1082) 1% 2 WAk Bk 77 VE 54 (100X) (P1112/P1113).

> ARG E IR B Lysis BufferZt )R 2, & AR 215 00 T B S e i I B G 3L T I A4 ot SRR M S B2 RO ik . ELEl T4
P PUTE B S % IR YT B A RE (0 B R e AR R 1, AR Lysis BufferN— 2 3& & T S ULTE R i AR5 Peik . 148 A
FIEARHE I Lysis BufferRUR ARG IL T, 752 B AT T 2R e B OB AT BER AR B . U G SO Sk B 47 T ) 2
AN S, BB R EE SR https://www.beyotime.com/support/lysis-buffer.htm.
> Agarose Gelfff AT — @ Z A A, B/ s T IR G415 .
> Agarose Gel & A Tl HIBIE ), ALFEma A& A B E B S-SR A LA G Be viiE . Ean R 5 SE38 S 8RS 1 E S5 17 8
FURTRE AT AT SEL:, 6 Al B2 FH TBS A5 & A I MBS B 31k, AFE 7078 R B3 8 71U AT e = AR 40
> FESRIEUTER,  F UGS B H AT P 5 R 4 (Mouse IgG Agarose Gel). ARG &R ALERAIAEXR, FELZFHR, bl
VT2 7 K fiIMouse IgG Agarose (/) BRIgGER IEBEEL) (P2265).
> AR IS B RE AL A, IR 2R B AE4CEUKIA, LARZE B B P AR L.
> IR EOABETE R EE ARG T AN, AT DL AR VAV 0.45um R R I 8
> AR T N RIRERER A, AR TR 2 EEGEYY, AMFHTREMERZ N, AR T EEEEN.
> NT RN, 5 LR T E R
fEFER:
1. BRERHEE.
a. BF R, RS 100 BRI L], & AR
Steps Solution required Volume per assay
Cell lysis and sample preparation LySliﬂ?}?&f;r\ggl]z I:i)ltease 100ul
Preparation of Myc Peptide elution TBS ~1.6ml
buffer and agarose gel
Immunoprecipitation Agarose gel 20l

Lysis Buffer with Protease

Wash (3 times) 500ul each time

Inhibitor Cocktail
Peptide competitive elution (optional) Peptide solution (1X) 100ul
Acid elution and neutralization Acid Elution Buffer 100ul
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(optional) Neutralization Buffer 10ul

SDS-PAGE sample loading buffer SDS-PAGE Sample Loading
elution (optional) Buffer (2X)

20l

. SRR IS . % LR, HIEES50-10077 4056 FH 100-200p0 2 $0 6 77 2400 P T 22/ LA J2300-600pl & 1]

FRMRT T e o EL ), A E B S M 2R . # Lysis Buffer 5 Protease Inhibitor Cocktail (100X)4%#100:1]

ELilvR A, #1a07E Imlf¥)Lysis Buffer™ il A 10ul Protease Inhibitor Cocktail (100X), EPfS 1ml& #5722 /# K (Lysis Buffer

with Protease Inhibitor Cocktail). B ill 7 [ 2 01 77 AR VR B i B AR 0K i 34°C.

VEL: 1SR s UiuE i H I B KRB IR BB, 75 SN B A R B 2 SRR AR . HEFEAE
B R BERREEHH R G PIA (50X) (P1081/P1082)F1 2 L WAL B VR A 4(100X) (P1112/P1113). W SRA K7k 75

R, AIE R EIE S AIMHIFESY: https://www.beyotime.com/support/lysis-inhibitor cocktail.htm.

|2 RGN E IR HE ) Lysis Buffer MUH THEMZE, WHTREMBHRDER, BRI “EEFEI” iR .

VE3: EAHI R I I, AERS SR REE S WRARKRTE R, TUERES RPN HEZE

. BEEREEAN L LWL BRI VR A https://www.beyotime.com/support/lysis-inhibitor cocktail.htm.

TBSHIBECH]. K TBS (10X) B4 KK FBEZE1X, BIATBS. #l#iiml TBS (10X)I1A9mIkE4liK, B2 /EEINTBS.

d. BERHHES. BT Anti-Myc Agarose Gelfili 77 7E & 50% H il AR5 R, BT DATR B0 NBE & Al IE 24905 .

€.

f.

(a) B E B Anti-Myc Agarose Gel, U R A]HBEI Rl , 4 HEE A3 100pd H I N 20pVE 5 350 20 F 48 i Ak b ik
(BA R 9% W0 € 20 B v 8 DL RE R I N 20l IR =2 K A 91),  BXE B Anti-Myc Agarose GelZE — Ji it 55 0 & h
(FTUBO15), MIALIX TBSZEmZAARFINLA0.5mle e A RFLARM Sk (an FH Y 7785 23358 43 W Sk )W B 5 ek s i 2
BITE.

(b) B HE E Anti-Myc Agarose Gel, 6000xg7E4°CE 03080, /N0 Ffk L, ANERFER. 58 LRDERX.
T BB AR R, BRI R A R 5 V8 BTk B N T G, T DA IR R R AN AT DA 25 B i B
A, X VA B B TR A BRI AR, R 0 T e A et O S A R 1Y) 22 IO S G e B B 1 e I v
AW EIE I Pk R BRI P . R B, w] DUE M8 5 L

(c) IZRWTUR 1 B R AR A, I 1X TBSH & Anti-Myc Agarose Gel.

MycZ ik BE BB BB & . KiMyc Peptide (25X) I TBSH Be2545% Il AMycZ BRVERL 7, 145 10ul Myc Peptide (25X)HIA

240pl TBSHRAIEP AT o B 4 fMye 22 K B IR B B AE VK B4°C . AMyc Peptide (25X)&id ik, & T K2 #sk

B, mMRAABEEOFELS, AT DUEREI0M. MFEEZMMycZ ik, AT E 2= K Fc-Myc Peptide (Mychr2s % Jik)

(P9805).

(#%18)) SDS-PAGE Sample Loading Buffer (1X)HJEC#. HUdE & SDS-PAGE Sample Loading Buffer (2X)H 7K SE /A ¢ A

“NSDS-PAGE Sample Loading Buffer (1X). f51%10.2ml SDS-PAGE Sample Loading Buffer 2X)JIA0.2ml#BZl/K, J&41 ) R

JNSDS-PAGE Sample Loading Buffer (1X).

2. MRS R KRS . PSS BRI T B SR 1 B Ui B B R0, RN RE S BV AT )B4k sEs, AT
PL-20°CHE(-80°Cifi A7, (HURRNAT R 5 E O MAHEAEA . T MR AP R B L UKB B4 CHefE, DURERD &
FIREMR AT REME . AERER TS, R — & E1E N Inputik Total, LA 5 221 Western S5 A5 .

a. SRS EFEAES. 250-1000xgE 7 &.03-5minlUEEA M. InEWNE, o] LUEHPBSEER—IK, ARGEWIFHRHE

4/17

B . R vortex B # i B JIC AR AH B R & 20 BT o # BEEE50-100 77 28 M i\ 100-200pl F4 B A5 i N 25 4100 i) 751 284 fige

Mo BIEIREUE MKET, DR RARaiE. 78 20 N3 R A RTTE . mRMRER L, @il R ms50-100

T/, RIGHAEM. KB REERET S, TR0 T RWNE 5 A 78 o8k, AT R 53

BT . FRATFRIG, 10,000-14,000xg7E4°CE03-500 80, B EiE, BITTRHT G SEH g piie f e JLyiie s, e R

filtfg 2 BB R, FEORNFEFADNALS, B0 )52 EUEd .

U B A B O O SRR M . IR IS IR . I LB, FHPBSHEIR — K, RJE W% R B M4 . #2418 AE50-100 77 40

(24 F 6FLAR K — N FL) I 100-200pd 75 I FUZLARWL, 385 240WRFT, (FZA R4 AR 78 7 efih . I8 240 v i )

MA1-2F0 f5, SHHRh e M. R B A UK B2 2-10min. 784025, 10,000-14,000xgfE4°C B 0x3-573%F, Y

b, RIRTHHAT S SR B DUVE AN e R UTIIE 55 . ¥ M S I EAE D, EENEFMADNAYE, Bo)E

SRR .

ME R SRRSO T ImlE e b, B0k biE, mRE0E, T MEHPBSHER—IR, SRERE

FERE IR . B8R vortex B o 5 IR AR AN B BB BER 540 BT - TN 100-200pd &5 #0461 77 240, #2452 vortex Bl

TR CARES], K A 2-10min. 40RA IR HIF AR, A B AR TT DL 43 514 FH IS 1 B (lysozyme) FIl i B i

(lyticase)VH k., S8 5 P48 & i) 71 AT M . R 3405, 10,000-14,000xg{E4°CES03-550 8, B i, BImAT

AT G B2 S B DUVE AN e RV 55 . 1 RS IR Re S I EAE Y, FEONEFADNAS, BOESr

DY

IR R .

(a) O ZBTU) A/ INERE R o A SRSV AR B AR E A/, BT DO E T B U .

(b) & B AF10-202 5 2H 2487 FH 100-200p 149 A7) 0N B 00 70 S AR o an SR 3R A 78 4 T DUASE FH B8 22 1) 5 100 i) 7 24 At
W, R EEIREE DA, AT RUE 0k 2R .

(c) MILIEL) 88 2) 3%, Bifdi ] 28 2= K 2E 72 ) TissueMaster™ - £5 20 2H 2L B2 43 (E6600) 5% TissueMaster™ =y i £ 2H i %
1X(1.5/2m1x48) (E6618)HFBE, EEFE/r MR . WAl LLAELALSURE A 5 TS, WIF S 78 43 Ja NN S8R 5 e % it

P2204 MychnE H 55 UTE B & GRAR FEEER) 400-1683301/800-8283301 2% K/Beyotime
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1754
(d) B ZEIE, 10,000-14,000xg7E4°CE03-550%0, T LiE, BIATHEAT 5 8200 2 Dive Fl e B yiie 5% . M20mglfk A7
(1470 BT B ZEL 2 FH 200 75 #0177 22 A T 24 A 3R AR 10 13, LR AIIRIE 2 N 15-25mg/ml, AN [FPIRZS 1A [ 21 438 Fe
AN, E: GRS R ERNREY R, FERNERADNAL, BOES AT .
3. %R UTiE(Immunoprecipitation, IP).
a. MIANBRERE . %A 1008 R S 2005 B 2l i Le gl in NEeR:, B TR KRB R A L, 4°CFE
1-2/hf o WFE RS AR, M4CE K.
L PR R EMAAnt-Myc Agarose Gel T HfE UiiE i A Mychn 21 B s A R HEAY), RN @3B 72506
& HP I AMouse IgG Agarose GeliE4T 3 TiE PAVE N BA X IR
E2: ATl H Anti-Myc Agarose GelidAT # )% PTIE fa 28 K LTS stk = I oL, 1l L% & Af i Mouse 1gG Agarose Gelidf
ITHUTE AL, CLYHBRAER: R b, SR )5 T8 Anti-Myc Agarose Gel#H{T )& i€ . Mouse IgG Agarose Gel ] T##4T
Wit e L, "BEBITITH.
b. BLAYE. WETHERE, 6000xglE4°CE03080, ANk BiE, AERBNE . H: RIS BiER, TS5
REDUTE IR
c. Ta¥k. MIANO.SmIF AR, EREER . KIGHE TRIK LS8, AJ56000xgfE4°CE 03070, /Ny EFR LI,
AN BHERE o A AR RS = e T LB AR I v 15 B A T A R ODjg0 oK H1 W7 2 75 e ik 52 42
# 0Dy K T-0.05, LT 438 P L
4. Beio
MR PEAR S B AR U R JE B SR BR e R, ] DAk a0 3Fh 7 vz — it AT et
a. MycRSWeliis. ATE AR, hdcRm, HUBE & QR ES W AEDEYE, E T80 i .
(a) FE20pl AR HER BB ARL, IIAN100ul Myc Z IRBEBLE, ZIRPEIRIE T 30-6050 81, BL4°CREIRIEE 1-2/M0f . A T4
EVEME AR, T RE K I ) R . Myc 22 IR M VR AR — R g S B R PR 51
(b) W HESEHE)E, 6000xgfE4°CE 03080, K RiEHBRIFMEOE R, FIERECATRB IMychi 2 E A L HEZ &Y.
() VEMLIIMychr2 i A R L E S E T4°CH M, B -200CE-80°C K IR AT -
b. ERYEVEMEYE. AT AR, HRPGE SR YRR A IR 25T RECRFE AT AR I, BT R S TR
.
(a) EE20pJE AR Bt AR, IIN100p] Acid Elution Buffer (BRIEVEHIR), 121G B TR KBRS L, =
B E S8 BRYEVEBR AR — BN IR B R 5 fs . e B B RN BRI 150058
(b) B HSEHEIE, 6000xgfEA°CEL30E, H EIEHASRIH B0, FFZZIMA 10ul Neutralization Buffer (H 1),
EYIRE . FULZIMAN R ARIERS), A )b TR BR T 2R 5 B — R 1k RiE k.
(©) N T HAERKIMIBEAER, TEESFafb, HRAH R A
(d) BEMFHHFIFIMychr B & ARG EWE T4°CHH, Bi3-20°CE-80°CK R 1T -
HE1: BV BN SR, A AT REAK T 3 4+ BE vk B SDS-PAGE AR 4% PRIt v -
2. BT H 8 2 5T e B e BV (1 e e AT — i (S, dn SR e R R A iRy, AR R e
T AIpHAE2.5-3. 12 [A)EAT — 52 AT 88, AR N (R A i pHAE B B AT — e R 8, BAR TR B AT IR AR DG S2 6 4%
PR AT LA SR F AR T RE B 5 (M My e 38 4 e JB 2 B8 3 T e 151 ISDS-PAGE  F ARG IR e I i, J5 3 ISR s A
VRS P TV, T RE SN 5 SRR AR (G M R Y SRR A R
c. SDS-PAGE EHEMBHeiEE. A7k ANk, 32105 A s & SDS-PAGE Hi ik 5% Western £ 1] o
(a) FR20pJEAA I BB AL, i A20ul SDS-PAGE Sample Loading Buffer (2X), 95°CHI# 5734t .
(b) 6000xg7E4°CEY % I £5.0:30F>, HX_F375 BRI A H T SDS-PAGE Hi ik 5 Western A&l »
¥E1: JBFSDS-PAGEE [ FFFE MR & A DTTS G, sk lifs 2 00 8 Re S b 2 86 P M5 E 5.
V2. R A BEHEEE R BAAEF, B PAE i A20p] SDS-PAGE Sample Loading Buffer (2X)/i& F 4 78 ID N\ I&E &= 1)
SDS-PAGE®R [ LA (1X).
H3: T BRI P M SDS SR A My, BT AT 5 Bk AN e 55 A A A o

W L) R :
Problem Possible Causes Solution

Protein is not completely eluted. | Change elution methods.

Make sure the protein of interest contains the tagged protein by
Western blot or dot blot analyses.

1. Use larger volume of cell lysate.

Very low protein expression level. | 2. Optimize expression conditions to raise the protein expression

No target protein expressed.

Very few or no

tagged protein level
exists in the - : -
cluate Washes are too stringent. Reduce the time and number of washes.
Incubation times are inadequate. | Increase the incubation time.

Lysates containing high concentration of DTT, 2-mercaptoethanol, or
other reducing agents may destroy antibody function, and must be
avoided.

Interfering substance is present in
sample.

Z 7 R/Beyotime  400-1683301/800-8283301 P2204 MychrE 8 AR TIE R EGRRRERE) 577



If Western blot detection is used:

1. Check primary and secondary antibodies using proper controls to
confirm binding and reactivity.

2. Verify that the transfer was adequate by using prestained protein
marker or staining the membrane with Ponceau S.

3. Use fresh detection substrate or try a different detection system.
Proteins bind nonspecifically to 1. Pre-clear lysate with Mouse IgG Agarose (P2265) to remove
the monoclonal antibody, nonspecific binding proteins.

insufficient washing on agarose 2. After suspending beads for the final wash, transfer entire sample to
gel, or the microcentrifuge tubes. | a clean microcentrifuge tube before centrifugation.

1. Increase the number of washes.
2. Prolong duration of the washes, incubating each wash for at least

Detection system is inadequate.

Background is

o0 g, 15 minutes.
Washes are insufficient. 3. Choose other wash buffers. Increase the salt and/or detergent
concentrations in the wash solutions.
4. Centrifuge at lower speed to avoid nonspecific trapping of
denatured proteins.
The protein is not stable at room Purify the target protein at lower temperature, such as 4°C.
temperature.
Multiple protein Protein degradation due to
bands found in proteases activity during Add protease inhibitors to cell lysate.
the eluate. purification process.
Nowopeifcbining | 1 bt o b s
SE R :
1. Lee C. Methods Mol Biol. 2007. 362:401-406.
2. Gevaert K, Vandekerckhove J. Electrophoresis. 2000. 21:1145-1154.
3. Sun S, Nguyen L, Ross O H, Hollis G F, Wynn R. Anal Biochem. 2002. 307(2):287-296.
4. Bargonetti J, Reynisdottir I, Friedman PN, Prives C. Genes Dev. 1992. 6(10):1886-98.
I
G R LR ZY S .2
P2175S S PEUTE R & (Protein AREERIE) 20-100¥%
P2175M S UTVE R & (Protein AREERIE) 100-500%
P2177S G 3% JUIE R & (Protein GRAZRIE) 20-1007K
P2177M GBI Tl & (Protein GREERTE) 100-5007%
P2179S o B UTIE IR B (Protein A+GREZRIE) 20-100¥%
P2179M G VTHE R £ (Protein A+GREZRIE) 100-500%
P2181S Flaghr 28 & H %)% Ui iR & (L ERIE) 20-1007%
P2181M Flaghn %% 285 H G2 UTE R & (HEERZ) 100-5007%
P2183S Mychn 2 8 1 G T i) S (AR 20-1007%
P2183M Mychn4 8 1 ST IE i) & (AR 100-5007%
P2185S HABRSE 8 E S 2 UTiE ol & (R ) 20-1007K
P2185M HABRRE 8 H G2 UTiE ol & (HEER) 100-5001%
P2187S VSHR2E R S PTIE R & (ML BRE) 20-1007%
P2187M V5hRaEE H S DTTE T & (HEBRVE) 100-5007%
P2193S TP PUIE R & (Protein AR IRFEEER %) 201K
P2193M TP YUIE R B (Protein AR ARFEEERIE) 1007k
P2195S G PLIE A & (Protein GER I HHELIE) 201k
P2195M G PLIE A & (Protein GERFEHHEEIE) 100K
P2197S G RETTHER £ (Protein A+GE IR B E) 207K
P2197M G 9% PLIE R £ (Protein A+GER A B I%) 1007%
P2202S Flaghr % & A e B UTIE ) S G AR MR B 1) 209k
P2202M Flaghr & 8 [ %% Ui 5 & (B AR B B V) 1007%
P2204S Mychr25 8 F S R DTUE R & (IR B B %) 201K
P2204M Mychr25 8 S R UTUE R & (IR B BRI 1%%) 100X
P2206S HARRZEE A Ui i S G R MBI 1) 209Kk
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P2206M HAME R A S DUE R & G e BB ) 100K
P2208S VPR G DT R TT & G e AR %) 201K
P2208M VR E S UTTE R & R I MR IR %) 1007%

R R/Beyotime 400-1683301/800-8283301
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