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FlagtrZE A R ETUE R T ZCRIRTERESE)

L 5] R TEL S (5]
P2202S Flaghn %5 8 [ G BT R & B PR B e AR V) 201K
P2202M Flaghn %5 8 [ G BT R & B R R e AR V) 1007

SEYESM O

R RATF I Flaghs 2 8 A J 2 DT R G (B leMiEE R V2) (Flag-tag Protein IP Assay Kit with Agarose Gel)/&— Rl iEid ks 7+
PE 1) Anti-Flag 55 I5 W 58 ke 3E 17 Flaghn 25 fil &t A a2 PTUE B SR UTE R & o AR i i S e LU 7= 4, w] LUAH T-Flag
PRARG B B B O S S o il .

AGAF) LB v 2 ) Anti-Flag 3 B HEEE R A 283k DAL 36 AIE 1) S 8 e 4 BERFT), A8 96 38 PT3E (Immunoprecipitation, 1P,
FRPull-down) sl G ST € (Co-IP) SEER SN & 5. fHHE. &Rk, T2 T Flaghn %5 i fil& & A 8O R B 2 G 1 ez it
VE A IR YTE B A A S S

Yo UTTE B e % LT v A it 90 B A B8R A 5 2R (A A HL/E F (Protein-Protein Interactions, PPIs)F & FSZIG A, i fE =
PR BT 45 A UK A iR (W Protein A/G AgaroseBX Protein A/GHEER), B B 428 FAB Bchr 7 MEHUAR A A 53 (Can B g Wit i m
WhXR), AN BOBE I NER B B PR SUAE S, Nl BEDRMNE SRR P 5B K, METUAET
Western E[JZF R I 55053 15 43 B 55 [ 1-2]

Flaghs 25 (Flag-tag). Mychy Z(Myc-tag). HAFR Z5(HA-tag). V5Fr25(V5-tag). Hiskr 25 (His-tag) FIGSTHR Z(GST-tag) 55 & %
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,

Flag-tag 28/ & JE 2 7% 2E(DYKDDDDK)4H i 1 2 ik, ¥ FI T XA FlagfI3X Flag, i 3 K 8 20 £ R4 Flag-tag 4% % /7
H15 B IR FE S w3 i, ] LA &SR TE i Flag-tagl H I8 . Flag-tag BT UL FHLAL: Flag-tagl@ ¥ A5 HIY
EAMEEH, FAERZHIEN TASHME & A RIIRE; Flag-taglE Nin2s & 1, J542@ I Flaghi A (AF519/AF2852).
Anti-Flagh Bk (P2115)5k Anti-Flagsf FIEER (P2271/P2282) B Al Xt H IE R KR IE . AL K IhRe AT i st H 79 & A ki 4l
oy FPEYUIE B LTI S5 s MG /ENG [ Flaghn 2, W] 4% % 0§ (Enterokinase, EK)V) [ (DDDK), MIfif3 2 56 £ 1% A
PR HBIEH. T LB AL, FlaghtZod N TEARIE, difk. $w. MEERMIIEESEZ 7 v 3].
ARG LA 5 2 1 Anti-Flag Agarose Gel (Anti-FlagBi i #E5E/). Mouse IgG Agarose Gel (/) RIgGERIEFEERE:, 1E N
PS5 R ) B A Ak 14 4% ol 22 v i U Lysis Buffer. TBS (10X). Protease Inhibitor Cocktail (100X). 3X Flag Peptide (25X). Acid
Elution Buffer. Neutralization Buffer. SDS-PAGE Sample Loading Buffer (5X)&5 52 UTiE A EARF, 5 Ui iE sl e 3Lt
VESRIG TN (R SRR, AR ST U MR ESEE L

vt Fusion protein '
'.:- Other substances Agarose gel prw ( %%
* Agarose gel preparation —— % Centrifugation

Sample l Tlncubation l
preparation

@/ Centrifugation %

Mix
Transfer _ j




K1, 2825 KFlaghn %58 H o2 PTTE a0 & (B IR WE el i) ) e P T ve e 1
> ARAF & H B Anti-Flag Agarose Gel (EJ Anti-Flag Affinity Gel, 34 FR N Anti-FlagEi JEHE 5t B Anti-FlagsE IR, gk
FXNAnti-DYKDDDDK Agarose Gel/Beads/ResinE{# Anti-DYKDDDDK IP Gel/Beads/Resin, 7] LT FE 45 & Flaghn 28 fil &
|H, 2N T A Flaghs % Rl & & AU E A2 AW e i s aifb i . KR (DBRNBEEASS
B, S REE. TR (settled gel) & A7 £18mg Flaghifk, AI45&2Imgit & H, Hifrmikss, ARt REQs e
Lo QUEEZMERBIFlaghhBE . Anti-Flag Agarose Gel 7] 757 1 Hh4h & H R & RS 1 1INV Flaghn 25 il & & H (Met-
Flag-Protein). N¥%iiFlaghr 25 fill & £ [ (Flag-Protein). C¥iiFlaghn % fill & 2 1 (Protein-Flag) 8 # [ 17 77 Flaghr 2 [ il & 2 -
QUEEMEHAZ K, HWME. EEFH T, A7 5T EE S A oy BOE I 3-570 . n SR T 2 itvE ke
WEASEANMHEEIEN, AEHFREESMH. A5 & Anti-Flag Agarose Gel i) 3= 45 b5l T 3K
Characteristics Description

50% settled gel in 50% glycerol with 10 mM phosphate-buffered saline and
preservative (pH7.4)

Product content

Matrix 4% agarose
Average bead size 90um
Antibody Mouse monoclonal antibody against Flag-tag
Isotype 1gG2b
M.W. of antibody Approximately 150kDa
Antibody concentration Approximately 8mg Flag antibody per ml settled gel
Binding capacity Approximately 1mg Flag-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 Flag-tagged protein. Do not exceed
0.3M GuHCl or 1.5M Urea.
Application Suitable for IP. Co-IP and protein purification.
Storage -20°C
> AEFIGRE MBI I HREA RS VIR RSN R EREE, KA G R = ek, s
FlagZ ik, BRIEMSDS-PAGE AL G2 R e i AT el « 4890 2 Flag 2 IR VR Jo AN > BL & SUIA R R BEFI B B, W] LA Ui
WA FEDUIE J& Western SEIG AR BE A B FE T M AR . A7 & TpS3FILTA (SV40 Large T antigen) 1) 7% FITIE R &%
K2 [4].

Reagent compatibility

IP with Agarose Gel
lgG Anti-Flag
Flagp53 + + - +
Myc-LTA + - + +

‘ p53
IB:Flag - .—. 1gG heavy chain

IB:Myc w [LTA

IB:Flag | wee s  w= D53

Input

IB:MyC | == - - |LTA

1 2 3 4

B2, 225 KFlaghn 25 5 (A 98 U0 ie 57 & G IR it 5 v5) F T Flag-pS3 MMyc-LTA B & & (A 1 S 7 3L UTie B . 293T41)
NV B 20 ) B g B 3L 5 epCMV-3 X Flag-p53 (D3031). pCMV-Myc-LTA (D3036))5 K36/ 5, 48 F A< 1751 & o i Lysis
Buffer#fi# . kiE1¥Mouse IgG Agarose Gel (/) FRIgGET IR #EIR ) s Ui TE J5 & ARG & 3 4t 1 SDS-PAGE Sample Loading
Bufferii i G HFEN, %Mouse IgG A2 IEH 1)/ flIgG (Normal Mouse IgG), N LUTi@ A MEXT IR, k&2, 3M14 4 Anti-
Flag Agarose Gel 52 VIIE A, SARRFEIRUEISDS-PAGE Sample Loading Bufferu/lit j5 HUAE M, MkiBE4R] W52 B FLEE Y
HIFlag-p53-5Myc-LTAT] PIAR EAEH « InputBl 4= 41 fu 24 f# i (Total cell lysate). WesternE[17E i 1% FH Beyolmager™ 6004t % &
FERUE R A TERUEI600). SEFReE R SIG4 . RS RMATESR, PR ESE.

> AR EIRMER Anti-Flag Agarose Gel A50% B &Ik, WA BAR, S=ThE&40.5maiEE g . T %
I S S VT Ve SELS, AR TR AR 100 B 5 A3 F 20t IR B, ARG &/ VL 25 P2202 S FT AL 2 P2202M 45 J1) AT LAiEA 7207 FT100
URE S I DTTE, [R5 ] CLIEAT 4V RN 200 BF 1 %6t HE ) e S T IE .

BREBR:
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LIk A4 R 3
P2202S-1 Lysis Buffer 50ml
P2202S-2 TBS (10X) Sml
P2202S-3 Protease Inhibitor Cocktail (100X) 0.5ml
P2202S-4 Anti-Flag Agarose Gel 0.4ml
P2202S-5 Mouse IgG Agarose Gel 80ul
P2202S-6 3X Flag Peptide (25X) 80ul
P2202S-7 Acid Elution Buffer 2ml
P2202S-8 Neutralization Buffer 0.2ml
P2202S-9 SDS-PAGE Sample Loading Buffer (2X) 0.6ml
— DTIES 1
k] 7 A4 R 28
P2202M-1 Lysis Buffer 250ml
P2202M-2 TBS (10X) 15ml
P2202M-3 Protease Inhibitor Cocktail (100X) 2.5ml
P2202M-4 Anti-Flag Agarose Gel 2ml
P2202M-5 Mouse IgG Agarose Gel 0.4ml
P2202M-6 3X Flag Peptide (25X) 0.4ml
P2202M-7 Acid Elution Buffer 10ml
P2202M-8 Neutralization Buffer Iml
P2202M-9 SDS-PAGE Sample Loading Buffer (2X) 3ml
— RS 1

FEMH:

20°CTRAT, —HH R

BE:

R G e U E 1) B R BV R R BB WS, T B AR B ) B R B ) 5 AN 25 L BR AL ER AR TR
7RI ER B I FE A YA (50X) (P1081/P1082) K12 2, AL B HIFITE 44(100X) (P1112/P1113).

ARG I Lysis Buffer® K ZMER, &AM 2B T 152 P 58 2 FeyT e i fIRE 3R fE 2L vkik. HiT4a
PEDUIE B e 2 SLUTiE 2 A FE M IO B 2 RS R, A Lysis BufferN— €& & 1A R UTIERE M OB S5k . 7048 AR
IR HE I Lysis BufferfUI R RAEMIBR T, TEETN TRBERAVEETER AR . SRk 8 3OR 5 SCHk 8 417 B il 34
FREAN R, BB o RN EIE LW hitps://www.beyotime.com/support/lysis-buffer.htm.

Agarose GellfF T —E E e H A, BI78 0 BUe3 FIRAERAI S .

Agarose Gel & HMEMBIER, DoimH M E D BE A ZE WA R Ui . (R 5 2200 & BE v e 05 5
FIRTRE =R TR SESS, (6 AT B 2o F TBS & I& A B3Ik, LAFR 3V B B J6 7 T e = A i T4

TERREDTIERT, USO8 BB P A9 14 %6 4 (Mouse IgG Agarose Gel)o ARG & IRALIE R MES IR, HE2FER, WL
VT2 7 K fIMouse IgG Agarose (/) BRIgGER IEREEER) (P2265).

B AR IE S BRI SE S Aifh TAE, FFRR 2T E 4 CEIUKIE, LIRS I R a4 .

WL B O ARETE AR 2B LR S R NI, T DK AE SR 0.4 5 um (1) B I i

AP AR F B N RIEFZEF R, AR TIRKSKERTT, MMEHTREMEE N, AT aEEN.
RTINS AMERE, E5 LRIt — T EEE.

fEFARA

1.

W&,
a. SF FER, GRS 100 2RI Lu B, HE 54 R
Steps Solution required Volume per assay

Lysis Buffer with Protease
Inhibitor Cocktail

Cell lysis and sample preparation 100l

Preparation of 3X Flag Peptide

elution buffer and agarose gel TBS ~1.6ml

Immunoprecipitation Agarose gel 20l

Lysis Buffer with Protease
Inhibitor Cocktail

Peptide competitive elution (optional) Peptide solution (1X) 100l

Wash (3 times) 500ul each time
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Acid elution and neutralization Acid Elution Buffer 100pl

(optional) Neutralization Buffer 10ul

SDS-PAGE sample loading buffer SDS-PAGE Sample Loading 200l
elution (optional) Buffer (2X)

&R ECH] . 75 B3R, HIEEE50-10077 40 M2 100-200p0 55 101 71 2R I T 28 LA K2 300-600p1 25 101 ]

PRI T i M EL ], 38 B S 4RI 2R . 5 Lysis Buffer5Protease Inhibitor Cocktail (100X)4%#8100:111)

ELBliR A, 1 a07E 1mlffLysis Buffers il A 10ul Protease Inhibitor Cocktail (100X), BEP1S 1ml& $l1i 5722 #F 0 (Lysis Buffer

with Protease Inhibitor Cocktail). e fill & (15 $0 1) 77 2L AR B ik B 7R VKB deC .

VEL: 1SR s UTUE I H I B KRB IR S, 75 AN B B A R B 2 SRR AR . HEFEAE
BRI BRGNS TR A PIA (50X) (P1081/P1082)F1 2 L Bt Ak B HIl 751V A7 (100X) (P1112/P1113). WA Kk T

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

W2 RGN E IR HE ) Lysis Buffer MUH THEMZE, WHTREMBHRDER, BRI “FEEFEI” R .

VE3: EHI R B I I, AERS SR REESMH . WRARKRTER, TUEAE S RWHEZE

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

TBSHIBECH]. K TBS (10X) B4 /KK FHBEZE1X, BIATBS. #l#iiml TBS (10X)I0A9mIkE4liK, R /EEINTBS.

d. BRHHES . BT Anti-Flag Agarose Gel A7 1E5 50% H M ART IR A, AT LA T ZEAE I NFR T B 24 0 15 .

€.

f.

(a) B EEAnti-Flag Agarose Gel, REM I LI FIGRE M, 1% 108 5 5100 7 10 N 2078 & 220 i 5 I B ok
(CAF e 9% T e 20 B8 o 0 DL R I N 20008 B B v A ), HUIE fEAnti-Flag Agarose Gel % — i % 55 .0 &
(FTUBO15), MIALIX TBSZEmAAFINLA0.5mle e A RFLARM Sk (ar FH Y 7787 23358 43 W Sk )W B e e s i 2
BITE.

(b) #£%2 H B Anti-Flag Agarose Gel, 6000xg7E4°CE.030F8, /N0 EE, ANEREERK. EE ERTSEMIK.

e T BB AR R, BRI R A (R 5 V8 BTk B N T G, T DA IR R R AN AT BA 25 B i B
A, 0 VA BT B TR A BRI AR, R 0 T e A et O S A R 1Y) 22 IO S G e D B e 2
AW EIE I ek R BRI P . WA B, w] DUE M8 5 L

(c) TZ TR B B R AR A, I 1X TBSH & Anti-Flag Agarose Gel.

3X Flag# fkEeR AT H . KF3X Flag Peptide (25X)fTBSHiRE2545 1 A3X FlagZ IKPE/liil, Wiki10ul 3X Flag Peptide

(25X)IA240ul TBSHIRASIRIAT . ELHiIEF 83X Flag 2 kBBl B E VK 8i4°C. 43X Flag Peptide (25X)&id 4L,

WEHTRZHE, MR SEAFEE R, Wl U065 . W7 £ 13X FlagZ ik, w1735 = K 13X Flag

Peptide (3X FlagZ JIk) (P9801).

(#%18)) SDS-PAGE Sample Loading Buffer (1X)HJEC#. HUd&ESDS-PAGE Sample Loading Buffer (2X)H /K &4 #:  RJ

“NSDS-PAGE Sample Loading Buffer (1X). {51%10.2ml SDS-PAGE Sample Loading Buffer 2X)IIA0.2ml#BZl/K, 241 )5 R

JNSDS-PAGE Sample Loading Buffer (1X).

2. MRS KRS . PS5 R T B 8L 1 B Ui B B LT, WA RE LBV AT )B4k sE s, AT
PL-20°CHE(-80°Cifif7, (HURRLAT R 5 E O MAHEAEA . T MR AP R B R UKB B4 CHefE, DURERD &
IR MR REME . AERER TS, R — & E1E N Inputik Total, LA 5 221 Western S5 A5 .

a. SRR LSEFAES . 250-1000xgE 7 &.03-SminlUEEA M. IEUNE, o] LUEHPBSEER—IK, RIS HE

4/17

B . R vortex B i B JIC LA AH B & 20 BT . # BEEE50-100 77 28 i\ 100-200pl F4 B A5 i N 25 410 i) 551 284 fige

o HHMERIEYWRIT, URSREANE. RoR@ENEEHRNmEIiE. wRMpERE, S5 2350-100

JiE, REERE. KM ER MBS, MO ENMEE T RERE S M58, MR 53

BT . FRATFEIG, 10,000-14,000xg7E4°CE03-500 80, B EiE, BIFTRHT G SR 0 S sE piie f e Jeyiie s, i R

filtfg 2 BB, FEONFEFADNALS, B0 )52 EUEd .

U B 0 BRRE S O AR A 2 o WSR2 . A LB, FHPBSYEIS —IR, ARGk B RO . 4 B 4E50-100 77 40 Y

(H 24T 6FLAR 1 — L) I 1002000 [ B F R ZE AR, 38 24 IRET, RN AN i 78 7 Be ok 3 AR B3I )

L 1-2FD ), APk SRR . AR B AR VK B 2R 2-10min. 780 Z2LM# )5, 10,000-14,000% gfE4°C B 023-570F, HX

i, BIRTHEAT G SR e Plve A e e Ui 5 . T R S I BB, FEREFADNASE, B0

ST -

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

BR B WA . B2 vortex B LT S I LA AN 8 B R BER B 40 80T o I 100-2000 25 05 IR, B vortex B #

TR LARES], K A 2-10min. 40RA R FIF MR, A0 B AR RT DL 43 514 FH IS 1 B (lysozyme) FlI i B g

(lyticase)VH b, S8 5 P48 & it 71 AT 240 . R 3485, 10,000-14,000xg{E4°CES003-550 8, B i, BImAT

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

VTR

HERE BRI .

(a) FELHLBTVI AN/ NI o QIR SURE AR S AR R 41/, ] IAFE T8I,

(b) & B AF10-202 5 2H 2487 FH 100-200p 149 A7) 0N 25 00 70 S AR o SR 30 A 78 2 T DUASE FH B8 22 1) 5 100 ) 7 24 At
W, R FEEIREME DA, AT RUE 0k 2R & .

(c) MILIEL) 88 2) 3%, Bifd ] 28 2= K 2E 72 ) TissueMaster™ - £5 20 2H 24U B2 4 (E6600) 5% TissueMaster™ = i £ 2H i %

P2202 Flaghn & H f 8 Ui B & GRAR RSB ) 400-1683301/800-8283301 217 K/Beyotime
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1X(1.5/2m1x48) (E6618)HFEE, B A 770 Z4fk . AT DL SIRE 5 A 5 AW EE . WIS 78 77 Ja I\ 24 5 e ik vt
1TELfE
(d) 7B ZfEIE, 10,000-14,000xg7E4°CE03-550%0, T LiE, BIATHEAT /5 900 e B Dlve A L yTie 5. M20mglfk A7
{170~ 5B ZH 28 FH 200 75 #0051 75) 22 v 24 A I R AR 10 B3, R BV EE 20 N 15-25mg/ml, A FPRA AN [FIH 4UF B
ANFE. vE: GRS I ERNEEY R, FERNERADNAL, B0 AT .
3. SRl (Immunoprecipitation, IP).
a. MABRERE . $5HEA 10008 ARSI 205 e 2 i i L it N e, BT IE R R eUe IR A L, 4°CiE
128 o WFEIRmAE AR, M4CE K.
M1 FES PRI Anti-Flag Agarose Gel ] T 9 Uie 1 A Flaghn 2 1) H I A R E &), [RIBT g3E I 73 0
i I A Mouse IgG Agarose GeliFAT G f& PiiE LAVE A B 5 I .
¥E2: X TffiH Anti-Flag Agarose GelIEAT S Uil 5 2L R I Ak s oL, vl DA% BE {8 i Mouse 1gG Agarose Gelidf
ITHUTE AL, CLYHBRAER: R b, SR )5 T8 Anti-Flag Agarose Geli AT 905 UTIE . Mouse IgG Agarose Gel ff T-#4T
e PiEm A b 2, FERITITY.
b. BLAE. WETEE, 6000xgfE4°CEL30FS, AN LB BiE, AZRBNE . H: TREES LiER, TR %
ESRTAINEVE
c. WE¥E. MIANOSmIFHIHIFIZLAEWR, FEEK. UKIBIEE TIRIK L5/8, SR)/56000xgfE4°C 03058, /N0 %bk Bib,
AN BHERE o A A AR R RS =R e BT DB AR I P I 45 2 B T R OD 550 5K JI BT A2 75 R 15 56
F 0Dy K T-0.05, LT 438 P L
4. Beio
ARAE AR 1 1 5 B SR SR SIS R, AT USRI R 3% 7k 2 —HEAT Be b -
a. 3X FlagimFWBiik. ATPoNIRRME, BeliSeR s, HBellE & O R A A, (8T 5 2L ks il .
(a) BR20pI R AR I R R AR A, IIN100p] 3X FlagZ RRPEBR, Z IR IR B 30-6070 5, SL4°CREIRIT & 1-2/h 0. Hy
THRETERCE, WEK S e E VR . 3X Flag 2 Bk BB AAAR — B e i B b i 1R 5%
(b) WHTEE, 6000xgfE4°CEL30F), ¥ HiGHBEEIH SO . RIERABER M Flaghs & A KL EAY.
(c) VEiHIFlaght B AL HE AME T4°CHHA, 3 -20°CEE-80°CHK HARAE
b. BRMEWEMLYE. A5 vAEARE, BB m . BEBUGE A R 21 LT Re R BRI A AR, B TR SR
b8
(a) FF20plE AR BB AARN, I 100ul Acid Elution Buffer (FRIEVEMLTR), VA G B TR REEE R AN L, =
BIRE S Bh . FRIEVEBUR A — OB R B IS o ¥ BB I AN BB 155058
(b) IHE LR, 6000xgfE4°CE 03070, i LiEHB RIS 0EF, FF 22N A 10ul Neutralization Buffer (1 A1R),
WEMIRE) . e AUNLZIIMN R RIS, WA (] Ab TR PR il v 8 ) S 8 SR R R iE
(c) N TIRMERAMBEM SR, FTEZDRaflb, HRAHFFE S
(d) BelbiFF Al ) Flaghn % 85 A A R E AW E T4°CHR A, B -20°CE-80°CKIALRAF
HEL: BRVEVENOE BAR R, AT AT R T 50 4+ e i BUSDS-PAGE FAF 22 M B it i% «
2. BT H I A0 2 50T AR R T R LR I P B R A — s IR, R PR AR I R P i, AT R T e A
TRICpHAE2.5-3. 1 2 [ AT — 5 (VR %S, AH B (1 o AR A pHABL B B LA T — e IR 4, B TR B AT R AR OGS BR 2%
o BT DA RS SR F 0GR T RE T R (93X Flag o 4 e VR BRI WU I 5 (U SDS-PAGE L B il e it v, )5 & (i sl
FEAEVEAAE FREATVRM, AT RE S0 R SR T 8R (3 PR R I S8k e A B
c. SDS-PAGE LHEEMRTEiIE. A7, 52 ARG A SDS-PAGE H ik 5 Western &l .
(a) FR20ulJEAAEE I 2R R, i A\20ul SDS-PAGE Sample Loading Buffer (2X), 95°CHI#57r 8t .
(b) 6000xg7E4°CEY % L £5.0:30F>, HX_F37 BRI A F - SDS-PAGE H ik 5 Western A&l »
1. @ SDS-PAGES [ EFFZ MRS A DTTAEEE M, HBEMAR B & A RE G b 2 5 A DUk I BB A B
2. R AEGASTE RS AR, e LR A20ul SDS-PAGE Sample Loading Buffer (2X))5 Fi#h 78 I & & K
SDS-PAGE®R A LA (1X).
3 BT RS T I SDS S K Flagdifk, A LAVEM S FIBH I A RE EE A

TR
= Dl Io) R -
Problem Possible Causes Solution
Protein is not completely eluted. | Change elution methods.
. Make sure the protein of interest contains the tagged protein by
aleceipiole i nesed Western blot or dot blot analyses.
Very few or no 1. Use larger volume of cell lysate.
tagged protein Very low protein expression level. | 2. Optimize expression conditions to raise the protein expression
exists in the level.
eluate. Washes are too stringent. Reduce the time and number of washes.
Incubation times are inadequate. | Increase the incubation time.
Interfering substance is present in | Lysates containing high concentration of DTT, 2-mercaptoethanol, or
sample. other reducing agents may destroy antibody function, and must be

Z % R/Beyotime 400-1683301/800-8283301 P2202 Flaghr & B RIS GRIERRRE)  5/7



avoided.

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
too high.

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.
Nowspuificbinding. | 1 b el Ve s
SEHk -
1. Lee C. Methods Mol Biol. 2007. 362:401-406.
2. Gevaert K, Vandekerckhove J. Electrophoresis. 2000. 21:1145-1154.
3. Brizzard B L, Chubet R G, Vizard D L, BioTechniques. 1994. 16(4):730-5.
4. Bargonetti J, Reynisdottir I, Friedman PN, Prives C. Genes Dev. 1992. 6(10):1886-98.
X
LT L E=L .2
P21758 GBI R & (Protein AREERIE) 20-1007%
P2175M S B UTIE IR B (Protein ARERRE) 100-5007%
P2177S S8 UIE IR B (Protein GIERRI%) 20-1007%
P2177M GuEUTHE R £ (Protein GREERIZE) 100-5007%
P2179S S5 UTIE R £ (Protein A+GREZRIE) 20-1004%
P2179M G BEUTHE R £ (Protein A+GREERIE) 100-5007%
P2181S Flaghn %58 [ S BT v 7 S (G ER 1) 20-1007%
P2181M Flaghs 288 [ e BT e I S (REER 1) 100-5007%
P2183S Mychy% 8 F S R UTHE T & (G ERTE) 20-1007K
P2183M Mychn4 8 [ S BT IE i) & (AR 100-5007%
P2185S HADRZE A 2 UL sl & (HEERE) 20-1007%
P2185M HABRSE 8 H 2 UTiE ol & (HER) 100-5001%
P2187S V5hR%E R E S DTIE BT & (ERE) 20-1007K
P2187M V5hRaEEE H S DTE G & (WEERE) 100-5007%
P2193S Yo 2 DTIE IR £ (Protein AT g ML 1) 207k
P2193M G BETIE R T B (Protein ATH FEAH LR 15) 100K
P2195S G TTIE R & (Protein GER R HHEE L) 201K
P2195M G UTIE R £ (Protein GER BRI IE) 1007k
P2197S o B UTIE IR B (Protein A+GE IR FHBEILIE) 201K
P2197M S UTIE RG] AL (Protein A+GE R HHELILE) 100K
P2202S Flaghp % & F S DT & IR B REIRE) 201K
P2202M Flaghs % 2 (A o2 Ui T 6 (B M i e A2 1007
P2204S Mychr2 8 1 S 2 UTve R & G IR bR 122) 201K
P2204M Mychra5 8 S EEUTUE R & (IR BB %) 100X
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P2206S HAKRZE 8 H g% Ui iR & (B IR BE B2 209K
P2206M HARRZ R A S B ITE R & G IR R R 1) 100K
P2208S VSHRZE R % DUTE R S (B R e ) 209K
P2208M VShRZ8 R H G B UTIE R & B R MR AR ) 1007k
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