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Flaghr& & B A0 3 1 2 (HEER %)

E R P i 2 R %
P2181S Flaghy 25 8 H e B UTiE ik & (HERIE) 20-1007K
P2181M Flaghr2s 8 B Fe B UTiE ik 7 & (ERE) 100-5007%
FEERIEAT:
> R KA Flaghp % A S TTE i & (EEKE) (Flag-tag Protein IP Assay Kit with Magnetic Beads) & —Ffif i w45 7 v

(1] Anti-Flaghi 2k 3E47 Flaghs 25 il A 8 A G 2 UT0E B 3R DTveE R & A= S e Diue P-4, v DUH T Flaghr %l & 2
FIEL B A A2 3 AR I

A7) & L B v o L 1Y Anti-Flag 2k & 28 3k A1 Ak 36 30F 19 G 8 e 6 BEA AR, A 40 28 UL E (Immunoprecipitation, 1P, R
Pull-down) Bk %33 3L 3T e (Co-1P) S 6 B I i 8 (4 . =i, | vz T4 A Flaghs 2 MRl & B B SR B = A I S R UT0E
G P SLUVE BRAL AL 55 S

Yo S VI B o IRV IE R AE AU AR Bk R A 5 5 A M B AR (Protein-Protein Interactions, PPIS)H I SEEGHAR, @it {45 =
PEPUAR RN AT 25 & HUR B 5 (AiProtein A/G AgarosedProtein A/GHREEK), Bk EL 124 A A IR S MR LA A JoR (Bt Mg b gt i
WEER), SR G I BB ) NI 73 B I BUSEI B UR 58, TR B AR A BN AR FE S o B ok, B S AT AR T
Western B[ 75 o il 555 335 43 B 45 [1-2] -

Flaghs 2 (Flag-tag). MychrZs(Myc-tag). HAKRZ (HA-tag). VSR (V5-tag). Hishr%:(His-tag) F1IGSTHr2: (GST-tag) %5 2 ik
B b W — bR RS, I X AR A I il Rk R AR T R I H R A RS B E A A A ES, Wl
PR 77 (b A T H B8 E 24k .

Flag-tag /&85 2 i 5% 2 (DYKDDDDK) A M 1 £ ik, # F (% XA Flagfi3X Flag, i 5K 5 40 R Flag-tag % IR T 51
55 H B R 15 53 e, i nT LA SR IA T lFlag-tagity H (8 . Flag-tag & A LR £&L: Flag-tagidl & A 2> 5 H 15
FAHEAEH, JEHRZHIEN FASEmME MEAMNIIAE; Flag-taglf AAr2EE H, 5 4LE I Flaght 78 (AF519/AF2852) |
Anti-Flagfl 2k (P2115) 5k Anti-Flag =iz At s (P2271/P2282) Bl xif H (K (MR IE 52 Or S ThRERHAT R I sloxt B (¥ 2 A AT 40
o G TTIE B R LTSS AlG ENYG M Flaghs s, 7] 4 17 % (Enterokinase, EK)JB%(DDDK), A fif3 21 56 3£ /1% A bx
ZWHMEH. BT LR A, Flaghs® o 2 MH TEARE. g, $E. MEAERFDIRESE 2 J7 m T 53],
AR 7 A5 s i &2 BeyoMag™ Anti-Flag Magnetic Beads (Anti-Flaghii¥k). BeyoMag™ Mouse IgG Magnetic Beads (/) .
IgGHEER, 1AM R K Afe Ak 1) 45 Fh 22 o G Lysiis Buffer. TBS (10X). Protease Inhibitor Cocktail (100X). 3X Flag Peptide
(25X)~ Acid Elution Buffer. Neutralization Buffer. SDS-PAGE Sample Loading Buffer (5X)2% %2 T iiE W Bk F, Al S i iE
BB AL e SR I S N B (R, Rk, AR ST R DT AR S L.
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Bl1. 382 KFlaghn s 8 A G2 e 18 ) & (R E) I S Dl vE i F2 1

> A&+ fiBeyoMag™ Anti-Flag Magnetic Beads (Anti-Flagiii®k), tH4Fx AAnti-DYKDDDDK Magnetic Beads, 1] LA
Ve 25 & Flaghn 2Rl & 8, IF AT DAE BIRE ) 32 55 1k 53 B B0 % JE (53 B A T2 A Flaghs 22 (Rl & S A UL R A 2 59010
PPV A AL . AR AT (O)RRER. BEOASEER. SENIMRZHWFEZEMAHLE, AAnti-Flaght 2t
REE A3, ST A Flaghn 288 (A 45 & A IR IVRE v, IF BREERRAE N, A4 def R i . = TRk B
EY10mgiER, &AL T0.6mg Flaghifk, @% iT45& A/ 10.6mg Flaghe 2 ml & 8, HARRR K4 & MR E A
T RK/NEMI . RESO0WIAE iy, I8 A7 A8 FH 10-20p BE Bk B i, 3t nT LA s i b AT S DUIE SR 56 . QT &2 FER
MIFlaghn B B . Anti-Flagh 2k n] 45 5 P 25 4 FF 6 2202 12 1 1) N s Flag it & 25 1 (Met-Flag-Protein) . N Flag il & 25
(Flag-Protein). CuiijFlagili & 25 1 (Protein-Flag) . (3)&5& B BB HEBER. Anti-Flaghif Bk 499K ik 2k (~200nm), HEAE KK
PR, T Ui FIPLE 1 PUs A st & . 38 10508 N BRI AT 58 BB R W B Rt AR, 3040 9 58 A E IV B 1 AR B T
1E o A R B AR B[R] T DA 2850 G 7E K B (R 3AE I F2 b H 10 2 A i AR Bl b, 70 20 ORAE H I 8 1 135 1 A5 2 P Anti-Flag
3R £ B AR TR

Characteristics Description
Product content 10mg/ml magnetic beads in specific protective buffer
Beads size ~200nm
Magnetization Superparamagnetic
Coupled antibody Anti-Flag mouse monoclonal antibody
Isotype 1gG2b
M.W. of antibody Approximately 150kDa
Antibody concentration >0.6mg Flag antibody per ml beads
Binding capacity > 0.6mg Flag-tagged fusion protein per ml beads
Specificity Met-Flag-Protein, Flag-Protein, Protein-Flag
Acid, 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 Flag antibody will be denatured and release from the beads.
Application IP, Co-IP, Protein purification

> FEFSRESMEBITE. B HNEAMEN. EWFDEe KGN MERE, AR SR =N E, A
FlagZ ik B2VEAISDS-PAGE FAEZZ Ml gt AT M i o el f& Flag 22 IRV it J5 AN B & DU B BE AN L E,  mT DAY R
TR A FEVTVE J5 Western S 56 b 2 5 A1 S BE (1 40 i) . A7) & H T GRP-Flaghili & 22 F 1 S R e RUCRZ 5 812, A&
Fp53FILTA (SV40 Large T antigen) ) % 2 ST I AR 2% 143 [4].
1 2 3 4 1. Input
2, Mouse |gG Magnetic Beads

3. Elute by SDS-PAGE loading buffer
4. Elute by 3X Flag Peptide

-—1gG heavy chain

— ey e —<— GFP-Flag
-— |gG light chain

IP by Anti-Flag

Magnetic Beads
K2, 387 KFlaghs 25 5 H %2 TTE R ) & (BERRVE) H] T GFP-Flagfil & 8 11 R S VT VE RO . 293 T4 g (VR 15 40 i) % e
GFP-Flag/ii #i36/Ni J&, £ Lysis Buffer®fgt. £ 18 Input, B 420 7 (total cell lysate); £ %:2yBeyoMag™ Mouse IgG
Magnetic Beads (/) it IgGHEFK) %5 UTE J5 4 SDS-PAGE Sample Loading Buffer (1X)¥t/ii 5 fORES, i%Mouse IgG#& 1E # /)
519G (Normal Mouse 19G), AMIMEXFHE s #F fi 3144 F 4177 £ ' BeyoMag™ Anti-Flag Magnetic Beads (Anti-Flagi k) %%
VUV JE HORE S, HorboRE 348 I SDS-PAGE Sample Loading Buffer (1X)¥e /i, K& ih4fd FH AR & 42 413X Flag Peptideit /i .
{# FHSDS-PAGE Sample Loading Buffer (1X)¥ /it Ji 7] LIS 21 Flag i i (1) 45 B 4%, 111 {5 FI3X Flag Peptide¥t i1 & 4 GFP-Flag,
A VRIE DI B K H K 57 . WesternE[1IZE 15 11 Beyolmager™ 6004k 7 &'t il £ 2 4t 5€ BU(EI600) S Fréti A 2 A S
B oAt RIS S A EAAAE 22 7, BITPEUR Ut S % .
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IP with Magnetic Beads

lgG  Anti-Flag
Flag-p53 + + - +
Myc-LTA + - + +

IB:Flag = & 53

IB:Myc = L TA

IB:Flag| e e - D53

Input
B:MycC | e - e LTA

1 2 3 4

KI3. 3z KFlaghps & A %5 UTvE il & (ML 2R E) FH T-Flag-pS3ATMyc-LTAR & 25 (A 1 4 ST SUR Bl . 293T4H g (N IR
4 ) B ph B % YpCMV-3X Flag-p53 (D3031). pCMV-Myc-LTA (D3036)/5 %36 /Nt J& , 48 F At 771 £ o 1 Lysis BufferZ2 i .
#ki&1AMouse IgG Magnetic Beads (/] iR I9G 4 B HEER) S FE DUE 5 £ AR B R AL 13X Flag Peptidedi Bt J& IIFE &, i%Mouse
IgG=ZIEH 1/ 1gG (Normal Mouse 1gG), v Lytie M HPEXT I 3kiE2. 3M14°5BeyoMag™ Anti-Flag Magnetic Beads
GIEDUE G, EARRFIE IR I3X Flag Peptidedt it 5 AL, MIKIEATT W52 2|35 YL Flag-p53-5Myc-LTAT LA HAE A .
InputR[4= 21 il 24 /@77 (Total cell lysate). WesternE[1i5 i {% H1Beyolmager™ 6001k 2 & % R 4t 5 BU(E1600). SEFrgh 2 A
SR AT S R ER A FAAAE 2 5, BITPEUR S % .

» TR R TIE S0, 1L RAFE00pIAE b 8 FH 20 REEER B, AR £/ L2 P218 1S AT H (.46 P2181M2) i 7T LA AT 20
UCRILO0 YK it () o BETIE, RN 53 55 LASEAT 4 A20 A T 1 X RECAQ S e T 4L 100U i £ FH Apl BEER S 10, U
9 T PAREAT 100 RIB00 A b [ S 2 UTUE - (R 43 5 T LAREAT 201 R1100 4 R 1% BEL ) S e 0T

2ELE
P = 44 g
P2181S-1 Lysis Buffer 50ml
P2181S-2 TBS (10X) 5ml
P2181S-3 Protease Inhibitor Cocktail (100X) 0.5ml
P2181S-4 BeyoMag™ Anti-Flag Magnetic Beads 0.4ml
P2181S-5 BeyoMag™ Mouse 1gG Magnetic Beads 80ul
P2181S-6 3X Flag Peptide (25X) 80ul
P2181S-7 Acid Elution Buffer 2ml
P2181S-8 Neutralization Buffer 0.2ml
P2181S-9 SDS-PAGE Sample Loading Buffer (5X) 0.4ml
_ LARE 1
P PSR S
P2181M-1 Lysis Buffer 250ml
P2181M-2 TBS (10X) 15ml
P2181M-3 Protease Inhibitor Cocktail (100X) 2.5ml
P2181M-4 BeyoMag™ Anti-Flag Magnetic Beads 2ml
P2181M-5 BeyoMag™ Mouse 1gG Magnetic Beads 0.4ml
P2181M-6 3X Flag Peptide (25X) 0.4ml
P2181M-7 Acid Elution Buffer 10ml
P2181M-8 Neutralization Buffer iml
P2181M-9 SDS-PAGE Sample Loading Buffer (5X) 2ml
— YIS 14y
REFFM:

-20°CHRAT, —4EH R . P2181-4 BeyoMag™ Anti-Flag Magnetic BeadsF1P2181-5 BeyoMag™ Mouse 1gG Magnetic Beads™] 14°C
RAF o
ABREI:
> TS, HEEMHEZ RML52mIE S B AL(FMS004. FMS008. FMS012, FMS016. FMS024).
> WUER G UUNE I H A B R B RR B BCE SR AB M,  F5 B A L (0 Bl FR G 1 R AN 25 L BRI AR IE
28 7 R I B RS B A0 ) 5 VE S A (50X) (P1081/P1082) A1 3= Z. kA B 41 77 VE &40 (100X) (P1112/P1113).
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ARG S Lysis BufferZ e M, &G AR 21500 N 1 e B UTE B G 2 3L Ui I R it R A 5 2 ek . (R T4
PEUTTUE B G ST IE R I RE I B 2 AR R, A Lysis Buffer N— 53 & BT S BE T VERE S O 2 S ek . R A8 T A3t
AL R Lysis Buffer8CR RAEERITE IR, 5 S B ATX T 2B B HAT BER A B . I ORI SOk 131 A7 e i 2
RIS, SR = RIE e E LW hitps://www.beyotime.com/support/lysis-buffer.htm.

BeyoMag™ RFNBEER A MR, R EZVRALSIK LA b, ASFEma 80 o

BeyoMag™ Magnetic Beads 4EFFpHA6-8, MGl 5.0 THRERAE: B2 KIS MPB SR E TR, BmTRes 5l
WL A .

BeyoMag™ Magnetic Beads s FH fil #23d 24 7873 # &, BIEUEIE TR MR IR & 35 5), IRSIBRAESUR L, A RIZLR = % 5%,
WER RN

FERSETTVERT, F P AP0 9 P 6t R 4 (BeyoMag™ Mouse 1gG Magnetic Beads). A< 7 & 42 (& & (O B vt g, B8
ZHK, ATLLTINEE = K ffBeyoMag™ Mouse 1gG Magnetic Beads (/)M SR 1gGHAER) (P2171).
ARG R TE AL TAE, FERN IR AT E EACCEIKIE, DAIRSE R 1 P AR R 1

W AAE FH A I AR R BB, A R A IR O R, DA S g ae KT PR SR AR R Bk

FRPEV e I AR T Re 22 R AE R, BT IEW IR, A mEER I IR A . 0.1%MHE 5 84 L35 77 (W Triton X-100.
Tween-205UNP-40) i] A % B5 IL AR IR AL, I HAN UM REBR PR S & R0 .

AP AR T N RRHERE T, AR TIRR 2k EGEYT, AMFH TR, AR T HEEEN.

N TR R, 1 7 SR IR — T B E.

fEAAR:
1 BEEREE.

a. ZF TR, FIEAAFES M 100-500p AR El, s hH DG
Steps Solution required Volume per assay Volume per assay

Lysis Buffer with Protease
Inhibitor Cocktail

Cell lysis and sample preparation 100pl 500ul

Preparation of 3X Flag Peptide
elution buffer and magnetic beads

Immunoprecipitation Magnetic Beads 4ul 20l
Lysis Buffer with Protease

TBS ~0.52ml ~1.6ml

Wash (3 times) Inhibitor Cocktail 100p1 each time 500ul each time
Peptide competitive elution (optional) Peptide solution (1X) 20l 100pl
Acid elution and neutralization Acid Elution Buffer 20pl 100yl
(optional) Neutralization Buffer 2ul 10ul
SDS-PAGE _sample _loading buffer SDS-PAGE Sample Loading 204l 100u1
elution (optional) Buffer (1X)

b. SHHIFIRMBEIECH . 2% L3R, 15 H8450-10077 40 K214 H1100-200p 25 11 7 Z MV T2 LL K 300-600l 15 41 i 771
SR T I B A5, TC A P 5 3 R 24 . 5 Lysis Buffer 55 Protease Inhibitor Cocktail (100X)#%#8100:1 ¢ Eb 451
WA, BIUELImIfLysis Bufferd i\ 10ul Protease Inhibitor Cocktail (100X), BRI f31mI& #7122 i (Lysis Buffer with
Protease Inhibitor Cocktail). [t {15 00 i) 771 R e e ik B TE VK BR4°C
L WUR AR DTE M B I E B RSB IR B M, 7RSS I B RRE A 77 5l 2 Z AL B A . HERE AL
F28 7 RN 6170 A YA (50X) (P1081/P1082)F12: Z B tb B 1V A4 (100X) (P1112/P1113). WA RFILT
sk, A R L B E M AR TR A : https://www.beyotime.com/support/lysis-inhibitor cocktail.ntm.

H2: AT G Lysis Buffer MY TAE 2%, WA T /RSP IR, TER BT & R I A I

HE3: SR AR IR, A EEERAFREESE . WRARERFER, TUEHAEZ RN EZME

FIf . BERREE AN 2 Z AL BESMHI SR A9:  https://www.beyotime.com/support/lysis-inhibitor cocktail.ntm.

c. TBSKICH]. K TBS (L0X)HH4i/KMEBEELIX, BINTBS. #ltiml TBS (10X)INAIMIELE/K, JEEIEEIATBS.

d. BEEBREMER . HI T RERMEFER IR IR, BT DURR EEAE NN Sl I OE 24 %

(2) R R WdT E R IRk, TR IBEES00pIAE T FH 20l BE R Byt B ], BUE SRR Bk 2 — i 1% 3 0 b (FTUBO15),
IIATBS R e ZARF U NZ10.5ml. B8 WERAIIARLERIAFR T-0.2ml, P LA BOE BB T 158 15y 310, 236k
i, AREEINATBSE S &R RN £10.5ml,

(b) WA RRRGT ER k. B THIZE Eaes108b, Lbr bib. B85 EIRBEFIK.

(c) ILIBYILR AR R, FTBSHE BRIz .

e. 3X FlagZ Bk¥eBLM BB #] . 13X Flag Peptide (25X)HI TBSH 2514 HI 33X FlagZ ki, 4k 10ul 3X Flag Peptide
(25X) I A240ul TBSHEAJRI AT . FL il &7 13X Flag 2 Ik e it v Bk B AE VK BR4°C . 43X Flag Peptide (25X)Zid {4k,
EH T RZHEM, WA E A F R, WAl DUARREL0f% . iR £ 13X FlagZ Ik, FIiTTHH = K 113X Flag Peptide
(3X Flag% Jik) (P9801).

f. SDS-PAGE Sample Loading Buffer (1X)HIEC#]. Hli& & SDS-PAGE Sample Loading Buffer (5X)FH 7K #8515 By
SDS-PAGE Sample Loading Buffer (1X). #1#10.2ml SDS-PAGE Sample Loading Buffer (5X)MIA0.8ml##4l/K, &4 5 EIA
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SDS-PAGE Sample Loading Buffer (1X).

2. HMIERA SRS RS . PR S B RIEHT 5 2 1 S DTS B e, WR A RESL AT 5 S SR, AT
PA-20°CHL-80°CIA A, (HIRRIAT e UM 8 A S B A EAEH o A BOAE an R0 3R B AE VK BRACCHRAE, U B/ B
MR AT R . AR IS, TR EAE N InputsliTotal, LA T+ 5 2 ) Western <545l .

a. RFPARIRE SRR . 250-1000%g % i 250 3-5minfiU 4N . anf LB, W LM HIPBSHER — IR, ARG IR
B . RFEvortex sl # # & IR IR R B 08T, 14 550-100/5 41 i\ 100-200pd T EE A AN 25 40151 771 R R R o
B IR BOE Y IRET, AR AL . TR 2R S A R A e . WER IR Z, @2 50-100 75 4
M/, ARG TR . K AN B e 24 70 53, i /D S PR AT e T R 25 2 RN B 70 o0 B flle, ARG LU 8 50 4R 78 4
7857 %4# )5, 10,000-14,000xg7E4°C B 023-550 6, HR L3, B ATHEAT J5 SE M R B DUiE M e b iiie & . ¥ #a o
UL BEAEED, FENIENADNAL, 3052 = ETTEY

b. NEEECHMURE TS EAINE R . WRIRRE IR, WA B, HPBSYRIE—IK, SRR IR B IR . $HR4AE50-10077 41 i (FH
T 6FLAR B —NFL) I N 100-200pl (%) 25 4 7 ZLAR R, 3& 4R, AR VBRI 20 B 70 7 # ik o 38 R Aok 3 P 4
1-2Fb )5, MBS vER. M EEK E2#2-10min. 7843 24f# )5, 10,000-14,000xg7E4°C &5 .023-543 44, B Lif,
RIAT 347 5 SE M S DI A L TiE %% . ¥ R S B/ EARNEEYR, TENFERHDNAZ, B a2
VEY.

C. ZNBHEUEBEERAE R RBMMES . N T ImIE RS, 20k Big, WA %I, U HPBSHER—IR, SRJERIF5%
AR . R AR vortex Bl L o A T DAY R B BER B 0 O . IIN100-200p] 5 #i FIZLMRI, R Fvortex sl i o &
JRLARA], UK E2RfF2-10min. G S A BEARAS B0 U AR AR A8, 4 BRRT I B TT DL 23 Sl FH ¥ B B (lysozyme) ik B g
(Iyticase) ik, SR 5 FA% FH &5 #0017 ARV IEAT 22 . 7890 22k J5 , 10,000-14,000%g7E4°CES £23-57 4, M EiF, BIH]
HAT R S M) e BT vE A A B LT 5 . 1 RS IR AT RE S R EANEIE L, EEONEADNASE, B0 Ear4E
JUED)

d. AR HRFEMEE.

() EAHL BT/ NI . WERA LR AR SRR 400, AT U478

(b) 4% 8 5:10-20 2 ve. 2H £ {8 F 100-200pl ¥ EE A0 N 25 405kl 700 22 AR o SRR AN 78 3 ] LA FH 522 190 5 40k 59 22 A iR
W TR E SRR B AR, R DU )b R & .

(c) HIBI A 3838, Bl ] 24 5 KA 72 IEB600 TissueMaster ™ -5 A0 VR BEAX BT S, B 7840240k . T LA
ZURE MV TR R MR B , F I 7800 5 NN 2R 5 e B WA T R4

(d) 3475, 10,000-14,000xg7E4°C & 03-570%, B 3G, BIRTHEAT )5 4: 0 e Diie Mg L Uiie & . ::20mgifi A7
/I BRFF AR 20 23 B 2000 & #1715 3R 1510 13, AR AIRIEZ2815-25mg/ml, A FRPRES RIS FEHLUH B
AHE. 3#: FEERITRSHIDENEEYIR, EENEFAEADNAS, B0 /aar= LUy .

3. AEUTRE(Immunoprecipitation, I1P).

a. MAMHESBE. LRS00 8 ARSI 20 i Bk 2 i i LB In ANRESR, B TR RR KRB R A b, SRS
27N B A°CHE B I R
HEL: FE5 T E A BeyoMag™ Anti-Flag Magnetic Beads T JiiE B Flaghs 2 H & A XL E &Y, R
P 4% 76 35 23 5 7 B\ BeyoMag ™ Mouse 1gG Magnetic BeadsifE 4T 422 T e LA A I 1%

2. mEERES, MRk RERBASRERREIERIS, Aot .

¥E3: Xl I BeyoMag™ Anti-Flag Magnetic BeadsiF 1T G e iiE Ja 2k K IS Selk i oL, v L% [E i i BeyoMag ™
Mouse 1gG Magnetic BeadsiF 47 FRUTIE AL BE, DLW BRAER: LB, S8 J5 P4 i BeyoMag ™ Anti-Flag Magnetic Beadsi# 4T
GPETIVE. BeyoMag™ Mouse 1gG Magnetic Beads ] 14T TGz iiie B L £, FEBITITH.

b. B4H. WExRE, BTH AR LAE100, Rk LE. #: ATREHS LER, Aoz,

C. BE¥. MMAOSMIFIE M FIRMEE, ARRIFRERWRITEBMLR. BT IEE b E1080, 28k 1ig. S84 &k
TR =R s AT DLUIE AR I 1% 15 20 PR VAR (1) O Dggo R FI T A2 5634k 5E 4%, #7ODggo K T°0.05, R 244 i
VR IKEL

4, Feli. WRABVREE AR R G SRR ER, T LUR B W R 3M ik — AT e
a. X FlagRFeeiss. Ao ARR M, Yeliaorm, HEelbs s AR e EA AEYEM, (8180 ik .

(@) B0 ARREBRIAFY, IIA100p] 3X FlagZ FRVEE, REE B TR R RFER &L, SHEE R EF30-60%
By, BYA°CHF B 1-2/hB . N T SR BEMLACE, R E KT I R B S B

(b) WETEE, BTHAIREEAE100, ¥ EEEEIHNECE . RIS FlaghsS & 8 K HE AW

(c) VeliIFlaghs %85 H L HE G E T4°CHRiH, 83 -20°CEL-80°C KA RAT -

b. BRMEBEMEEE . AT AR, PR iRk BEMLS 1 B VR 215 00 T Re IR BRI I AEPE Y, 38 T 5 22 M Ul

(@) FR20ul R ASREBRAFY, I 100ul Acid Elution Buffer (FRMEVERGR), REIGE B TR KRR G L, EEBEHS
YRR, T W E AN BB 1590 B

(b) WETEEE, BTHAREAEI00, ¥ EEEIH NS CE S, H 22 A10ul Neutralization Buffer (1 F174),
&R ¥ AULZIN AR IS, B [ A T IRV P 2R 5 FE— R Ak RiE k.

(©) NTHBERIIVENRER, TELDEafb, WA FFES S I,

(d) Vel AR Flaghn 2t 0 R HE A E T4°CH M, 83 -20°CE-80°CH HALRAT -

FEL: FRMEENE BN (AW RRAK T 5 4+ BE VLB SDS-PAGE - FEZZ PRSI -
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2. BT H R E A ZE TR R PR BE VA BB B RCR A — e BRI, SR B AR A R LA, IO R IE
WpHTER.5-3. 12 8] BEAT — € (IR 58, AR L0 AR pH AR B th B AT — s I R B, BAR R B AT R SR 2
AT L RE R AR AT e B e R 3X Flag o 4 Pa i 2 B R TUYT i i ) SDS-PAGE AR G2 e v, Jo 3 IRk s R AE AR
PESAF N HEAT VR, T RE 0T 5 SR X T BT A PR R A S AR

C. SDS-PAGE_EREEMRUEIE. ATE NI, 19315 FFE § & & SDS-PAGE Hi Uk B Western eIl o
(a) FE20plFUAREFRARFRIBERE, NN 100u] SDS-PAGE Sample Loading Buffer (1X), 95°CHN#A5%: 4t .
(b) B THEIIZE oy 100, H_F i R 0T A -T-SDS-PAGE HE ik 5 Western 3l .
W1: B SDS-PAGES H_EFEZE MRS A DTTAFEJEG,  H P lifs 2/ & B i b 2 & DU I R A gk .
vE2: H'ESDS-PAGE L FR42 philR T L% FRIE #28 = K ISDS-PAGEE FH L #E 2211 (2X) (P0015B). SDS-PAGEZE A I
FELE M (5X) (PO015). SDS-PAGEZE I _FRELE M (6X) (POO1SF).
& )
Problem Possible Causes Solution
Protein is not completely eluted. | Change elution methods.
. Make sure the protein of interest contains the tagged protein by
NG Rt Qe EEssse, 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
level.
Washes are too stringent. Reduce the time and number of washes.
Very few or no = : ; S
tagged protein Incubation times are inadequate. | Increase the incubation time.
exists in the Interfering substance is present in Lysates containing high concentratlon_of DTT, Z-mercaptoethanol, or
eluate. other reducing agents may destroy antibody function, and must be
sample. :
avoided.
If Western blot detection is used:
1. Check primary and secondary antibodies using proper controls to
Detection svstem is inadequate confirm binding and reactivity.
Y quate. 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.
PIEEIS K nonspeu_flcally E 1. Pre-clear lysate with Mouse 1gG Magnetic Beads (P2171) to
the monoclonal antibody, O -
. . . . remove nonspecific binding proteins.
insufficient washing on magnetic - . .
. - 2. After suspending beads for the final wash, transfer entire sample to
beads, or the microcentrifuge . : . ;
tubes. a clean microcentrifuge tube before centrifugation.
Background is 1. Increase the number of washes.
too high. 2. Prolong duration of the washes, incubating each wash for at least
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.
G B [ 60 S0 S 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.
. o 1. Prepare cell lysate again.
. 2. Add additional wash steps.
SR :
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, Reynisdéttir I, Friedman PN, Prives C. Genes Dev. 1992. 6(10):1886-98.
ESNLE
P Pk 44 7 g
P2175S % PLIE IR £ (Protein A REERIE) 20-100 X
P2175M G T IR £ (Protein A BEERIZE) 100-500 7%
P2177S TP YU & (Protein G WEZRTE) 20-100 &%
P2177M G % JUEE R S (Protein G fERIE) 100-500 ¥
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P2179S G B UTHE IR L (Protein A+G REZRIE) 20-100 X
P2179M G BEUTHE TR £ (Protein A+G WEERTE) 100-500 &
P2181S Flag #7425 & [ G BT R & (R R T5) 20-100 X
P2181M Flag #7425 & [ G BT R & (R R T) 100-500 &
P2183S Myc bR & A B DUE A S (HEERTE) 20-100 %
P2183M Myc bR & A B DTE A S (HEERTE) 100-500 7%
P2185S HA bR 8 e e 1R S (REER ) 20-100 X
P2185M HA 725 8 1 G2 U R & (R BR V) 100-500 &
P2187S V5 P& & A B DTE A S (EERTE) 20-100 X
P2187M V5 B2 B G PLTE B B (REER) 100-500 &
P2193S S8 T IE R B (Protein A TR IE M EEI %) 20 %
P2193M S BT IE IR & (Protein A TR IEHEEE %) 100 &
P2195S S8 IE R & (Protein G B la BEBEAR %) 20 %
P2195M S T IE R 5T A (Protein G B IS HEBEIRIE) 100 &
P2197S S VIR £ (Protein A+G I IEHHEBEIZ %) 20 %
P2197M ST IE R £ (Protein A+G B g A i) 100 &
P2202S Flag br% 8 1 2 DUV IR R 2 G Bl EE I V) 20 X
P2202M Flag #7258 2 DUV A7) 2 G Bl EE IR ) 100 &
P2204S Myc b2 A R ITE R S R RE PR 1) 20 X
P2204M Myc PR A e UTIE R S G R P B 1) 100 &
P2206S HA FREEER 9% DT ) B (B IR i s ) 20 %
P2206M HA Fr%5 8 H 2 000 0 & G IR M SR E) 100 &
P2208S V5 b2 H [ S BRI B & G T i B I 1) 20 %
P2208M V5 b2 E 1 S B UTIE R & G T il B 1) 100 &
D3031-1pg pCMV-3X Flag-p53 lug
D3031-100pg pCMV-3X Flag-p53 100pg
D3033-1pug pCMV-HA-p53 lug
D3033-100pg pCMV-HA-p53 100ug
D3036-1pg pCMV-Myc-LTA lug
D3036-100pg pCMV-Myc-LTA 100pg
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