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P2187S V5hRZE 8 H AR UTIE AT (REERTE) 20-100%
P2187M V5288 H AR UTIE AT G (REERTE) 100-5007%

R
> B RAFEIVERREEE A J % DU IR S (REER ) (V5-tag Protein IP Assay Kit with Magnetic Beads) e — i i i 4 57 PE

Anti-VSHEERHEATVE AR Rl B 1 e e B A e LT AR B o A= i 0 S s DUVE =4, wT DL T VERR AR & A e
REE AW BRI .

A4 R B v TR I ANti-V/S Bk B 28 ik AR AL B8 IE 1) SR 0 YT E 0 BT, 48 4 9% YT UE (Immunoprecipitation, 1P, R
Pull-down) &k %32 3L T E (Co-IP) LA BE AN B . (5. w2, | iz T A VSRR 2 il & B A S B B S AW G T |
G P2 FLPTE Bl A S50

SRR PTIE B A % FEUTIE A 72 R A B R B 5 /& A A B4 F (Protein-Protein Interactions, PPIS)fIH I Szog A, @it fd F4s =
PEPUR RN AT 25 S HUR 9 5 (AProtein A/G AgarosenProtein A/GHERK), Bl EL 1 FABIBCRS S ME BT KA JoR (Bt Fig i Bt s
WEER), ARG I B o BRE ) NS o B PSRRI PR A4, TR B bR N 2R S B R, Bl S T AR T
Western E[1 28 A6 I B35 1% 73 B 45 [1-2]

V5Hr%(V5-tag). FlaghiZs(Flag-tag). Mychr(Myc-tag). HAFRZE(HA-tag). Hishr2s(His-tag) fIGSTHRZE (GST-tag) %5 & K1k
B B WL — L hRAE, I X SRS ) Rl Rk T AR 7 S I H A kS B E A IS A NES, BT
PR 5 T H F R A R A

V/5-tag & M FI 8O B8 V5 4 85 15 21 1) B 14N Z HE R (GKPIPNPLLGLDST)4H il i) 2 ik, 38 iok 5 [R] 5 21 43 R A V5-tag 1 1%
W FE 41 5 H R R 15 s a3 e 4, BT AR A KA T R VE-tag ity H 2 . V5-tag B DL FAR A: V5-tagii s A 5 H I
EAMEAER, HFHKZEEN TASEWENEARIIRE; Vo-taglE MEANS, FSHlidVEHIA(AF2894). Anti-V5H
2k (P2141) 5L Anti-V53E FIEE R (P2289) R AT Xt H (L R 3k « s 6 S SR AT A I ikt B 1 2R (kAT 2lidb . S DUTE B a2
TS, BT LA, VERECH 2N TEARIE, itk . MIER AT RESE 2 J7 1 73] .

AR AL 5 i & BeyoMag™ Anti-V5 Magnetic Beads (Anti-V5R;EK). BeyoMag™ Mouse IgG Magnetic Beads (/)M i 19G
TRk, AE N B ) K Ao Ak ) 25 il 2% pvhis i Lysis Buffer. TBS (10X). Protease Inhibitor Cocktail (100X). V5 Peptide (25X)+
Acid Elution Buffer. Neutralization Buffer. SDS-PAGE Sample Loading Buffer (5X)%& %y Uiy i Bk, A8 G e It e sl s
ytyE R (R M. ARFIE T R Ui MRS % KL,
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> A& fiBeyoMag™ Anti-V5 Magnetic Beads (Anti-V514ER) 7T LU S 1 M 45 5 Vo bR 2l & 8 (1, I AT DURE Bl 71 40 46 1
I3 B AR (RS FH T 7 3 VB AR Rl & B L E A B AW e DTE BA L SE G . HAR AT . (V)RS #E
EAZAER. SENKZHNFRZE ML, AAnt-VSHERPUALZ &% m, A VSRREE A 45 & B R R
Sk, I HRERRLAR N, RGP e R R . fE TR RIS A 10mgliEk, B A T0.6mg VEHiLk, @ AT4ES
ADF0.6mg VEIRSREA I, FARIIR KRS GBS R AN S FRER/NEHI . FE500uFE 85 L 4 H 10-20 i
TR, AT DA Rt BEAT S B TTTE LSS . QW S5 ZMTERMIVORREE B . Anti-VEREER AT RS 7 MBS A N VB RD 5 8
F1(V5-Protein). Cuii V54 & [ (Protein-V5). (3)4& B RIEAREER. Anti-VSHEER NPIKH ik (~200nm), HA @KL
T, (FTPUARAG R PG 24 & o I8 105 Py BI AT 52 TS B i A2, 3040 P 5E ik E 10 2R A e TTTE A
YR PRI (8] TT DA 208k AR A T AR i R v H (R B AR B M, 78 0 ORIF B IS a4 & R Anti- V5 1
BRI EESRAR I R R

Characteristics Description
Product content 10mg/ml magnetic beads in specific protective buffer
Beads size ~200nm

Magnetization
Coupled antibody
Isotype

Superparamagnetic
Anti-V5 mouse monoclonal antibody
19G2b

M.W. of antibody

Approximately 150kDa

Antibody concentration

>0.6mg V5 antibody per ml beads

Binding capacity

> 0.6mg V5-tagged fusion protein per ml beads

Specificity

V5-Protein, Protein-V5

Elution method

Acid, peptide competitive or SDS-PAGE loading buffer elution.
Note: If elute with SDS-PAGE loading buffer, the light (~25kDa) and heavy

(~50kDa) chain of V5 antibody will be denatured and release from the beads.

Application IP, Co-IP, Protein purification

> ARFGRE=FEEBITIE. W48 HEAME . BRI G 8N H I EREE, RXA R =i, a5
V5Z ik Bk NISDS-PAGE bR MR e VB BEAT BRI - 45 7 e VB2 IRV 5 A2 & HUik OB BEAN S, W] LA ROk
e PEUTUE fi5 Western S5 o 42 55 AN BB T30 i) . Anti-VSTEER A T VoG 8 1 1) S Z DT SR 2 % E2.

1 2 3 1. Input
2. Mouse 1gG Magnetic Beads
3. Anti-V5 Magnetic Beads
-— e | — \/5-tag protein

K12, 825 RVEFR%EHE A G2 T B G (RE k2 T VB Rl i 1 1) S B e R [T o 293T4H i (VR B 41 ) % e Vil & 2
HFRI36/NT JG, ZeLysis Bufferf®f#. #£M18Input, B 4402 M7 (total cell lysate); # /2 4BeyoMag™ Mouse 1gG
Magnetic Beads (/) i IgGREFRK) %% UTTE J5 4 SDS-PAGE Sample Loading Buffer (1X)%5/ii 5 (RS, i%Mouse 1gG 2 1E 7 [/
f1gG (Normal Mouse 1gG), NEHHEXTHE; Ff 53 ANA T & ' BeyoMag™ Anti-V5 Magnetic Beads (Anti-V5HAEE) G Ui 5
BIRENY, I8 FISDS-PAGE Sample Loading Buffer (1X)¥tfii. WesternEll 72814 HiBeyolmager™ 6001k 22 % b id% £ 48 58 ik
(E1600). SEFRes xR SRm 264 MG EMARIMAAEZE R, B8 its%.

> TR S B UTIE SRR, i IR AE500 IR it A FH 20 Bk Bk, A7) & /) (0. 56 P2187 SAT Hh £, P2187TM 43 Jill FT LAZE4T 20
UCFIL00 VR S IR G e UTUE ,  [RIAE 43501 T CAREAT 44N R120 4™ BH P %o HE PR G e L s 2 R A8 1 OO b A5 FH A Bk =k b ik, U0 93
AT LAEAT 100K RIS00AF: it (1) S e L iE ,  [FIESF 43 il AT LAIEAT 204N A1 1004 BH 14 X6f HEL P G 8 T

BRER:

P P2k 44 B g
P2187S-1 Lysis Buffer 50ml
P2187S-2 TBS (10X) 5ml

P2187S-3 Protease Inhibitor Cocktail (100X) 0.5ml
P2187S-4 BeyoMag™ Anti-V5 Magnetic Beads 0.4ml
P2187S-5 BeyoMag™ Mouse 1gG Magnetic Beads 80ul
P2187S-6 V5 Peptide (25X) 80ul
P2187S-7 Acid Elution Buffer 2ml

P2187S-8 Neutralization Buffer 0.2ml
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P2187S-9 SDS-PAGE Sample Loading Buffer (5X) 0.4ml

— SRR 14
L] 7 A4 R 3
P2187M-1 Lysis Buffer 250ml
P2187M-2 TBS (10X) 15ml
P2187M-3 Protease Inhibitor Cocktail (100X) 2.5ml
P2187M-4 BeyoMag™ Anti-V5 Magnetic Beads 2ml
P2187M-5 BeyoMag™ Mouse 1gG Magnetic Beads 0.4ml
P2187M-6 V5 Peptide (25X) 0.4ml
P2187M-7 Acid Elution Buffer 10ml
P2187M-8 Neutralization Buffer iml
P2187M-9 SDS-PAGE Sample Loading Buffer (5X) 2ml

— Y 14y

REFFM:

-20°C1R#4F, —HFH . P2187-4 BeyoMag™ Anti-V5 Magnetic Beads#1P2187-5 BeyoMag™ Mouse IgG Magnetic Beads ] 14°C
RAF-o

ABREI:

> W TV5-tag5 VEHIR ML & AR R 5, VB2 IKSE G B AR VEGE I RO vT BE 2 AN K FRAR, # R Sl HISDS-PAGE L 2%
PR

> T HAAHI AR, AT EE 2 ORI L.5/2mIf 5 B4 (FMS004. FMS008. FMS012. FMS016. FMS024).

> WA UTUE M H 8 B R RRAB M BGE A B, 75 A A R (0 Tl BRI i 7R A0 25 Z AL R 7). HERE I
287 R I BRI 1 75176 & A (50X) (PL081/P1082)F12% Z. kA g #7511 4 4)(100X) (P1112/P1113).

> ARG &SR Lysis BufferZz e S, 1& G 1R 24500 T K S e B fo 2 L Urue i (RO ot AR 5 BRI ek . HLH T4
PEUTHE Bk S LTI B ARSI R e R R R M, ALysis Bufferfs— @& & FT A S TIE FE S IR S vk ik . 7R AR
FIE LM Lysis Bufferfft R RAEMIEGL T, 75 2 FAT X T 2R BB AT B AR RS o (i 2 SRR A Sk B A7 I ) 32
TR, B R = R e IE L2 hitps://www.beyotime.com/support/lysis-buffer.htm.

> BeyoMag™ RFNMERZ M, R EHMBIREL L, AsZmafd HRCR.

> BeyoMag™ Magnetic Beads 7 4EFpH 6-8, Sl .0 THRBGEAT ;s B K RS HERE TR, S a5l

> BeyoMag™ Magnetic Beads i H iif 221& 4 7o 73 H 8, BUEREE TIREREERIR G305, IRSIAEAURTE, A e R 2V iR e RE % 5%,
WGP SE

> FEGPEDITERT,  #CREE PH AN 1 X6 R 2H (BeyoMag™ Mouse 1gG Magnetic Beads). A&7 & #2 Atid S B HExT IR,
ZFR, ATLLITIE < K[ BeyoMag™ Mouse 1gG Magnetic Beads (/)M B IgGHEER) (P2171).

> AR S BRSRERAE TAE, JERIG 248 B AEACEUKIA,  LARZE B 1 PR Tt .

> SR A I AR IE, AU R S ISR, DA SRR de R R SR A R

> BRVEVE RS BRI RE 2 R AR SRR, BT IEWILER, ASMBER M IR . 0.1%04E RS 7 8 L3577 (W Triton X-100.
Tween-20EUNP-40) i] A 24 B7 \EMEER IR &R, I HAN S s RERR B UARZE & 0%

> KPR T B AN RRERE A, AR TR EEGEYT, AMIHTEREZA N, AR T SaEEN.

> N TR, 155 LR R R — X FE R,

fE R :
1 BRI,
a. ZF TR, FEIEEAFES M 100-500p AR L, s AH DRI
Steps Solution required Volume per assay Volume per assay
. . Lysis Buffer with Protease
Cell lysis and sample preparation Inhibitor Cocktail 100l 500ul
Preparation of V5 Pep_tlde elution TBS ~0.52ml ~1.6ml
buffer and magnetic beads
Immunoprecipitation Magnetic Beads 4ul 20ul
. Lysis Buffer with Protease . .
Wash (3 times) Inhibitor Cocktail 100pl each time 500pul each time
Peptide competitive elution (optional) Peptide solution (1X) 20ul 100ul
Acid elution and neutralization Acid Elution Buffer 20l 100pl
(optional) Neutralization Buffer 2ul 10ul
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SDS-PAGE sample loading buffer SDS-PAGE Sample Loadin
elution (IZ)ptionaI) ¢ Buffer (fX) ’ 20ul 1004

b. EFMHIFIREEEH] . % [3R, #HHAEE50-100 77 41 Al 100-200pd 75 1 77128 A FH - 24 LA A2 300-600pl 75 411 i1l 751
SR T I B A5, T A P 5 3 R 24T . 5 Lysis Buffer 55 Protease Inhibitor Cocktail (100X)#2#8100:1 1) Eb 451
WA, BIUELImIfLysis Bufferd i\ 10ul Protease Inhibitor Cocktail (100X), BRI f31mI& #7152 i (Lysis Buffer with
Protease Inhibitor Cocktail). e fill 4 - #0751 R B OB FE VK Bi4°C
L WUR AR DTIE ) B & B R RSB 2B, TR S I RRBE A ] 7R 52 Z AL B A ). HEREAE
F 382 R I B BRI 5175076 & A (50X) (P1081/P1082)Fi1 2% Z Wk Ak B4 il 71l VE A 41 (100X) (P1112/P1113). Ui AT 5ok
sk, AT R L B E M AR TR A : https://www.beyotime.com/support/lysis-inhibitor cocktail.ntm.

2. ARG HE M Lysis Buffer MU T-FE iR A%, W TSR ol IR, WERe R PO o A iR
HE3: EAMGI R I, A EES SR EER S MRARRTER, TUERERZ R EZME
FIfE . BERREE AN 2 Z AL BESMHI SR A9 https://www.beyotime.com/support/lysis-inhibitor cocktail.ntm.

c. TBSHIFE#I. 4TBS (10X)H Ak KFBESELX, BIATBS. filiniml TBS (L0X)MAOmIELIK, 1415/ ATBS.

d. BEEBREMER . HI T RERMEFER PRI, BT DURR EEAE NN Sl I OE 24 5%

(@) AR R ML BR, 5 RAES00pIRE {58 FH 20l G Bk B L ], B0 S d Bk 28 — 4% 3 0 8 1 (FTUBO15),
IIATBS & AR N290.5ml. BEH]: 1 RATGEHEER AR T-0.2ml, AT DL R B B T 048 B4y sg108b, £k
i, AREEINATBS A S &R RN £10.5ml,

(b) M R AT B2k . B TR Ly E108b, bk G, EE BRPIRHIK.

(c) WA &, HTBSH ik,

e. VSZRRUEBMACH]. K V5 Peptide (25X)H TBSHiFE251% B N3X V52 KB, 4kt 10ul V5 Peptide (25X)11A240ul
TBSHRAIRITT . Be #I 4T (1522 ke i i B B AE VKR Bi4°C.. AV5 Peptide (25X)& L4k, &R T K2 Hehi, i
FREEAEE E, WA DML . MFEELHVELIk, AT S KKV Peptide (V5% fik) (P9813).

f. SDS-PAGE Sample Loading Buffer (1X)FIEC#H]. HUi& & SDS-PAGE Sample Loading Buffer (5X)FH /K #5451 K
SDS-PAGE Sample Loading Buffer (1X). #1#10.2ml SDS-PAGE Sample Loading Buffer (5X)IIA0.8ml##4l/K, &4 EEIA
SDS-PAGE Sample Loading Buffer (1X).

2. ZHMUBREALNE R RMRER . KRR S B RIEAT J5 22 1) S e U TE BR A L UTE ,  WURASRE LD AT J5 2R sk, w]
PA-20°CER-80°CHR AT, (HIRRIFI e O S AR EAEM . Fra R o R AR D IR B VKI B4°CHRAE,  DUR B> R
MR AT R . A E RIS, TR EAE N InputsliTotal,  DAR T+ 5 25 ) Western <545l .

a. EVRYH LR S RIS . 250-1000%g 5 i 290 3-5miniSU R AR . Wi B, AR HIPBS TS — IR, SRS ISR
IR . 2R vortex sl & i o 2 IS A4 S & 73 BT . 4% HB 5150100 75 48 i il A 100-200ul 4 BEAG N 25 400 i 770 228 ko
R R EOE YIRAT, AR AR . o AR S A B AR E . RN RS, By a50-100 75 4
WE, SR G TR . R 4H M i 2 70 53, T /D 5 PR 4 ER T 2R 5 2 AN B 7 o0 ke, ALK LIRS 2 SRR 7R 47
7o 34 S5, 10,000-14,000xg7E4CES 003-550 8k, T LiE, BIATEHTE SR s vive fl e Lt s, H: e o H
BB, FEONERADNAL, E.O S~ ETEY .

b. WEEEGHHURE S FRBRRINES . PRI TRIR. W L2, FPBSHER—IR, SRJ5 W I4 5k B i . $4IE4&F50-100 /7 41 i (4
2T 6L — N FL) I AN 100-200pl P &5 H0at SRR, 3 PR HT, RN A0 B 78 o 4efid o 30 0 2R LB a3 P A
1-2F0 )5, RS R . A B A UK B 2#2-10min. 7870 245, 10,000-14,000xg7E4°CES 023-570 41, HX LiF,
B A] R4 I B S UTE A B SR TTIE S . ¥ RS S I BANEEYR, FEONEFHADNAS, B.OEar=En
EY .

C. YHBEEREERRRE S RFAMMES . XN TImIE R ERE, E0% BiG, WRAMIE, 7TDUEHPBSH S — IR, SREWIF%
B WA . B R vortexal 7 B A i DA AN ) B BE S B 40 #OF o I N100-200pl &5 40 2L, 2 vortex sl & 5 o
JREALR AT, UK 2R 2-10min. 40 57 B2 R15 5 4 FR SRR AR, A G R B8F w43 9] A F VA TR 15 (ysozyme) 1B B g
(Iyticase) VAL, AR5 FERALE A & ik 7R 2RV EAT 4R . 784 MR )5, 10,000-14,000xg7E4°CES023-550 %, BL L3, BIW]
HEAT Ja 2 ) e T M e 5 . VB RREIR T Re 2 BV D SRR, FEAERELADNAS, Bojaar4d
DUEY)

d. ALRFERRBMREE.

(a) {CHZBTVIRAN/ NI . WRALGIE AT AR 40/, W UAFREAT BTV

(b) 4% 5510-202& 5 4H 2348 FH 100-200pul (¥ EE AN 25 0581 2R M o SR 2R AS 78 43 T DAASE FH B 22 1 35 061 ) 2
W T E mIR BRI R AR, 7T DOE i > R & .

(c) MBI A 28513, Bd 28 = KA P2 IEB600 TissueMaster ™ 15 A AT BE A BT S, BB TS0 540R . AT LB
ZURE AR VR IS VRIS . WIS 7890 J5 NN R 5 P e AT R4

(d) 75> %f# 5, 10,000-14,000xg7E4°C ) 023-550 81, HX EiF, RIATREAT f5 28 1) % i ve A e e LU v 55 . 4:20mgidk A7
180 7IN BRI 2L 2 FH 200 75 40011 77 R MR 28 A e AR A9 1K) 13, LR B EE 29 0815-25mg/ml, ASFERIRES AN R 20 236 B
AN ¥ RRERTTRR S M EANEEN, FEARLFLDNAS, B0 a2 ETTE .

3. AEUTRE(Immunoprecipitation, I1P).

a. MARIRSWE . %BES00u 5 AR I 20 Bk B i LN AN #ESR, B TMHERRIRERBIR A -, SRRE
27N B A°CHF B I A
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vEL: FE& FE I\ BeyoMag™ Anti-V5 Magnetic Beads FH T G iiie 56 VbR 2 1) H K& A R L E AW, AN ilm
5 763843 BE i A BeyoMag™ Mouse 1gG Magnetic Beadsi#E 47 42 1T e A Ay B P % BE

2. WEEREY, WRBERRAERAEE T REIEEILS, Ao s

¥E3: X F{#HBeyoMag™ Anti-V5 Magnetic Beadsi#t 174 B iiiE ja L R U = AEH M G oL, AT LLE FE (% I BeyoMag™
Mouse 1gG Magnetic Beadsilf 17 FT e AL EE, LAY BRAERF 7 IR B, 485 F5-f8 i BeyoMag ™ Anti-V5 Magnetic Beadsi#t47 4
PEULIE . BeyoMag™ Mouse 1gG Magnetic BeadsH T T Ml iiie i HE LR £, TE AT,

b. BoE. WMEEEE, BTN LS00, Kbk G, E: wTREHS LER. BT i .

C. Ye¥&. MINOSMIMEINEIFIRARR, RS REWIT BRIk, B THIIEE 1 81080, Bk ik, EEEH &S]
TR =Ko ¥ AR T DL AR I B4 15 B 1K T AR K OD g0 2K HI W7 & T a4k 52 4%, #50Dgo K T-0.05,  BI&E 43 i
Vel

4. BeRi. ARAEARZEEE I IRE s RS SR SEIG BR, AT DR RR U R 3R ik — AT e .

a. VSBRFTESGMIE. AL AR, TR e, HPeWs rE SR FEEA W AEEE, @1 S8 el

() FR20pFEERREERAARN, IIAN100u VSZ KPR, VRA) G BT MR RR KB d R &0 I, w5 5% 0% & 30-6070%f, 5k
A°CHEE 1-2/NIF o T BEmBelii ek, mIEK A & I R B e Mt .

(b) WHTEEE, BTHIE L1000, ¥ EEREAHNE0E . IERRBEMIVeRREE A K HLEEY.

(c) VEMLIIVSIR & B A KL E AWE TACH, Bl -20°CHE-80°C K {17 .

¥ BT Ve-tag 5 VEHURME & AR i, VEZIKSE S BB SR T RE AN R IAR, LR 75 X VS 2 IR B B 5 4 2%

PEEAT— AL

b. ERMEBEMEEE . A7 ARAE MR, Pt k. BEME 1B IR 25 T B IR RR A I AR PiE v, 8 T 5 SR AR Ul

(@) FR20ulFEAEREBRAFY, IA100ul Acid Elution Buffer (FRMEVERGR), REIGE B TR KRR G L, EEBEHS
b HE: WE A EBEL155 8.

(b) WHEEEE, BETHAIRLEE08, ¥ EEBRRFNEOE S, 2 ZIIA10ul Neutralization Buffer (FH A1),
EMIRE . s AULZIIMN RIS, 5 WHCH [ AL TR PR L 2225 5 S 80— L B R g 1«

() AT IR EKIMPERL AR, THEEDEafb, FHKAHHFEFE A

(d) BERLIEHRRIIVERR SR B KL E AW E T4°CHRH, 838 -20°CH-80°C K HIfR 17«

L. BRVEGEMOE BAR SR, AT AT BRI T 5 e B2 BUS DS-PAGE L AE G2 i BE i

2. BT H T 2 5 T BT BRI e 2 e R — E IS, S0 e SR SR L s, AR R M

T IPHTE2.5-3. 1.2 [BIEAT — & TR , A RLIKT ORI 1) pHAEL B R B3R AT — e P TR R, HLA e AT DAL AR DG SE 58 261«

AT DA RS R FH 2O T Bt = Y SDS-PAGE - FE R M e i, J5 & Ik s TE R PE 2 A T AT UM, AT eS0T 5 L1

X T8 AR R ) SR 6 7 AR R

c. SDS-PAGE ERERMRBEIE. AT B L, 1531108 HRE 5 & & SDS-PAGE HL Jk BiWesternfar il .

() FR20ulFEAREERAAR IREER,  ii A 100ul SDS-PAGE Sample Loading Buffer (1X), 95°CHN#G/r 4k

(b) B FHESIHE 14y 251080, HU L3RI AT H T SDS-PAGE HiL ik 5 Western A il »

1. #HSDS-PAGE I FFREZ MR & ADTTAEIC S, JLBR LA B B I RE b 2 5 A Uik i) e B A B

VE2: H'ESDS-PAGE EFREZE T UL % ik 28 =~ K ISDS-PAGE & A _EREZE i (2X) (P0015B). SDS-PAGE#E H EAf

ZZ PR (5X) (P0015). SDS-PAGEZE 1 _FAEZE M1 (6X) (POOL5F).

& )
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
level.

Washes are too stringent. Reduce the time and number of washes.

No target protein expressed.

Very few or no = : ; ——
tagged protein Incubation times are inadequate. | Increase the incubation time.

exists in the Interfering substance is present in Lysates con_taining high concentration_of DTT, 2-_mercaptoethano|, 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 system is inadequate °°“f'”.“ 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 1gG Magnetic Beads (P2171) to
Background is the monoclonal antibody, remove nonspecific binding proteins.
too high. insufficient washing on magnetic | 2. After suspending beads for the final wash, transfer entire sample to

beads, or the microcentrifuge a clean microcentrifuge tube before centrifugation.
X R/Beyotime  400-1683301/800-8283301 P2187 V5 FraE B O BRI RAAIE (W EREE) 577




tubes.

15 minutes.
Washes are insufficient.

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

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.

Multiple protein
bands found in
the eluate.

The protein is not stable at room

temperature.

Purify the target protein at lower temperature, such as 4°C.

Protein degradation due to
proteases activity during
purification process.

Add protease inhibitors to cell lysate.

Non-specific binding.

1. Prepare cell lysate again.
2. Add additional wash steps.

SE R

1. Lee C. Methods Mol Biol. 2007. 362:401-406.
2. Gevaert K, Vandekerckhove J. Electrophoresis. 2000. 21:1145-1154,
3. Kolodziej K E, Pourfarzad F, de Boer E, Krpic S, Grosveld F, Strouboulis J. BMC Mol Biol. 2009. 10:6.

MX~m:

I Re) P2 R f3%
P2175S Ha % PUIE IR S (Protein A BEZRIE) 20-100 X
P2175M G 3% PUEE R & (Protein A BEERIE) 100-500 ¥
P2177S S T IE R £ (Protein G BEERIE) 20-100 %
P2177M G % JUEE R S (Protein G WAERIE) 100-500 &
P2179S Fa DT HE R & (Protein A+G REERE) 20-100 X
P2179M G U IE R & (Protein A+G REERE) 100-500 &
P2181S Flag #7425 & H S B DT R & (R R T) 20-100 X
P2181M Flag #2558 A S B U0 IE R & (R ER ) 100-500 &
P2183S Myc bR & A B ITE A S (REERTE) 20-100 %
P2183M Myc bR & A B ITE A S (REERTE) 100-500 7%
P2185S HA AR5 8 1 o 2 e R R & (R ) 20-100 X
P2185M HA 725 8 G 2 e R & (R BR V) 100-500 &
P2187S V5 FR% & A BT A S (LR TE) 20-100 X
P2187M V5 P2 H B UTE IR B (REER) 100-500 7%
P2193S S8 T IE R B (Protein A TR IEHEEER %) 20 %
P2193M S8 TIE R & (Protein A TR IEHEEER %) 100 &
P2195S S IR R B (Protein G B S HEBEIRIE) 20 7%
P2195M ST R T B (Protein G B IS HEBEIRIE) 100 &
P2197S FBEUTIEIR 77 & (Protein A+G B IR HE LI %) 20 &
P2197M S B UTIE IR £ (Protein A+G B IEERER ) 100 &
P2202S Flag br%8 8 1 G2 UUUE I 77 2 G M BB s V5 20 X
P2202M Flag #7288 1 9% UUUE IR 77 2 G M BB V5 100 &
P2204S Myc PR A G TIE R S G RE S B 1) 20 7%
P2204M Myc FR2 & A G DTIE R S G AR PE B 1) 100 &
P2206S HA Fr25 8 E 2 00 170 2 G e AL E) 20 7%
P2206M HA FR28 8 A 9% DTTE R 77 6 (B I e e %) 100 &
P2208S V5 2 H 1 G B UTTE B & G i i B I 15) 20 %
P2208M V5 2 H S BEUTIE TR & G T i e 1) 100 &

D3031-1pg pCMV-3X Flag-p53 lpg
D3031-100pg pCMV-3X Flag-p53 100pg
D3033-1pg pCMV-HA-p53 lug
D3033-100pg pCMV-HA-p53 100pg
D3036-1pug pCMV-Myc-LTA lug
D3036-100pg pCMV-Myc-LTA 100pg
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