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HARGREE R RETERT S EEAREREE)

s 77 A R (03
P2206S HAFRZSEE [ G2 DO ) S (B F i e i v22) 20K
P2206M HAFRZSEE [ G2 DOTE ) B (B B i e i %) 1007%

SEYESM O

2 RAT FTHARRZE A % TTE R A S GR IR FEEER %) (HA-tag Protein IP Assay Kit with Agarose Gel)f& — i it s 2
PE 1 Anti-HA B IE W &8 3 AT HARR 28 il & 8 A S DUTE B 2 L UT0eE R & o AR i B0 e 2 U =4, T AR T-HAR
G R H B S A A A S A o

AT B R TR Y Anti-HAZE AR BE B K 20 A0 38 E 1) G 28 DO D6 B3GR, 8 %0 % T € (Immunoprecipitation, 1P,
FRPull-down) sl G2 2L PTVE (Co-IP) S50 S AN f& 52y [ HE. w2, [ 2 H T A HARRZE R Rl & 8 A BB AL = A0 e e Ut
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
Bk, SR B0 ) NS o B PUR A SR A, TR B AR S A BN R A B ik, BEfE AT DU T
Western E[JZF R I 55053 15 43 B 55 [ 1-2]

HAMR Z5(HA-tag). Mychr 25 (Myc-tag) Flaghs 25(Flag-tag). VS5b5 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
AIDAER 7 b T H i E B R 2iidk .

HA-tag/2 9N 2 512 7% 2 (YPYDVPDYA ) A I 2 ik, I8 T AN AT 1436 B 3 5 1ML 5 2% (Influenza virus hemagglutinin)[#798-106
MRIEFEFH, FrUAFCAHAZ k. HH AN REHARZX HA, il 5K EHE AR IEHAtag %8R 75 5 H HEH 15
B3RS, LT DA & R IA T R HA-tag i H B9 E . HA-tag A LA R A HA-tagl@ W AN 5 HIWERAMEE/, I
HRZHEN S A H R ARG HAtaglE A RN, FLEdHADUA(AHIS8/AF2858). Anti-HA R (P2121)
FAnti-HABER(P2287) R A% H (13 R RIE 8 67 K DR AT R BT H (8 AT 24k . Se Pl ie B s S Tie 55
HEFU LA, HARZCOH ZMNATEARE. 4ifk. $2. WHEERMINEESEZ 5 E3].

AR B = & 1 Anti-HA Agarose Gel (Anti-HAZ i EEL ) Mouse 1gG Agarose Gel (/) FIgGEREREEER, 1ENBIPE
X 1) B AT Ak [ 8 Fh 22 3 i Lysis Buffer. TBS (10X). Protease Inhibitor Cocktail (100X). HA Peptide (25X). Acid Elution
Buffer. Neutralization Buffer. SDS-PAGE Sample Loading Buffer (5X)25 G Piie o R, A G Piie B 5 % FLIiie seie:
BN, R, . AREGHEET R DTE RRAE S H E L.

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

Sample l Tlncubation l
preparation

@/ Centrifugation %

Mix
Transfer _ j




K1, 38R RHARRE S A S R TIE IR & R IR E RV 1 S e e AR I
> ARFIE T Anti-HA Agarose Gel (EJAnti-HA Affinity Gel, "1 34K A Anti-HAFER I HEEE L 5k Anti-HASEAEEES), g RR
JNAnti-HA Agarose Gel/Beads/Resind # Anti-HA TP Gel/Beads/Resin, 1 LAFRSF LSS S HAR SR G EE, T 2N TWH
HAFRZE R A R A B E A S R s 55000 . eSS : (OBRRMBEEOSER. FRtRE. 82
A (settled gel) ™A £17.5mg HABUR, W45E241.5mgit & & A, HArmMEE, JERRtrEALEL. QUEELH
FARKHARREE H. Anti-HA Agarose Gel iR PEHL S5 & H i 2 IR 1B MR NS HA bR 25 Rl & 2K 1 (Met-HA-Protein). NZiiHA
b5 2 [ (HA-Protein) BN CHi HABR 2 fill & 2K [ (Protein-HA). Q)W EEMEH LK, Wb E. EEFEHL T, K755
TR IR A R RIS I 3-50k . AR A TR e ptiE R R A S E A MAH EAE R, AR ESMH . AAET
Anti-HA Agarose Gel ) EEFebrlll N3
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 HA-tag
Isotype 1gG1
M.W. of antibody Approximately 150kDa
Antibody concentration Approximately 7.5mg HA antibody per ml settled gel
Binding capacity Approximately 1.5mg HA-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 HA-tagged protein. Do not exceed

0.3M GuHCl or 1.5M Urea.
Application Suitable for IP. Co-IP and protein purification.
Storage -20°C

> AEFIEREEMBBTIE. W B REAREN. R 5 SN I EREE, AR @R g =Mt liiorik, s
HAZ Ik BRPEMISDS-PAGE B2 PG EBGEAT Vel . 50 R HAZ JIRVE G AN B & PUik R BE A ERE, W] UA B0
WA FEDUIE J& Western SE4G R AR BE A B FE T M AR . A7 & TpS3FILTA (SV40 Large T antigen) 1) 72 FITHE R &%
K2 [4].

Reagent compatibility

IP with Agarose Gel

IgG _ Anti-HA
HA-p53  + + - +
Myc-LTA + - 4 +
p53
IB:HA - - . IgG heavy chain
IB:Myc - |LTA

IBiHA | e s @ |53

Input

IB:MYC| wome e s [ TA

1 2 3 4

K2, B2 KHAGRSEEE A Gy DT 70 & G AR B RE IR 120 F T HA-pS3FIMyc-LTA Rl & B 11 1 S 2 JLiie BOR Bl 293 T4l
ONJE 'S 40 ) Bt B 3 4 JepCMV-HA -p53 (D3033). pCMV-Myc-LTA (D3036)J54i36/N &, A8 FH 453587 & 7 (¥ Lysis Buffer
Zfik. VKIE1AMouse IgG Agarose Gel (/N R IgGEL IR EER) S Ui 5 £ AR & 3R L ISDS-PAGE Sample Loading Buffer
Vel 5 IR N, 1% Mouse IgGy2 1IEH /) fRIgG (Normal Mouse IgG), AGHZEILTTIE I HEXS IR JkiE2. 3M145Anti-HA
Agarose Gel % ZPIIE)E, ZARF G IR ML ISDS-PAGE Sample Loading Bufferfi /i 5 FUAE S, M IKIE 4] W52 ) I 4% 4L 1)
Myc-LTA5HA-p537] IA EA/EH « InputBlI 4= 40 fo 24/ i (Total cell lysate). WesternE[1i2F 15 B Beyolmager™ 60044 2% & 6 ik
B ARG 5ER(EI600). SEPREE R FSLIGA&AE. MR EMARMAATEZE, BHEIREE%,

> ARFNE IR ML) Anti-HA Agarose GelN50%EEIR B VR, BREEF AL, S22 hE&H0.5smais R GTiEy). %
I S S VT vE SELS, AR IR AR 100 B 5 45 F 20l IR B il , ARG &/ VL 25 P2206 S FIT AL 2 P2206M 43 71 AT LAIEAT207K 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
P2206S-1 Lysis Buffer 50ml
P2206S-2 TBS (10X) Sml
P2206S-3 Protease Inhibitor Cocktail (100X) 0.5ml
P2206S-4 Anti-HA Agarose Gel 0.4ml
P2206S-5 Mouse IgG Agarose Gel 80ul
P2206S-6 HA Peptide (25X) 80pl
P2206S-7 Acid Elution Buffer 2ml
P2206S-8 Neutralization Buffer 0.2ml
P2206S-9 SDS-PAGE Sample Loading Buffer (2X) 0.6ml
— ARE 1173
P B A %
P2206M-1 Lysis Buffer 250ml
P2206M-2 TBS (10X) 15ml
P2206M-3 Protease Inhibitor Cocktail (100X) 2.5ml
P2206M-4 Anti-HA Agarose Gel 2ml
P2206M-5 Mouse IgG Agarose Gel 0.4ml
P2206M-6 HA Peptide (25X) 0.4ml
P2206M-7 Acid Elution Buffer 10ml
P2206M-8 Neutralization Buffer Iml
P2206M-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
B A Lysis BufferfU R RAEMIBH T, TEETN TRBERAVEFETER AR . SRk 8 SOR 5 SCHk 8 47 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 HA 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)

BIEIFIRBR IS . 2% L3R, $2IEAE50-10077 20 ML FH 100-200pd 35 11 77 A8 WU T 228 LA K 300-600pl 75 411

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

ELilvR A, 1 a07E 1mlf¥)Lysis Buffer™ il A10ul Protease Inhibitor Cocktail (100X), EPfS 1ml& #5722 /# 7 (Lysis Buffer

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

VEL: 1SR s UTUE I H I B KRB IR S, 75 AN B 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 K57k 5

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.

TBSHIERH] . KTBS (10X) B4 AKFREE1X, RIUATBS. #lU1ml TBS (10X)0A9mlEE4iK, 8215/ ATBS.

d. BRI . T Anti-HA Agarose Gelfi#t £7- 75 £ 50% H i (I DRAP R, BT DA TR ZEAEIINAT: il B3 24053 -

(a) B H EAnti-HA Agarose Gel, R JEAIY ST EER MR, $2 RE0E 5 B 1003 I 207 A 320 57 1 58 i B i (LA
I G LT A5 YR AR AR LLUREARE NN 20l s = i i o ), BUE T Anti-HA Agarose Gel & — i i .00 H (FTUBO1S),
IIAIX TBS S ZAAFNZ10.5mle ¥ A RFLARIR Sk (A FH B 7089 25 350 43 W Sk ) W B I e ek i 2 LU 7 5

(b) #%% 5 E Anti-HA Agarose Gel, 6000xg7E4°CE030Fs, /N0 bk Bil, ANERBNEE . EE2 RS EREIX.

e T PUMARER AR R, B8 IR ol 0 A 110 ot v B B AN W S, i DA IR PR e i AN AN AT DA 25 B vk s S
A, X VA BT B TR A BRI AR, R 0 T R A et O S 1 A R 1Y) 22 IO S G e B B P e v R
BRI PR R BRI S PR R A E, AT LA B iR .

(c) TR B 2 B AR, H 1X TBSH & Anti-HA Agarose Gel.

HAZ RV B H] . #HA Peptide (25X)H TBSHiR25M5 RIVHAZ IKBEBE A, 4Kt 10pl HA Peptide (25X)11A\240ul

TBSHYRAIRI AT o il 4T T HA Z B Ve B BB E /R VKT 84°C. ARHA Peptide (25X)Z&tAk, &M T RZHuehi, W

BB EAFE m, WA DUUFRR106 . T ELZNHAZK, "I TH3E % R FHA Peptide (HAZ JiK) (P9808).

(#%15) SDS-PAGE Sample Loading Buffer (1X)HEei|. HUd& £ SDS-PAGE Sample Loading Buffer (2X) 7K S5 A AR 7 ¢ )

“AISDS-PAGE Sample Loading Buffer (1X). f51%10.2ml SDS-PAGE Sample Loading Buffer 2X)IIA0.2mIBZ/K, &5 )5 R

“NSDS-PAGE Sample Loading Buffer (1X).

2. MAMERALSFE R NRBRER . FERZR IS B LRI T 5 82 0 S DT IE B B 3L 0TE , W SRANBESL WD HEAT 5 S sy, w]
PA-20°CEK-80°CHR A7, HVRRIT] AR E (1 5B A MM EAEH . FTE I S 24000 IR B AR VKR B 4°CEE R, DIUR B &
HFER T RENE . FEMER TS, ERI— 2 21F NinputaiTotal, UL T 55211 WesternZ5E 161 .

a. BIRYHEKAESEBAES . 250-1000xgZE i & 03-SminlUEA M. WF L E, o] UEHPBSERA—IR, RGNk

4/17

IR . B2 Fvortex B3 7 8 IR DLFE 4IRS &40 BT 32 IEBE50-10077 40 H N 100-200p 1) B AZ) 0\ 2 0 1) 771 22 i

W B REUE AT, DR RMaE. 720 RWEREE R NARIiE. mEaREEE, #ilsrEms0-100

Tidnfe/E, ARIG M. KEMA B ERM S, /0B R4 b T 200 2 Fan iR 7 4 Befi, ARG LR 25 5 34

fREFRSY . FAYEMEE, 10,000-14,000xgfE4°C & 03-57r 8, W LiE, BIATHAT B4 e ilie Mg hyiie s, v 3

fiftfa o B BRI, FEONERADNAS, OGS ETEd.

U B 0 BRRE S O AR A 2 o RS R A LB, FHPBSYEIE —IR, ARGk B RO . 14 B 4E50-100 77 48 Y

(HH 2 F 6FLAR [ — N FL) NN 100-200pd F 35 S FUZLARWE, 3T 9T, (R ORI 20 i 70 7 Befirh . 30 o 2L v B A 3

M 12005, DB  RR . RE A BAE UK B2 2-10min. FE0ZMR)E . 10,000-14,000xgE4°CHES 023-570 4, HL

LiE, BT RS R v A R e . . R E SR ENEMEYN, FENEFRHADNAY, BOE

SPEE YT -

Y0 R REAE B SRR . X T ImI B B R, B0 2 TS, WAL EE, AT DL I PBSYRIG — IR, ARG TR

TR M . R vortex B o B IS DASE A B % BER B 20 BT« DN 100-200p] 5 411 77 24, iR vortex B34

HE K ARE), UK E2E2-10min. WA S IR1S 50 0 I 2R ORI 8 RN BT LAy Sl A P A TR I (Lysozyme) A B g

(lyticase)7H Ak, RS FAEH S HHIFIRBRGEITRM. RAORME, 10,000-14,000xg7E4°CE 023-55r 88, B EiE, Bim]

HAT 5 B2 e UVE I s L IE 55 . ¥ RS IR Re S IV AN, FIONERADNAY, BLESr-

HETTEY

HERE R RS

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

(b) 1% MR HE10-202 7 2H 248 F 100-200pd 11T B A5 I N 2 30 50 B4R v . o SR SRARAS 78 4o 1T DAASE FH B 22 10 5 0 1) 77 34 A
W, R E IR E A, AT CUE 2 2 & .

(c) MILIEL) 88 2) 3%, Bifd ] 28 2= K 2E 77 ) TissueMaster™ - £5 20 2H 2L B2 3 (E6600) 5% TissueMaster™ = i £ 2H i %
1X(1.5/2m1x48) (E6618)HFEE, E A 7724k . WAl LUEASURE A 5 MBS, BFES 78 73 Ja I\ 24 A 5 e ik vk
T3
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(d) B ZfEIE, 10,000-14,000xg7E4°CE03-550%0, T LiE, BIATHEAT /5 900 e B Dlve A L Tie 5. H20mglfk A7
(10770 BT ZH 29 FH 200 75 400 1) 70 2 A v 24 A 5 R AS 1 10, OB IR E 20 M 15-25mg/ml, A [EPIRZS 1A [ 21 236 Fe
AF. E: FEERTEES BRIV EANEEYR, FENERNADNAL, B0 E S ATED .
3. ARl (Immunoprecipitation, IP).
a. MABRERE . $&IEA 10008 FRE S DN 2005E i B i i Lb in NSk, BT IHB 3R R R R A L, 4°CHE
1-278BF o TR ER S 45 &R0, "4°CiRE I .
W1 BRSPS ZIIAAnti-HA Agarose Gel H T UiiE W A HAVRZE 1 H N E A LG AW, RN @23 I 7E 3 25 &
H A\ Mouse IgG Agarose GelidE AT He 8 i LAVE B % BR
H2: XA Anti-HA Agarose Gel#AT %)% UTvE [5 80 K L AR @G oL, 7 LA E{d FHMouse 1gG Agarose Gelif
ITHUTE AL, CLYHBRIER: R b, SR )5 T Anti-HA Agarose Gel3H/T )& VTiE . Mouse IgG Agarose Gel T #E4T
D n et 2, FHERITITIN,
b. BOAE. METEE, 6000xgfE4°CEL30Fs, /N0 EBR biE, AERBE. ¥ nTREES BER TR %
ESRTAINEVE
c. Te¥ko MIANO.SmIF MM, EREER . VKIGHFE TRIK LS8, AJ56000xgfE4°CE030FP, /Ny EFR B,
ANEENG B o FE A P A M SRR R =Ko s AT I A I e 5 43 B (10 VR (1) OD g0 I T A2 75 MR R 52 4
0Dy K T-0.05, LT 438 P L
4. Wefio
PRAEARZE R 1S 5 SR 2R S BR BEoR, mf DUR SR R 3R 7k — AT B -
a. HARSWBIIE. A7 vde vy, Wwbidces, HyeM)s mE A mesma mAayiEtt, 81580 k.
(a) FE20pI AR LR IBAAT, IMA100p] HAZ BREENEIR, = IRPEIRIF F30-6070 81, BR4CREIRIF B 1-2/h . 5 T4
PR, ATRE K E I s E S . HAZ R — A B B 1 5435
(b) WHTESE, 6000xgfE4°CE L30F), ¥ HiGHBEIIH MO . HIEARBMHARSEA KL EAY.
(c) Vet HARRZEE A A E EWE T4CRH, 508 -20°CE-80°C KR 1T -
b. BRMEBRMLIE. A7EONAERMEL, RO k. BEME R BR 215 DL N RECRFR IR G AR, TS SR b
b8
(a) EE20pJE BRI Bt AR, IIN100p] Acid Elution Buffer (BRIEVEHIR), 121G B TR KBRS L, =
BIE S eh . BRYEVEIUR AR — OB R B IS5 . ¥ BB I A B 15905
(b) IHE LR, 6000xgfE4°CE 03070, i LiEHB RS L& F, FF 22N A 10ul Neutralization Buffer (FHATR),
MRS e AULZIIMN R R FIR AT, 5 WA [ AL TR PR Bl h 228 5 S 80— LR R G k.
(c) NTIRBRANMVERSCR, fEE B Rafb, ARG
(d) et FIMHARR B A KL AWE T4°CR A, B -20°CE-80°CKIALRAE .
VEL: BRPEDEBLE BAR SR, AR AT BRAK T 3% 4+ e I 1 5L SDS-PAGE &2 il e i
VE2: BT H M 00 ZE 50T RERT R ML B2 R e B AR A — e S, i SO B SR SR LR R, PR R M
TICIpHAE2.5-3. 1 2 [ AT — 5 I VRS, AH B (1 o AR A pHABL B B AT — e IR 4, B 7R 2 AT IR AR DG S 3R 2%
o AT DA B R B 03 W] RE B T HA 58 4 e M2 BRI T 55 5 (1 SDS-PAGE _EAE 22 il b s, J5 38 IR m 2 1E
AVESAE R AT YRL, PTRE SR R SR 1t T B S R BRI SE 0 R A R .
c. SDS-PAGE LHEEMRBEiIE. A7, 52 ARG 4 SDS-PAGE H ik 5 Western &l .
(a) FR20pJEAA I BB AL, I A20ul SDS-PAGE Sample Loading Buffer (2X), 95°CHI#5 %34t .
(b) 6000xgfE4°CEL = It 59023080, MY _EiEHI AT A T-SDS-PAGE HLUk B Western il .
1. @ SDS-PAGES [ EFFZ M A DTTAEE M, HBEMAA B & A RE G b 2 5 A DUk I BB A E 5 .
2. R A EREE RFENAEFL, 0] DIFE i A20p] SDS-PAGE Sample Loading Buffer (2X)/& F 4 78 I\ I&E &= 1)
SDS-PAGE# [ L FEZZ I (1X)
VE3: T BRI ISDS SRR HAT UK, BT LAVE RIS HOBE AN e B A0 A

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

No target protein expressed.

tagged protein level.
exists in the Washes are too stringent. Reduce the time and number of washes.
cluate. 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.

Detection system is inadequate. If Western blot detection is used:

Interfering substance is present in
sample.

Z % R/Beyotime 400-1683301/800-8283301 P2206 HABRAE & B AR YT R S GRIERRRE)  5/7



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

Background is

oo 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.
WS gTeiDin B el Sirlol o g 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.
Nowspeifotindng. | | bt b s
SEHk -
1. Lee C. Methods Mol Biol. 2007. 362:401-406.
2. Gevaert K, Vandekerckhove J. Electrophoresis. 2000. 21:1145-1154.
3. Toshiyuki U, David J F W, Pier-Luc T, Kelly PN, Joy E W, et al. ACS Synth Biol. 2019. 8(8):1809-1817.
4. Bargonetti J, Reynisdottir I, Friedman PN, Prives C. Genes Dev. 1992. 6(10):1886-98.
X m:
LI IRy 3%
P2175S G % DUIE IR £ (Protein AREERIE) 20-100¢K
P2175M G B YT I & (Protein AREERIE) 100-5007%
P2177S S8 UIE IR B (Protein GIERRI%) 20-1007%
P2177M S PEUTIE R 7 B (Protein GREERIE) 100-500%
P2179S 5 VTIE R £ (Protein A+GREZRIE) 20-1004%
P2179M o B UTIE IR T £ (Protein A+GREIRIE) 100-5007%
P2181S Flaghn 58 [ S e Ui v 7 S (G ER %) 20-1007%
P2181M Flaghr 28 8 H %% UTTE R & (ML BRIE) 100-5007%
P2183S MychrZs 8 1 PLE R F S (HEER V) 20-1007%
P2183M MychrZs 8 1 2 PLE R F S (HEER V) 100-5007%
P2185S HADRZE 5 A 2 ULiE sl & (R E) 20-1007%
P2185M HADRZ: 5 S UTiE sl & (HEERE) 100-5007%
P2187S VSIR2E R G T T & (R TE) 20-1007%
P2187M VShR2E R S T T & (R TE) 100-5007%
P2193S o2 IR FT B (Protein AT IR F AR 0122 201K
P2193M Yo DTIE IR £ (Protein ATR g HEEEI 1) 1007k
P2195S G B PUIE IR £ (Protein GER ISR B IE) 209K
P2195M G TTIE IR £ (Protein GER ISR BEZIE) 1007%
P2197S o B UTIE IR B (Protein A+GE IR FHBEIZIE) 201K
P2197M G B UTIE IR T £ (Protein A+GE IR FHBEZ ) 1007k
P2202S Flaghr %% & F S DT & IR B REIRE) 201K
P2202M Flaghr % & H S U7 & IR BEREIRE) 100X
P2204S Mychr2 8 [ 2 UTve bR & G IR BB 122) 201K
P2204M Mychr28 8 F S UTiE 1k 71 & (SRR R IR %) 100K
P2206S HARREE T 1 S B UTVE 17 & (B e B A1) 201K
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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%
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