
Product no AS15 2845
RPN6 | 26S proteasome non-ATPase regulatory subunit 9 (A,thaliana)

Product information

Immunogen KLH-conjugated synthetic peptide derived from Arabidopsis thaliana RPN6 sequence, UniProt: Q9LP45-1, TAIR:
AT1G29150

Host Rabbit

Clonality Polyclonal

Purity Immunogen affinity purified serum in PBS pH 7.4.

Format Lyophilized

Quantity 50 µg

Reconstitution For reconstitution add 50 µl of sterile water

Storage Store lyophilized/reconstituted at -20°C; once reconstituted make aliquots to avoid repeated freeze-thaw cycles. Please
remember to spin the tubes briefly prior to opening them to avoid any losses that might occur from material adhering to
the cap or sides of the tube.

Application information
Recommended dilution 1:1000 (WB)

Expected | apparent
MW 46,7 kDa

Confirmed reactivity Arabidopsis thaliana, Nicotiana benthamiana

Samples:
1 - 14 µg of Nicotiana tabacum, L. whole leaf extract of adult control plant (untreated)
2 - 14 µg of Nicotiana tabacum, L. whole leaf extract of adult plant after treatment with 100 µM AgNP-PVP
3 - 14 µg of Nicotiana tabacum, L. whole leaf extract of adult plant after treatment with 100 µM AgNP-CTAB

14 µg/well of total protein extracted freshly from 0.05 g of lyophilized whole leaf of adult tobacco plants following the Phenol extraction protocol
with extraction buffer containing Trizma base (500 mM), Ethylenediaminetetraacetic acid (EDTA) (50 mM), sucrose (700 mM) and Potassium
chloride (KCl) (100 Mm) with addition of phenylmethylsulfonyl fluoride (PMSF) (1mM) and 2% β-mercaptoethanol. After short incubation on 4°C
with agitation, phenol was added. The phenol (supernatant) phase containing proteins, was collected after centrifugation and equal volume of
extraction buffer was added. After centrifugation, supernatant phase was collected and 4 volumes of 0.1 M ammonium acetate (with 10%
methanol) was added, and proteins were precipitated ON/-20°C. The next day, protein pellets were washed 3 times in ammonium acetate with
rounds of centrifugations inbetween, and finally in aceton. Protein pellet was lastly resuspended in Isoelectric focusing buffer (IEF) containing 9 M
urea, 4% CHAPS, 20 mM DTT, 1.2% Ampholytes pH 3 to 10. Protein concentrations was measured with modified Bradford method and denatured
with Laemmli sample buffer at 95°C for 5 min. Total proteins were separated on 12% SDS-PAGE and blotted 1h to nitrocellulose (pore size of 0.2
µm), using wet transfer. Blot was blocked with 3% milk in TBS-T, 1h/RT. Blot was incubated in the primary antibody at a dilution of 1: 1 000 for
1h/RT with agitation in a solution of 3% milk in TBS-T and then ON/4°C. The antibody solution was decanted and the blot was then washed twice
for 10 min in TBS-T at RT with agitation. Blot was incubated in Agrisera matching secondary antibody (goat anti-Rabbit IgG1 HRP conjugated
AS09 602) diluted to 1:10 000 in TBS-T for 1h/RT with agitation. The blot was washed 2 times for 10 min in TBS-T and developed for 5 min with
chemiluminescent detection reagent. Exposure time was 12 min
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https://www.agrisera.com/en/artiklar/klh-keyhole-limpet-hemocyanin.html
https://www.arabidopsis.org/servlets/TairObject?id=29885&type=locus
https://www.agrisera.com/shop?funk=visa_artikel&artnr=AS09%20602

