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RelA (p65) and p50 are two important
subunits of NF-xB. Together they form a
heterodimer controlling gene transcription.
Rel A promotes gene expression and p50 .D] h

is

——
(T

acts as a repressor. 5- i A i } \ é

P - V T é_ % ‘i‘gﬁ .{FK \} i— \_{ é

d cell pellet | and e i =
In humans’ p50 and Rel A (p65) help g:g[r)efof’:\l -igf;?‘r?nr;’?y E?ZS:]SC%?EmﬁeBuq‘feefLm ;l;pn;grr:\z?l?;ﬁ:u??ure 15 i
regulate the NF-«xB signaling pathway. purification centiugedtopelisteells 14 »
While mouse homologs, which share ;i | 4 :
- S - - .- . ’. - - 4 — -— A=’ L ~
significant similarities with humans, Stage 1- Protein Expression ” » e 3 -
provide a valuable model for studying pr— quh'ritL % R
I ,‘ wit m ..

these processes. " | ufferA || Binding: Protein of Wash: Inorease imidazole > s

experimental but not
control sample.
Contaminant protein is
removed from the column

interest and
contaminant
protein binds the

. ‘ column
i 1

i
Brore— T
e

"

(] (13

and flows into the beaker

- . o o o H.;.,'m&nlnl H. sapions Experimental
ResearCh ObJ eCtlve Cells sqnicated to Centrifugece]ls at 4°C, 12,000 \\&9 \Eg % ]
Irae;I(()etaésizﬁslntracelIuIar ;%rgr;‘:r 45 minutes to remove cell L{_,_./ L& C O n C I u S I O n
The goal Is to compare the biochemical Ni2+ affinity purifiation by )
ﬁropertles ofIRelﬁ ?\r]d pS0 'rl‘ mice and § - o cotam e o » The p50/RelA proteins in mice and humans were highly similar.
uman samples. AChiEving clearer SDS PAGE » Truncated RelA proteins were found in all samples, suggesting that
I I I I setup with gel . _ o _ ’ .
szrt)\?vr:ethogp\(levclz!leg erlr?ack(i)rr:g]yI:)iilreeazlijgrC E)Oﬂa“ty Zii?hgéie‘;fsg h ] h h different conditions may lead to the production of shorter versions of the
- - , e tion: Protein o . .
translate findings from mouse models to N e merestis protein _ L _ _ _
human health. efrigerator remove unwanted small removed from the » Change to the protocol by increasing imidazole did not improve our yield
S or purity in SDS-PAGE gels.
Stage 2- Protein Purification  Increasing the imidazole concentration might not selectively remove
_ contaminants but instead could also cause the loss of p50/RelA protein
Hypothesis Continued Research during the wash step.
Increasing the imidazole concentration in * Further studies aim to modify various aspects of the protocol to Acknowledaements References
the wash buffer during Ni2+ affinity Increase visualization of target proteins. g
chromatography will enhance the removal * Would benefit from using larger aliquots of each sample and A special thank you to Dr. Baughman for her diligence

of non-specifically bound contaminants possibly decrease the imidazole concentration instead to further and support in making this project possible. Thank you

without significantly affecting the binding purify proteins. to my peers within this research experience for their

or recovery of the target proteins. * The similarities between the pS0/RelA heterodimers in mouse and o ntribytions and efforts in working as a team.
human cells suggest shared health implications for both species.




	Slide 1: Isolation and Comparison of NF-kB p50/RelA Human & Mouse Homologs

