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Hypothesis / Methods Troubleshootmg Co-IPs 1 2

Hypothesis: Nab2 physically interacts with the RS S Protein 100ug protein / 250ug protein /
spliceosomal protein SmB T e Concentration [300uL IP Lysis 300uL IP Lysis
Collecting/Lysing Nab2 Complex s S | b Buffer Buffer
o E——— . Fly Heads Isolation T R R e Budder Wash: 1xPBS Wash: 1xPBS
TR en e i -— — B s S MR T - (S Conditions Binding: IP Lysis Binding: IP Lysis
: 1S9 28, 1 G £ o Binding 20min at room temp |2 hours at 4°C
Conditions

Elution 150ug 3XFLAG / 225ug 3XFLAG /
Concentrations [100uL 1xPBS 150uL 1xPBS

Elution Both: 10min room |15t 2 hours at 4°C
Conditions temp 2nd:Overnight at
40C

Protein A Protein B Protein C

 DNA is transcribed into RNA which iIs processed
Into MRNA, then it translated into proteins
 Splicing turns RNA into mRNA
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Antibod Nab?2 does not Associate with SmB
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* The spliceosome carries out this process Co-IP

* Removes introns and attaches exons Add lysate to With magnet Add binding

» The spliceosome is a large complex of proteins beads and applied, competitor,
_ T incubate to remove magnetize

* One essential protein Is SmB allow binding unbound beads, and

of Nab2- proteins collect
FLAG protein(s)
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Upstream Downstream splicing T \/&3 Discussion / Future Work

intron intron
Findings contradict current literature which shows RNA-dependent interactions between
i Nab2 and the spliceosome
RSN I —— 5 O 3 Shows the need for optimization of Co-IP protocol

omav: [T m mw . Nab2 possibly influences splicing through downstream effects of its known functions

/C3H14 is a RBP that effects splicing in humans (st rotns  Interactions -Wlth other RBPs (e.g. Rbfox1) Simple Rapid Life Cost
plicing it  mMRNA quality control / export

Mutations In this cause a variety of diseases +  RNA Poly(A) tail regulation _—"|Genome Cycle Effectiveness

Flies have a similar protein called Nab2 A Drosophila model is advantageous for studying intellectual disabilities
Does Nab2 have the same function as ZC3H14? ZC3H14 mutations linked to intellectual disabilities in humans
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* RNA binding proteins can influence splicing Ovemigh
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