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ABSTRACT EXPERIMENTAL PROCEDURES

A cell line with an overexpression of Ragl protein is needed In

order to be able to analyze V(D)J recombination in vitro. This The Ragl-IRES-Bsr transgene was introduced to the pro-B cells by a
retroviral vector system. The virus capsule containing the Ragl

_ _ | transgene was created using the cellular machinery of 293T human
pro-B cell line through retroviral vector transduction. Ragl- embryonic kidney cells.

 |nhibits Bsr-Abl kinase
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line was established by introducing the Ragl transgene to a

Imatinib

(3uM)

expressing cells were selected for by using Blasticidin. The

guantitative PCR (qPCR) experiment showed that the We can induce V(D)J recombination in pro-B cells expressing the

expression levels of Ragl transgene are comparable to Ragl transgene by adding Imatinib.
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endogenous Ragl expression in Imatinib-stimulated cells. Thus,

we successfully created Ragl pro-B cells that can be used for E 93T cells Imatinib T otal RNA mMRNA
future V(D)J recombination analysis. Ragl retrovirus Packaging treatment ” collected > converted
plasmid 3 days/ plasmid (24h) to cDNA
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The purpose of this project Is to create a Ragl-expressing pro-B

cell line, which fI]aClI(S the genes ulr1QIer study In fhe I\/Iurrellab (H3f3a Fig. 3: The Rag1-IRES-Bsr plasmid and viral packaging 1®) © Expression of Endo- and Exogenous
and H?’_f?’b)_' T_ e long-term goal I1s to be ab e to analyze V(D)J plasmid were transfected into 293T cells using CaP. Ragl and Endogenous Rag 2 Genes
recombination in the absence of the genes of interest. o
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Ragl and Rag2 proteins, to create antibody diversification. This Rag 1 Infection Blasticidin [
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Fig. 1: The Ragl and Rag2 complex creates the sequences for forming % | 00Es07 —m— Infected -Blast amplified the Ragl ORF. Note _that endogenous mMRNA is mutated and does not
diversified antibodies. 3 / ’/ Control +Blast produce functional Rag1l proteins.
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Lack of Ragl arrests B cell development at the pro-B cell stage ” ,";ﬁ/_:_/ / CONCLUSIONS
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Hours of Growth 1. We have established Ragl-expressing H3f3a+/- H3f3b-/- pro-B cells.
Rag1
Fig. 5: Infected and uninfected cell growth with and without 2. The expression level of the_Ragl transgene Is comparable to the
@ @ @ @ @ @ @ exposure to Blasticidin. endogenous Ragl expression in Imatinib-stimulated cells.
Stem cell _ Late pro-B ] _ _ immature . _ N : 3. The cells are suitable for V(D)J recombination assays in the future.
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Fig. 2: B cell development and VDJ recombination throughout. _ _ _ _ _
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