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ABSTRACT

Transgenic mice containing Diphtheria Toxin-A (DT-A) gene fused to proximal Ick promoter
sequences was used for analysis of DT-A gene expression and thymocyte development. The diphtheria
toxin gene was expressed in thymus, spleen and liver of transgenic mice confirmed by RT-PCR and
Northern blotting. A FACS analysis with thymocyte cell surface antigens antibodies (CD4 and CDS)
showed that the number of peripheral mature single positive thymocytes (CD4" and CD8" cells) T-cells
was severely reduced in transgneic mice compared to that in the non-transgenic littermates. A relative
portion of CD8" single positive thymocytes was about 33.2% in transgenic peripheral T-cells while
50.6% in wild type. Reduction of CD4' cell numbers in transgenic mice was observed (5.9% in
transgenic versus 10.3% in non-transgenic). The data from analysis of these transgenic mice indicate that
the proximal Ick promoter regulated the expression of DT-A gene at high level in developing thymocytes
and the DT-A disrupted developing thymocytes in transgenic mice.
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Fig. 1. A schematic diagram of the 4.4 kb Lck-DT-A transgene construct used for microinjection.
This construct consists of Ick proximal promoter, diphtheria toxin-A subunit gene (DT-A)
and SV40 polyadenylation signal. =>: 5' primer, <= : 3' primer for genomic DNA screening,
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Fig. 2. PCR analysis of transgenic lines. Negative
control (N) with wild-type mouse DNA
and positive control (P) with vector were
used to ensure that the PCR reaction was
correctly operated.
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Fig. 3. Analysis of DT-A gene expression in transgenic mice by RT-PCR. Representative
results obtained from transgenic mouse (2, 4, 6) and non transgenic littermate (3,
5, 7) are shown. RNA was extracted from thymus (2, 3), spleen (4, 5) and liver
(6, 7). Lane 1 was internal control from kit supplier for RT-PCR.
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Fig. 4. Northern blot assay of DT-A transgenic mouse tissues (TG) and wild-type
mouse spleen.
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Fig. 5. FACS analysis of peripheral lymphocytes from wild-type and DT-A mice. Blood lymhoid
cells were stained with phocoerythrine-conjugated CD4 antibody (x-axis) and fluorescein-

conjugated CD8 antibody (y-axis).
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