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HCMYV. Fulldength conserved N terminal and unconserved C terminal of pUL76 were constructed to eukaryotic ex—
pression plasmid pEGFP-N1. Methods Primers were designed to amplify fulldength and different part of pUL76
according to standard sequence of HCMV AD169 which had been submitted to GenBank (FJ527563.1). These frag—
ments were constructed to eukaryotic expression plasmid pEGFP-N1. The recombinant plasmids were designated
pEGFPUL76 pEGFP-UL76N pEGFP-UL76C respectively. Double digestion and sequencing were performed to
verify the accuracy of recombinant plasmids construction. Empty vector and three recombinant plasmids were transi—
ent transfected to HELF and HepG=2 cells respectively. Reverse transcriptation PCR and Western blot were per—
formed to detect the RNA and protein expression level respectively. Different nuclear aggresome formations were
visualized with an Olympus fluorescence microscopy. Results pEGFP-N1 and pEGFP-UL76N were unable to in—
duce nuclear aggresome formation whereas pEGFP-UL76 and pEGFP-UL76C were able to elicit nuclear aggresome
formation. Conclusion The unconserved C terminal of pUL76 is sufficient to induce nuclear aggresome formation.
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Quantitative energy spectrum analysis on osteogenesis of rabbit bone-marrow

mesenchymal stem cells labeled by green fluorescent protein in vitro
Ning Yinkuan Li Qiang Cai Weiliang et al
(Dept of Limb Trauma Surgery The Affilated Hospital of Guilin Medical University Guilin 541001)

Abstract Objective To observe the morphological changes of rabbit bone-marrow mesenchymal stem cells (BM-
SCs) after osteogenic induction and calcified plaque formation of osteogenesis of rabbit BMSCs labeled by green flu-
orescent protein( GFP)in vitro and quantitatively analyze the elements of calcified plaque by scanning electron mi—
croscope and energy dispersive spectrometer(SEM/EDS). Methods The rabbit BMSCs were traced by adenovirus
with GFP(Ad-GFP) gene and then cells were induced differentiation to osteogenesis. Inverted fluorescence micro—
scope and alizarin red staining were applied to observe morphological changes of cells after transfection and calcified
plaque formation and SEM/EDS were employed to study the surface microstructure and element composition of cal—
cified plaque. Results Fluorescence microscope showed rabbit BMSCs after Ad-GFP transfection gave green light
and the cell morphology differentiated to osteogenic accompanied with opaque mineralized calcium nodule. Alizarin
red staining exhibited red mineralized nodules. From SEM punctate mineralization calcium nodules scattered a-
mong cells and cells grew overlapply strongly secreted matrix. EDS confirmed that the main elements of mineralized
calcium nodules were analogous to normal bone tissue and ratio of calcium to phosphorus (Ca/P) was 1.55 close
to normal ratio 1. 49. Conclusion Rabbit BMSCs can be successfully transfected and labeled by Ad-GFP and trend
to osteogenic differentiation after osteogenesis induction. BMSCs have a preferable osteogenic capability and the
process of biological mineralization in vitro is the same with in vivo.

Key words adenovirus; green fluorescent protein; bone-marrow mesenchymal stem cells; scanning electron mi—

croscopy ; spectrum analysis



