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Fig. 1 Schematic representation of recombinant
donor plasmid pFastBacHtlr TnIAP
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Fig. 2 PCR amplification of TnIAP gene from
recombinant viral DNA
12 baemid DNA; 2: recombinant viral DNA,
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Fig. 3 Expmssmn and solubility analysis of recombinant ThIAP
I: protein molecular mass marker: 2: Tn cells infected with wild type
virusex 3: Tn cells infected with recombinant viruses; 4: lysate
supernatant of Tn cells infected with recombinant viruses; 5: lysate
precipitate of Tn cells infected with recombinant viruses.
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Fig. 4 Western blot analysis of recombinant TnIAP
I': protein molecular mass marker; 2: lysates supernatant of Tn cells
infected with recombinant viruses; 3: lysates supernatant of Tn cells
infected with wild type viruses.
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Fig. 5 Purification of recombinant TnIAP
I': protein molecular mass marker; 2: Tn cells infected with wild type

viruses; 3: Tn cells infected with recombinant viruses; 4: purified TnlAP.
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Fig. 6 Inhibition of caspases by TnIAP

0: caspase9 + TnlAP; »

10

o——ot caspase 9 O a1 caspase 9

+ SfIAP; o—o: mock (without caspase 9 or IAP). (a) TnlAP can

inhibit HEK293 cytosolic extracts from activation by caspase9,

measured by the hydrolysis of Ac DEVD-AFC. (b) TnlAP can inhibit
caspase 9 directly from the hydrolysis of Ac LEHIDFAFC.
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Expression of TnIAP in Trichoplusia ni Cells and Its Biological Activity

LIAO WermrTao, YANG Yang, WU Xiang;Fu$

( Institute of Biochemistry and Cell Biology, Shanghai Institutes for Biological Sciences, The Chinese Academy of Sciences, Shanghai 200031, China)

Abstract TnlAP, which can inhibit apoptosis and was cloned from Tn5B1-4 cells, was highly expressed in

Tn-5B1-4 cells. However, SDS-PAGE and Western blot analysis indicated that only small part of recombinant

protein was soluble, which was different from the record that most recombinant protein expressed in insect cells

were soluble. Activity assays demonstrated that recombinant soluble TnIAP could inhibit the cleavage of

AcLEHD-AFC by caspase-9 and the activation of HEK293 cytosolic extracts by caspase-9 from cleaving Ac

DEVD-AFC. This result gave the further evidence that the molecular mechanism of apoptosis is evolutionarily

conserved through insects to mammals.
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