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The Apoptosis Inducing Function of HAP Depends on Its ER L ocalization

Ll Q-lan LIU Xin, XIANG Rong, QU Xiao-ling, QI W-peng*
(Institute of Virdogy , Wuhan University , Wuhan 430072, China)

Abgtract hap, identica to RTN3, was a gene encoding an ASY interacting protein and was identified by
cloning cormplementary DNA from human lung cell line (WI-38) cDNA library usng yeas two-hybrid screen.
It has been verified that overexpresson of hap can induce gpoptoss in severa cells. Gorfoca microscopy
sowed HAP protein with EGFP at its N-termia located on endoplagmic reticulum(ER) while HAP protein with
EGFP a its Ctermind sufused in the wiole cell. DNA ladder analyss, hoeche33342 ganing and flow
cytometry analys s denondrated that apparent gpoptoss characterigics exhibited in Hela cells overexpressng
ER-locating HAP but mot in He_a cells overexpresing sufused HAP. The subcdlular locdlization decides
whether HAP has the function of inducing gpoptoss. Gombinding with the previous reaults, it was suggesed
that HAP was an inportant part of cacium channd on ER.
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Fig.1 Redriction andydsd recombinant plasmid pEGFPhap5
1,6ADNA/ Hind marker; 2. hap open reading frame fragment
PCR product (800 bp) ; 3. Fagrid pEGFP-N; digeged by EcoR
; 4. Recombinant plasmid pEGFPhap5 digesed by EcoR - and
Kpn ;5. Recombinant plasmid pEGFPhap5 digested by EcoR

\
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Fig.2 The difference between pEGFPhap5 and pEGFPhap3
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Fig.3 Detecting subcellular localization of HAP protein by Gorfoca laser scanning microsoope
(A) HeLa cdls trandected with pEGFPN; for 16 hours; (B) Hela cdls trandected with pEGFP hap5 for 16 hours;
(©) HeLa cdls trandected with pEGFPhap3 for 16 hours
Geen sows EGFP and fugon protein containing EGFP; Red shows nudlear
2.3 HAP . Hoechg 33342 380 nm
Hg. 4 ,PEGFPhap3 Hd a
(Fg. 4C); pEGFPhap5 He_a
DNA Hoechs33342 (F|g. 43) Hd_ a (F|g. 4A )
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Fig.4 Hoechg 33342 ganing andydsfor the nuclear norphological changesin HeLa cdls
(A) He_a cdls trandected with pEG-PN1 for 48 hours ; (B) He a cdls tranfected with pEG-P hap5 for 48 hours;

(O) Hela cdlstrandected with pEGFPhap3 for 48 hours
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Fig.5 Hectrophoress andyssdof DNA fragmentation
1: HelLa cdlstrandected with pEGFPNL1 for 48 hours;
2: He_a cdls trandected with pEGFPhap5 for 48 hours;
3: He_a cdls trandected with pEGFPhap3 for 48 hours
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Fig.6 Percentage of gooptos s detected by flowcytometry
(A) Hd_a cdlstrandected with pEG-PNL1 for 48 hours; (B) Hela cdls trandected with pEG-Phap5 for 48 hours;
(O) Hela cdlstrandected with pEGFPhap3 for 48 hours
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