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Fig. 1 Nuclear morphological changes (a) and intracellular
calcium changes (b) in JAR cells

After treating with 50 mg/L. TCS for 24 h, JAR cells were double
labeled with Hoechst 33342 and Fluo 3 AM. Image of Hoechst 33342
rllll]r(".!i(‘lfl](‘ﬁ (il) was ﬂl'lln'\lii](".(l \"in'\l lwr I]h"[‘lll ]ﬂH"]' S('ﬂ]lllillg I'I'li('l'lISl'll}'ll\_'
and image of Fluo 3 fluorescence ( b) was obtained simultaneously via
confocal laser scanning microscopy.  Apoptotic cells ( arrow ) showed
chromatin condensation and apoptotic body formation (a) and high

Fluo 3 fluorescence (h).
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Fig. 2 Nuclear morphological changes (a) and production of
ROS (b) in JAR cells
After treating with 50 mg/L TCS for 24 h, JAR cells were double
labeled with Hoechst 33342 and DCFH-DA. Image of Hoechst 33342
fluorescence ( a) was obtained via twor photon laser scanning microscopy
and image of DCF fluorescence ( b) was obtained simultaneously via
confocal laser scanning microscopy. Apoptotic cells | arrow ) showed
chromatin condensation and apoptotic body formation (a) and high DCF

fluorescence ( b) .
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Fig. 3 Intracellular calcium changes (a) and production of
ROS (b) in JAR cells
After treating with 50 mg/L TCS for 24 h, JAR cells were double
labeled with Inde 1 and DCFH-DA. Image of Indo 1 fluorescence ( a)
was obtained via twor photon laser scanning microscopy and image of
DCF fluorescence (b ) was obtained simultaneously via confocal laser

seanning microseopy.
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Fig. 4 Mean changes in DCF fluorescence in TCS, A23187
and thapsigargin treated JAR cells

e TCS

and A23187-treated JAR cells in Cir containing HBSS: o —o: TCS

o] 0: TCS treated JAR cells in Car containing HBSS: e

and thapsigargin treated JAR cells in Car free HBSS: ar A23187-
treated JAR cells in Cacontaining HBSS; o0 —a0o: Thapsigargir
treated JAR cells in Car free HBSS; v v: control JAR cells in Car
containing HBSS. Fluorescence in single cells was expressed as a relative
fluorescence increase as compared to the starting fluorescence. The data

represents the mean + SEM of at least 80 cells in each condition, where

absent error bars were smaller than the symbol.
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Studying the Effect of Trichosanthin on Choriocarcinoma Cells with
both Two photon and Confocal Laser Scanning Microscopy
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Trichosanthin (TCS), a ribosome inactivating protein extracted from the root tuber of a traditional

Chinese medicinal herb Trichesanthes kirilowii, possesses antrtumor and antrhuman immunodeficiency virus

(HIV) activities.

With both two-photon laser scanning microscopy and confocal laser scanning microscopy in

combination with the fluorescent probe Hoechst 33342, 2', 7 -dichlorofluorescin diacetate (DCFH-DA), Indo 1

and Fluo 3>AM,

. . 2
calcium concentration ( [ Ca™

observed for the first time. The results indicated that T CS-induced increase in [Cﬂ2+

TCS induced changes in nuclear morphology, reactive oxygen species (ROS) and intracellular

]:) during the apoptosis of choriocarcinoma cells (JAR) were simultaneously

];and ROS formation were
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involved in apoptosis of JAR cells, and that TCS-induced ROS formation was related to T CS-evoked increase in
[Ca2+ ]i. Further studies with confocal laser scanning microscopy revealed that TCS evoked increase [Cu2+ K
was not the main factor responsible for T CS-induced ROS formation, and that TCS might induce the production

of ROS through its interaction with membrane bound receptor.

Key words  two photon laser scanning microscopy, confocal laser scanning microscopy, trichosanthin,

choriocarcinoma cells, reactive oxygen species, calcium
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