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MI1640 Asso GIBCOFCS FCS
Serva PBS 0.1mmol/L pH 7.4
0.25% FITC-Phalloidin  Fura-2/AM  Datrolene [ D Sigma
1.2
C+Y 37C 0Dy,
=0.4 10° CFU/mL 2500r/min  10min PBS
0.1lmmol/l. pH7.4 3 RPMI1640 10° CFU/mL
1.3 F-actin  FITC-Phalloidin
1.3.1 Agy 24
ImL 2 x 10*/mL PBS 3
10pLL RPMI1640 ImL 37C
2h PBS 0.1mmol/L. pH 7.4 5 4%
15min PBS 5
10pL. FITC-Phalloidin 40min
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F-actin Asig
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RPMI1640 Asy 30min
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0.5 0 200 F-actin
% = /200 x 100
1.4 Asy
1.4.1 Asyo Asy 1.3.1
Agy 2h 1% FCS 10U/mL 200U/ml.
RPMI1640 37C 1h PBS 0.1mmol/L. pH 7.4 3
100pL 0.25% 400pL 0.025% TritonX-100
3min 10 100, TSAB ° 37C
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BSA  D-Hank’ s 3
>90% ’ 2 x 10°/mlL
Ca’* | Ca’* ; nmol/L. =K, x F-F, / F,-F K,  Fura-2/
Ca** 37°C 224nmol/L. F F,.
0.1% TrtonX-100 Fuia Fo
Smmol/L. EGTA
1.5.2 Ao Ca™* | Aso 24
2 x 10*/ 5% 10’/
RPMI1640 ImL.  10pL 10° CFU/mL 37°C 5% CO,
30 60 90min 12
PBS 0.1mol/L. pH7.4 6 0.25% I
RPMI1640 10min 5% FCS  PBS 0.1lmmol/L. pH 7.4 2
} Ca’* | 1.5.1
1.6
X+ 8D 3
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Ay 0.25pg/mL
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Table 1 Invasion of S. pneumoniae to by Table 2 Invasion of S. pneumoniae to Asy hefore
pretreated Asg with cytochalasin D and after pretreat Asy with cytochalasin D
¢ Cytochalasin D ¢ Cytochalasin D
! i, 0.1 0.5 0.5 | i, 0 0.1 025 0.5
Nomber ofimasion ™\ 31 la3a0s 11426 138230 berelimeion o e o o

/ CFU/well
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2.3 F-actin
2.3.1Fura-2/AM Agyg Fura-2/AM
Ay 375nm  350nm 485  485nm
2.3.2 Assg Ca™* | Ca’* ,  1.3mmol/L Ay
Ca’* ;  194.1+17.4nmol/L n=4 Ca’" 0. Immol/LEGTA Ay
Ca®* . 166.6 +20.8nmol/L n=4 P>0.05
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10’ CFU/mL 0.1
Asy 30min (O 3
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Ca’* Signaling Pathways Associated with the Invasion of
Streptococcus pneumoniae to Type [[ Pneumocytes

Yin Yibing" Xu Banglao luo Jinyong Zhu Dan Meng Jiangping
Department of Clinical Biochemistry — Faculty of Laboratory Medicine

ChongqingUniversity of Medical sciences Chongging 400016 China

Abstract Labelled F-actin with FITC-phalloidin we observed F-actin rearrangements by Sirepto-
coccus pneumoniae adhesion of type [ pneumocytes As, . Invasion of S. pneumoniae to Asy cells
was determined by pretreating Agy cells with cytochalasin D. To investigate whether F-actin rear-
rangements can be blocked by Ca’* inhibitors A, cells were pretreated with Ca’* inhibitors datrol-
lene. Ay cells were loaded with Fura-2/AM to determine the concentration of cytosolic free calcium
by S . pneumoniae adhesion of Asy cells after 30 60 90 minutes respectively. Intact S . pneumoniae
can promote F-actin rearrangements. Cytochalasin D is able to prevent S. pneumoniae invasion of
Asy cells. S. pneumoniae adhesion of Agy cells increased cytosolic free calcium after 30 60 90
minuts. Ca’* inhibitors datrollene block F-actin rearrangements dose dependently. It suggested S.
pneumoniae can provoke F-actin rearrangements through Ca’* signaling pathways which will further

lead to S. pneumoniae invasion of Asy cells.

Key words Streptococcus pneumoniae  Type [l pneumocyte Cytoskeletal rearrangement Signal

transduction Invasion
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