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Fig. 17 Pictures of NIH3T3 cells incubated
with PI and Rh123 under fluorescence micro—
scope x 20 for a, b and c pictures, x 10 for d
picture

a. Cells in state of necrosis or certain state of cells
in which the mitochondria do not work anymore,
stained with PI wholly; al. Absence of fluorescence,
a2. Presence of fluorescence, a3. Amplified picture
b. Cells in state of normality, stained with Rh123
wholly; b1. Absence of fluorescence, b2. Presence of
fluorescence, b3. Amplified picture

c. Cells in state of apoptosis, stained with both PI
and Rh123; cl. Absence of fluorescence, c2. Pres—
ence of fluorescence, ¢3. Amplified picture

d. Three kinds of above-mentioned cells
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Fig. 1 The photographs of NIH3T3 cells
after combined with PI and Rh123

(x 20 for photo a, b and ¢; x 10 for photo d)

a: Combined with PI whole fully;

b: Combined with Rh123 whole fully;

¢: Combined with both P1 and Rh123;

d: Picture shown all the three kinds of cells
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Fig. 3 Cerebral histopathologica changes in 3 groups

Stained with HE; upper, magnification of x 100; lower, magnification of x 400

(a) In group A, the neurons had normal sizes, clear contour and axons, intact organelles; (b) In group B,the neurons were shrunken
and deeply stained,had unclear structures of organelles and significantly increased gap around neurons and microvessels; (c) In
group C,the neurons had nearly normal sizes,slightly blurry contour and organelles,less increased gap around neurons and

microvessels
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Fig. 1 Genetically overexpressing nm-haFGF in cultured cardiomyocytes
and protective effect on H,O, cytotoxicity
Primary neonatal cardiornyocytes transfected with the nm-haFGF gene were cultured for 4 h, and fluorescent staining (A) was
performed for control cells (a), pSecTag/A-transfected cells (b), and pSecTag/nm-haFGF transfected cells (c). Cellular proteins
collected from cultured cardiomyocytes (Row a, Panel B) and secreted proteins collected from the culture medium (Row b, Panel B)
were examined for FGF by Western blot analysis (B). Since there was undetectable actin in the culture medium, Row c represents
actin expression in total cellular proteins (Row a). Lanes 1, 2, and 3: Cell lysates from control, pSectag/nm-haFGF-transfected, and
pSectag/A-transfected cardiomyocytes. Lane 4: Positive control (nm-haFGF). After exposure to 70 pmol/l H;0; for 4 h, the cellular
viability of cultured cardiomyocytes was evaluated by MTT assay (C). In Pane 1C, positive control indicates the group of
cardiomyocytes exposed to 70 pmol/l H;0, for 4 h without transfection. Data were obtained from three separate experiments with

duplicate samples (n = 6) and were presented as mean = SD. *P < 0.05 versus control. "P < 0.05 versus positive control
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Fig. 2 Corneal endothelial Fig. 3 Identification of endothelial cells
cell dyed by HE (x 400) by immunocytochemistry assay (x 400)



FEI/\(R 540 V)
Fig. 4 Morphological examination and immunohistochemical detection and quantification of apoptosis
based on the labeling of DNA strand breaks (Roche Applied Science, Germany)
A: Marked epithelial separation from the basement, subepithelial edema, haemorrhage, erosion;
B: Immunohistochemical detection and quantification of apoptosis in normal epithelium entericum;
C: Necrosis in I/R plus saline control group; E and G: Tissue damage reduction in both aFGF and aFGF28-154 treated groups;
D: Increased number of apoptotic cells in epithelium entericum in rats treated with saline; F and H: Significant reduction of apop—

totic cells in epithelium entericum in rats treated with both aFGF and aFGF28-154

FEAR 550 W)
Fig.1 Cardiac myocytes identified by immunocytochemical assay
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Fig. 2 Cellular morphological change of
cardiomyocytes after exposure to different
concentrations
of hydrogen peroxide for 4 h
A: Normal control group(magnification x 200);
B: cardiomyocytes exposure to 1.25 mmol/L H;0,
(magnification x 200);

C: cardiomyocytes exposure to 2.5 mmol/L H,0,
(magnification x 200);

D: cardiomyocytes exposure to 5 mmol/L H;0,
(magnification x 200).
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Fig. 4 Anti-apoptosis effect of nm-haFGF on
cardiomyocytes injured by H,O,
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Fig.3 HPLC chromatography and SDS-PAGE analysis (inset) of HPLC purified PEGylated rhaFGF***

and the native rhaF GFS=*'2

Inthe panel of inset, lane M, A, B,C and D indicate the molecular makers, thaF GF standard, reaction mixture (including PEGylated rhaFG-
F=%12 10n-PEGylated native thaFGF***®, and 5 kDa PEG), purified PEGylated thaFGF**"> and purified native thaFGF**.
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Protective effect of nmhaFGF by intravitre—

Fig. 1
ous injection on peripheral retina after N-melhyl-N-ni—
trosourea (MNU) treatment for 7 d in rats ( HE x 400)
A:Normal control; B: Model control; C:nmhaFGF 1.25 neg:
D:nmhaFGF 2.5 pg; E. nmhaFGF 5 pg

FE+ =R 580 77)

Fig. 6 Retinal morphological changes

Retinal morphological changes were examined at 48 h after I/R
in control (A), vehicle (saline)-treated I/R group as positive con—
trol (B), native rthaFGF**"-treated I/R group (C), and PEGylated
thaFGF*"-treated I/R group (D). Original magnification of
x 400. Arrows indicate RGCs.

Quantitative analysis of RGCs in different groups was given in

these images were taken at

the panel (E). Data in the panel (E) were obtained from counting
five random fields in each of the two slides from each rat and six
rats for each group. *P <0.05 vs control; "P < 0.05 vs saline-treat—
ed I/R group (I/R)

FE+HR 594 )

Fig.2 Protective effect of nmhaFGF by intravit—
reous injection on central retina after MNU
treatment for 7 d in rats (HE x 400)

A: Normal control; B: Model control; C: nmhaFGF 1.25 g
D:nmhaFGF 2.5 pg
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