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Fig. 1 Western blotting of the expression product of
recombinant hFIX gene transferred into HEK293 cells
I: Lysate of the cells transfected with recombinant hFIX gene; 2:
Prestained dual color protein standard (Bio-Rad); 3: Lysate of the
control HEK293 cells.
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Fig. 2 ELISA standard curve produced from the
exponentially diluted UCRP
Axis y stands for the percentage amount of coagulation factor IX, axis x

stands for A 45 value. y=0.3179¢**** relation coefficient R=0.9924.
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Fig. 3

coagulation FIX gene in the plasma of mice injected with

The expression curve of recombinant human

recombinant AAV vector
Axis «x stands for the weeks post-injection (before injection, 2, 4, 6, 8,
10, 12, 14, 16 weeks after injection), axis y stands for the percentage of
coagulation factor IX corresponding to the UCRP. ¢—4: Mouse I;
Hl—M: Mouse 2; A— A: Mouse 3; x—x: Mouse 4; X— X: Mouse 5;@0—@:
Mouse 6.
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Fig. 4 The relation between the clotting time and the
coagulation activity of the reference plasma
Axis x stands for the APTT (seconds), axis y stands for the relative

concentration of reference plasma (%).

I B 7] 43 990 Ok 36.234 43.15. 49.73. 57.9. 63.4.
7178+ 75.97 s. HEMLER 5~ FE E y L5 BEILIN 8] & &
BHUA G, y=3416.8e %% KL RFU(R) N 0.998. 1R
Pz A AT TH 50N Bt 2w e i R (R A 6

293 4 B S AR 1/5 FRRE VB0 1Y) 4k I 1N TR) A
84.7 s.

T SR R /0 BRI 1 8 o I )R T 300 s,
DR XA 2 /N T 5.8%107°, A4 T 0.

55 /NRIES EA IR 4 85 1) ELISA A
1400, 1/10 I 5 5 B 1) B 1L 7] g 35 s, 1ML
Al AR 50 114%.

6 “F/NEE ST 2 F S i ELISA 4 1 440, 1/10
1L 25 FR R IR P 58 ot DR 1A X 5 ol 123%.

15/ RESHR B 12 J8 )5 1) ELISA {2 488,
1/10 1L 2% 3% FE A B LB 9] Dk 41.4 s, BB I A1+ 1)
FIA 554 59.1%.

2 SUNERVES 14 FJS 0 1/10 1 2% 5 5 95 1 Bk
B[] 2 55s, ki PR+ IX AR & 24 15.7%,
PR s A B A P 5 i RT3 2

FLAr 15 /N SUAS [ ISP T 0038 4D ML 5 478 e
FLOELISA 6 I g At i R 1~ IX 2255 e (1 28 4k WL
Pl 5. AR bR AR AN R] ( Hafi Is) 1B) G S e, v
2, 4, 6, 8 10, 12, 14, 16 J&), HAFrAE
hF9 AR dE Sl IR X 1 205 3t

1200 - —
1000 -

800 - M M

hF9/%

600 -
400 -

: Iy

0 2 4 6 8 10 12 14 16
Weeks after injection

Fig. 5 Comparison of recombinant human coagulation

factor IX in the plasma of a transfected mouse via ELISA
and APTT assays

Axis x stands for the sampling time (weeks after injection), axis y stands

for the relative concentration of hFIX to the reference plasma (%). Blank

bar stands for the values from ELISA, gray bar stands for the values from

APTT.
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Fig. 6 Immunohistochemical analysis of recombinant hFIX in different organs of mice transfected
with rAAVS virus

Panel (a) is from the hind leg muscle, panel (b) is from the heart muscle, panel (c) from liver, panel (d) from kidney,

panel (e) from abdominal muscle, panel (f) from the ovarian tissue of a control mouse. (original magnification: x100).
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phenylketonuria (PKU) in a mouse model by recombinant

Study on The Expression of Coagulation Factor
Mediated by Recombinant AAV Serotype 8"

CAO Zuo-Wu"", LI Guan-Gui", LIANG Yu-Qiang”, HE Dong-Mei”
("College of Life Science and Technology, Jinan University, Guangzhou 510632, China;
Anstitute of Hematology, Jinan University, Guangzhou 510632, China)

Abstract Recombinant AAV serotype 8 (rAAV8) vector is new and promising for gene delivery, which
transduces muscular and hepatic cells highly efficiently. The transduction varies with the administration routes. It
was observed that the rAAVS virus injected intraperitoneally had been delivered to many different tissues through
the blood circulation and resulted in extensive and prolonged gene expression. The interest gene (human
coagulation factor IX) has been highly expressed via the rAAVS8 vector injected intraperitoneally into mice at the
dose of 5x10" gc/ mouse. Considerable expression was detected in mouse plasma at two weeks after the
administration. Expression peak up to 1 000% level compared to the UCRP occurred between 1~2 months after
administration, and then the expression declined gradually but obvious expression persisted at 4 months
post administration. APTT test proved the clotting activity of the recombinant hFIX in mouse plasma.
Immunohistochemical assay showed that the human coagulation factor has been expressed significantly in several
organs including liver, kidney, heart and muscles (abdominal and hindleg). These suggest that the rAAVS virus
injected intraperitoneally has been delivered via blood circulation and transduced different cells of multi-organs,

and the product of the gene mediated by the rAAVS8 vector is biologically active.
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