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Fig. 1 Schematic chart of the construction of the pSSHG /hBDNF recombinat AAV plasmid
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LOOE M fE M A e, w55 [Ca ],
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Kd: Fluo-3FCa® f{Ifif 2 AL (400 nmol/L); F: AHNEAIIZOCIREMIEAL; F o VORIEG 40 A i ¢
JEHRSE; T o FAGITANH A P9I -

1.2. 11 ik ATHISPSS10. 0BG v AR ab2E, 18 FHZL IR SRR 32 0 22 AR, il x £ s 3%
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2.1 H41pSSHG/hBDNF itk % 5

HH FRipSSHG/hBDNF IR /N A 7. 82 kb, A BREIMENDVIEFEco RINBam HIEGY) G, Haig ERiZ™ 4
7.06 kb 760 bpMN B, AR EoR, HEATURCR/N. B BOR/MELRE —B0(EI2) , WP RS
GenBank$& it (1) CLAF41 (M61181) —3L.
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Fig.2 Identification of recombinant plasmid pSSHG/ hBDNF
Lane a: 200 bp PCR marker; Lane b: ADNA/Hin dIIl marker; Lane c¢: Eco RI+Bam H digestion
(7.06 kb and 760 bp); Lane d: Eco RI digestion (7.82 kb); Lane e: pSSHG/hBDNF plasmid
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Fig.3 PCR result for the recombinant viral DNA identification
4a: PCR product (760 bp); b: PCR marker
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Fig.4 Dot blot hybridization for titration of pSSHG/hBDNF
A: Standard concentration of pSSHG/ hBDNF plasmid (Lanesl-5: 1 pg/pl, 100 ng/ul, 10
ng/pl, Ing/ul, 100 pg/ul, respectively); B: Extracted viral DNA (Lanesl: Basal
concentration; Lanes2-5: Concentrations of double dilution, respectively)

WEARTR, AA R AEAR FE R pSSHG/hBDNF ks, WAL 405141 pg/ul, 100 ng/pl, 10 ng/pl, 1
ng/ul, 100 pg/plo HEHX) FEDNABE ;T A48 {8t 45 27 BEDNA IR BE 7 (10-100) ng /pl, BIRpmlieg
Wi pSSHG/hBDNF % 5 (10-100) g, pSSHG/ hBDNFAIXS > T B M5, 0X 100, 45 H B /K i 2 X 10°
1229107 mol, #EMnUREER T TEH N1, 2X1012-1. 2X 103N, EAR R 1. 2 X 1012-
1. 2 X 10 34N 33 k7 /m1

2.4 MTTAEIMhBDNE & 1A X I i 28 0 (1) £3r 41
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i, ISR . S0 R IR 2R B L BDNE K 21 (AAV-hBDNF4H) 2 [8) 40 v AR EL TG B 2 =
(P>0.05) o BHEFFEIF A, 1E W I AR AR TC TR AR I AR 6T, AAV-hBDNFALMIZE JOAE RS IR 512
RANLS KNG g 5k 25 i 6 A (P<O. 05) , FRIR T IEH M ICBET- %R, LKA ICIAEAFI /. 290
B0 T2 5 1 0 IR 2 2 T A L 22 5 T8 B Pk (P>0. 05) , S RAAVEAAA 5 W4 T IC W 540 o
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Fig.5 Effects of hBDNF on the neurons after prolonged cultured time
# P<0.05 vs control group
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Fig.6 Flow cytometry for cell apoptosis detection
A:  control group B: AD model group C: AP+BDNF group
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Fig.7 BDNF immunocytochemical staining of the rat neurons (the nucleus restained by
haematoxylin, orignal magnification: X100)
A: Control group; B: AAV-hBDNF group

2.7 Bel-2fudn itk g g R

FERQWin BB HT 45 5 (KI8) S 1 5 %o R ZH B e 1 -2 52 Sz I BH P 40 -~ 240 8 457, 84 5. 37, FHME4H
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Fig.8 Changes of [Ca2+]i fluorescence detected by laser scanning confocal microscopy
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