Phosphodiesterase 7 inhibitor reduces stress-induced behavioral and cytoarchitectural

changes in C57BL/6J mice by activating the BDNF/TrkB pathway

Supplementary Methods:
1. Quantitation of cAMP by HPLC

According to the method published by Monzel et al. with slight modifications. The
Cyclic adenosine monophosphate (CAMP) was determined by high performance liquid
chromatography system (1200 series, Agilent, Waldbronn, Germany), consisting of a binary
pump (G7111A), an autosampler (G71116A), and a DAD-detector (G71115A). For
determination of CAMP, an Agilent 5 TC-C18 (Agilent Technologies, Blingen, Germany)
chromatographic column (250 > 4.6 mm) was used. The eluent consisted of acetonitrile and
potassium dihydrogen phosphate in a ratio of 6:94. with a flow rate of 1.2 mL/min and a
column temperature of 25%.Sample injection volume was 20 . Wavelength of the cCAMP
detection is 254 nm. Retention time was at the sixth minute. After measuring the peak area,

the consumption of CAMP in a. b and c is calculated based on the standard curve.

Supplementary Tables:
Suppl. Table 1: The average peak areas (mA min) of CAMP in the a. b and c parts of the
samples of each group measured by HPLC (n=6).

Control SPS-1D SPS-7D SPS-14D
a b c a b c a b c a b c
Hippocampus

515|191 | 252 | 521 | 197 | 278 | 517 | 199 | 287 | 511 | 190 | 289

a b c a b c a b c a b c
Amygdala

522 | 272 | 315 | 527 | 277 | 319 | 514 | 261 | 302 | 520 | 255 | 299

a b c a b c a b c a b c
Cortex

513 171|221 |533|163|209 | 523|169 | 211 | 519 | 167 | 203

a b C a b C a b C a b c
Striatum
528 | 332 | 372|513 | 315|357 | 525|309 | 355 | 526 | 330 | 366

Supplementary Figures:
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Suppl. Fig. 1: PDE7 inhibitor reduced BDNF and p-TrkB downregulation induced by
SPS in hippocampal tissue. A-B. Tissue were stained with anti-BDNF (red) or anti-p-TrkB
(red) antibodies, nucleus were stained with DAPI (blue), nurons were stained with Neun
(green) and the staining results were observed by confocal. Relative fluorescence intensity of
BDNF (C) and p-TrkB (D) in hippocampus. Data were presented as mean =SEM (n = 4 mice
per group). "P < 0.05 vs. control; #P < 0.01 vs. SPS; %P < 0.01 vs. BRL 5-treated SPS.
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