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Supplementary Materials and Methods 

 

Animal behavioural tests and drug administration.  

C57BL/6J and NOD/SCID female mice were kept in light- (12:12 light/dark 

cycles) and temperature-controlled (25 ± 1°C) rooms with food and water ad libitum. 

These mice were provided by and maintained in the National Cheng Kung University 

(NCKU) laboratory animal center. The animal experiments were carried out in 

accordance with the ethical guidelines of the NCKU institutional ethical committee 

(published online 3 Feb. 2010). 

For von Frey filament tests, adult female C57BL/6J mice were placed in 

individual Plexiglas containers with wire mesh platform and 30 min of acclimation 

was required before each test. Blunt end von Frey filament (Part #2390, IITC 

Instruments) was used to press upward to the mid-plantar surface of the hindpaw for 5 

seconds or until a withdrawal response occurred; and the maximal press response 

were recorded for left and right hindpaw four times, respectively. The withdrawal 

force was averaged for one mouse per time and represented the mechanical threshold 

of hind paw to each treatment. Heat hypersensitivity of tail withdrawal was evaluated 

by measuring response latencies in a warm water tail immersion assay. Each mouse 

was hand-held with near 1cm of the tip of tail immersed in water bath maintained at 

48-49 °C, and the latency for the mouse to withdraw its tail was scored (cutoff for a 
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response is 10 seconds). Grip strength tests were performed with a grip strength meter 

(BIO-EVF3, Bioseb Instruments). Each mouse was held by its tail, placed on a mesh 

and allowed to grasp the grid with its forepaws. Seven grip force measures were 

collected and averaged for each mouse per time. The baseline measurement of each 

test was established prior to paclitaxel or vehicle treatment, and five additional 

sessions were measured weekly for 5 weeks. 

 

Intracellular [Ca
2+

]i measurement.  

Mouse DRGs were isolated at the 6th week after behavioural tests for DRG 

neuron culture. After 4 days in culture, DRG neurons incubated with 2 M 

Fura-2/acetoxymethyl ester (Fura-2/AM) in neurobasal medium at 37 °C for 30 min 

were washed three times with Ca
2+

 free HEPES solution (in mM: 145 NaCl, 5 KCl, 0 

CaCl2, 10 glucose, 1 MgCl2, 5 HEPES, with an osmolarity of 297–300 mOsm and pH 

7.40). Glass bottom dish was then mounted on the recording stage for imaging. 

Fluorophore was excited alternatively between 340 nm and 380 nm using the 

Polychrome IV monochromator (Till Photonics). The fluorescence intensity at 510 nm 

was analyzed, calculated to get the intracellular Ca
2+

 levels ([Ca
2+

]i) by the software 

TILLvisION 4.0 (Till Photonics). For [Ca
2+

]i measurement, DRG neurons were 

stimulated with 2 M thapsigargin and recorded for 10 min subsequently. To measure 
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thapsigargin-induced endoplasmic reticulum (ER) store depletion (store-operated Ca
2+

 

entry: SOCE), DRG neurons were incubated in 2 mM CaCl2, HEPES solution and 

recorded for 5 min.  


