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Supplemental Figure Legends 

Supplemental Figure S1. The effect of LeTx on proliferation of RCC cells. Viability

of 10 RCC cell lines after treatment with A) LeTx (10 g/mL PA plus 0–50 g/mL LF ) 

or B) U0126 (0–50 M) for 72 h was determined by MTS assay. C) Viability of 12 RCC 

cell lines after treatment with LeTx (10 g/mL PA plus 0–50 g/mL LF ) for 7 days was 

determined by MTS assay.

Supplemental Figure S2. Inhibition of phosphorylation of ERK, JNK, and p38 

MAPKs by LeTx in serum-starved RCC cells. LeTx inhibited phosphorylation of 

MAPKs in serum-starved ACHN and A-498 cells. Cells were serum-starved for 24 h, and 

then were treated with either LeTx (1 g/mL PA plus 0.5 g/mL LF); E687C (1 g/mL

PA plus 0.5 g/mL E687C, 24 h only); U0126 (10 M from 10 mM stock solution in 

DMSO); DMSO (control, 24 h only); or were left untreated for 3, 6, or 24 h. Then cells 

were harvested and Western blots were performed as described in Materials and Methods. 

Cleavage of MKK1, MKK3, and MKK6 by LeTx was also shown. 

Supplemental Fig. S3. The effects of LeTx upon growth of ACHN xenografts and 

histological analyses of tumors derived from LeTx-treated mice. A) Tumor growth 

was inhibited by i.p. injections of LeTx at 2.5 and 2 standard doses (2.5 × LeTx = 25 g

PA + 5 g LF; or 2 × LeTx = 20 g PA + 4 g LF), compared with HBSS control (n = 10 

mice per group). Tumor growth ratio is presented as mean ± SD and normalized to the 

initial volume when treatment began. B) H&E staining and immunohistochemical 

staining for phospho-MAPKs, PCNA, TUNEL and CD34 in ACHN xenograft tumors 
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treated by LeTx were shown. A larger necrotic area was found with H&E staining in 

LeTx-treated tumor sections as shown by a thinner proliferating rim. Activation of 

MAPKs was also inhibited by LeTx treatment in vivo, especially in the cytoplasmic 

compartment. C) Quantification of a proliferation index and an apoptosis index in the 

viable rim of ACHN xenograft tumors and quantification of MVD of ACHN xenograft 

tumors treated by LeTx were also shown. *, P < 0.05; **, P < 0.01. 

Supplemental Figure S4. Cell cycle and apoptosis analysis for RCC cells after 

treatment with LeTx or U0126. No effect on cell cycle distribution and apoptosis was 

observed after A) ACHN and B) A-498 cells were treated with LeTx (1 g/mL PA plus 

0.5 g/mL LF) or U0126 (10 M) for 72 h. After treatment by LeTx for 72 h, a 7% 

G0/G1 phase block was observed in both cell lines relative to E687C controls (not 

statistically significant). U0126 also caused a minor G0/G1 phase block (5%). 

Daunorubicin, a cytotoxic anthracycline antibiotic which can cause G2/M phase arrest, 

was used as a positive control. Thirty and forty-five percent of ACHN and A-498 cells 

were arrested at G2/M phase, respectively (P < 0.01). We used PI and Annexin V-FITC 

double staining to detect apoptotic cells. Annexin V-positive stained cells are considered 

apoptotic cells. PI-positive, annexin V-negative stained cells are dead cells. Cells stained 

negative for both are healthy cells. After cells were treated with LeTx or U0126 for 72 h, 

no increase of annexin V-FITC positive (apoptotic) cells was observed relative to E687C 

or DMSO controls. *, P < 0.05; **, P < 0.01. 
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Supplemental Figure S5. TUNEL staining of RCC cells treated by LeTx or U0126. 

We also checked the late event of apoptosis using TUNEL staining. ACHN and A-498 

cells were treated with LeTx (1 g/mL PA plus 0.5 g/mL LF) or U0126 (10 M) for A) 

72 h or B) 7 d. TUNEL staining was performed according to the manufacturer’s 

instructions. After cells were treated with LeTx or U0126 under either time course, no 

increase of TUNEL-positive (apoptotic) cells was observed compared with E687C or 

DMSO controls. 

Supplemental Fig. S6. Effect of LeTx on production of VEGF by RCC cells and 

mouse stromal cells.  Secretion of vascular endothelial growth factor (VEGF) protein by 

RCC cells was measured in conditioned culture medium using a commercially available 

VEGF ELISA kit (R&D Systems, Minneapolis, MN). A) Effect of LeTx and U0126 on 

secretion of VEGF by RCC cells in vitro. Conditioned medium was collected after cells 

were treated as described in Suppl. Fig. S2 for 72 h. Expression of VEGF was assessed 

according to the manufacturer’s protocol. Cells were lysed with lysis buffer and the 

concentration of total protein was determined by Dc Protein assay (Bio-Rad, Hercules, 

CA). The results were normalized to total protein concentration. B) Human and C) mouse 

VEGF in the plasma of tumor-bearing mice from xenograft models were also detected 

using ELISA method (R&D Systems). Mice were treated as described in Materials and 

Methods. Plasma from both control and LeTx-treated mice were collected and expression 

of VEGF was assessed according to the manufacturer’s protocol. LeTx showed little 

effect on secretion of VEGF by RCC cells. 


