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SUPPLEMENTAL FIGURE LEGENDS 

Supplemental Fig. 1 Ectopic PTHrP increased CD11b+Gr1+ cell-dependent prostate tumors angiogenesis 

Ace-1 prostate cancer cells, expressing undetectable basal levels of PTHrP, were engineered to overexpress 
PTHrP (PTHrP OE) with a vector-alone transfectant control (pcDNA).  Cells were implanted subcutaneously in 
male athymic mice. 

(A) Serum PTHrP and calcium levels were determined to confirm the biological activity of ectopic PTHrP. PTHrP 
OE (n=10; right panel) were grown for a shorter period (17 days) to produce similarly sized tumors as pcDNA 
control tumors (n=7; grown for 32 days). In addition, one group of mice carrying pcDNA tumors (n=10) was 
administered recombinant PTHrP (1-34) once daily for 7 days prior to euthanasia (designated rPTHrP). Upon 
necropsy, serum was collected, PTHrP protein levels and serum calcium levels were determined by 
radioimmunometric analyses and colorimetric calcium analyses kit, respectively. 

(B) Tumor tissues were analyzed for quantification of CD31+ vessel area with normalization to total nuclear area 
(n=7~10/group).  

Supplemental Fig. 2 PTHrP promoted tumorigenic function of CD11b+Gr1+ cells 

Tumor tissues from the experiment shown in Figure 4 were stained for CD31+ microvessels (A) and MMP-9 (B).   

Supplemental Fig. 3 CD11b+Gr1+ cells do not express receptors for PTHrP 

Whole bone marrow, CD11b+Gr1+ and CD11b-Gr1- cells were sorted from the femoral bone marrow of male 
athymic mice via flow cytometry, followed by reverse transcription-quantitative PCR for Pthr1.  mRNA from 
MC3T3 osteoblastic lineage cells was used a positive control. Data are mean±SEM (n=3).  The CD11b+Gr1+ cell 
group had un-detectable level of Pthr1, thus statistical comparison was not performed.  

Supplemental Fig. 4 Anti-PTHrP monoclonal antibody suppress cellular proliferation 

PTHrPHi and –Lo PC-3 cells were cultured in 2% FBS-supplemented RPMI media in the presence of saline, IgG or 
anti-human PTHrP monoclonal antibodies for 24 hours.  BrdU uptake was measured to quantify proliferating 
cells.  Data are mean±SEM (n=5).  Asterisks represent P<0.05 (*) or P<0.01 (**) compared with saline controls.  
NS stands for ‘non-significant (P>0.05).   All P values are from Student’s t-test. 

Supplemental Fig. 5 Alterations in the bone marrow after a single rPTHrP administration 

Recombinant PTHrP (1-34) was administered to male C57Bl6/NCrl mice (80µg/kg; n=5/time point), followed by 
flow cytometric analyses of CD11b+Gr1+ cells (A-C), ELISA for VEGF-A or IL-6 (D and E), and quantitative RT-PCR 
for Mmp9 (F) in the femoral bone marrow flush.  Data are mean±SEM.  Asterisks represent P<0.05 (*) or P<0.01 
(**) compared with saline controls.  NS stands for ‘non-significant (P>0.05).   All P values are from Student’s t-
test. 

 


