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	SSupplementary table 1: Sequences and annealing temperatures of oligonucleotides used in RT-qPCR




	Gene
	NCBI Reference Sequence
	Primer sequences
	Annealing temperature
	

	
Prl
	
NM_012629.1 
	
Fo: 5'-ACCGTGTGGTCATGCTTTCT-3'
	
57°C
	

	 
	 
	Re: 5'-AACTTCCGGAGGGACTTTCTG-3'
	
	

	β-Catenin
	NM_053357.2
	Fo: 5'-GAGCACATCAGGACACCCAG-3'
	57°C
	

	 
	 
	Re: 5'-TTGTGAACATCCCGAGCGAG-3'
	
	

	Cyclin D1
	NM_171992.4
	Fo: 5'-TCAAGTGTGACCCGGACTG-3'
	57°C
	

	 
	 
	Re: 5'-GGATCGATGTTCTGCTGGGC-3'
	
	

	c-Myc
	NM_012603.2
	Fo: 5'- GAGGTGGAAAACCCGACAGT-3'
	57,4°C
	

	 
	 
	Re: 5'-TGAAATAGGGCTGCACCGAG -3'
	
	

	Pitx2
	NM_001042505.1
	Fo: 5'-GAAGAAATCGCCGTGTGGAC-3'
	57°C
	

	 
	 
	Re: 5'-GCCCGAAGCCATTCTTACAC-3'
	
	

	Vegf A
	NM_001287114.1
	Fo: 5'-GTGCACTGGACCCTGGCTTTA-3'
	59°C
	

	 
	 
	Re: 5'-GGTCTCAATCGGACGGCAGTA-3'
	
	

	Fgf2
	NM_008006.2
	Fo: 5'-GATGGCGTCCGCGAGAA-3'
	53,5°C
	

	 
	 
	Re: 5'-TAACACACTTAGAAGCCAGCA-3'
	
	

	β-Actin
	NM_031144.3
	Fo: 5'-GCGAGTACAACCTTCTTGCAG-3'
	57°C
	

	 
	 
	Re: 5'-ATCGTCATCCATGGCGAACTG-3'
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Supplementary figure 1. Tumor features from human prolactinoma samples used in the immunohistochemistry study. 
A. The table summarizes sex and age of patients diagnosed with resistant prolactinomas. Tumor size, localization and proliferation index (Ki-67 percentage) are listed. (N/A: Not Available). B. β-CATENIN expression at different cell localization in normal and prolactinoma tissues evaluated by IHC. Values are expressed as percentage of positive cells (Mean and SE). *p=0.019. “ns” indicates no statistical significance.

Supplementary figure 2. High and low Ki-67 expressing prolactinomas 
Pictures show representative images of Ki-67 immunostaining in prolactinoma tissues A) Ki-67=22%; B) Ki-67=6.5%, C) Ki-67=1% and D) Ki-67<1%. Magnification: 40X, scale bar = 30 microns.

Supplementary figure 3. Temozolomide controls Prolactin secretion but not tumor growth, and it has no impact on the general state of animals
Representative images of PRL IHC in Control (left) and TMZ treated prolactinoma tissues (right) (40x, Scale bar= 30 microns) (A) and WB of PROLACTIN (PRL) and G3PDH (B) are shown. m1, m2, m3, m4 indicate different mice. C. Serum PRL (ng/ml) along TMZ treatment was assayed by RIA (n=4,4 Control and TMZ; p=0.0585). D. Representative images of excised tumors from control and treated animals after TMZ administration. E. Body weight of mice (grs.) was monitored along the treatment schedule (n=10, 10 Control and TMZ; ns).

Supplementary figure 4. TMZ did not affect proliferation or growth-associated proteins expression. A. Ki-67 expressing cells were studied on prolactinomas tissue by IHQ after TMZ treatment. Results are shown as percentages of positive cells (n=10,7 Control and TMZ; ns).  Expression of PCNA (A), pERK and JNK (B) were determined by WB in tumor homogenates of TMZ treated and control mice. Protein expression was normalized to G3PDH levels and shown as percentages of controls (n=10,10 Control and TMZ; ns). 

Supplementary figure 5. TMZ do not modify angiogenic parameters of prolactinomas in vivo. A. Intratumoral VEGF was analyzed both at mRNA (n=9,8 Control and TMZ; ns) and protein (n=10,10; ns) level by RT-qPCR and ELISA (pg/ml), respectively. B. The expression of Fgf2 was also evaluated by RT-qPCR (n=9,8; ns). mRNA levels were normalized to Actin gene expression. C. Vascular area (%), microvessel density (number of vessels/area) and blood vessel size (µm2) were studied by α-SMA immunostaining in xenograft tumors after TMZ treatment (n=6,9; ns). D. CD31 expression was quantified by WB (n=7,7; ns). Protein levels were normalized to G3PDH expression. Data are shown as percentages of controls.

Supplementary figure 6. TMZ promotes relocalization of β-CATENIN in MMQ prolactinoma cells.
A. Representative dot-plots and gates of untreated, control and TMZ treated MMQ population are shown in the figure. B. β-CATENIN subcellular localization in Control and TMZ treated cells were quantified by fluorescence ICC. Result are expressed as percentages of total nuclei and indicated as mean (SE)(n=3; **p=0.013 Control vs TMZ). C. β-Catenin mRNA expression was quantified by RT-qPCR in Control and TMZ treated cells. mRNA levels were normalized to Actin housekeeping gene expression and are shown as percentages of controls (n=3; ns).
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image1.emf
Patient Sex Age Size/localization Ki-67 (%)

1 F 50 Macroadenoma. Suprasellar. 12

2 M 50 Macroadenoma. Sellar and suprasellar. 22

3 M 51 Microadenoma. Sellar. 2.5

4 F 42 Macroadenoma. Suprasellar. 6.5

5 F 39 Microadenoma. Sellar. <1

6 F 18 Microadenoma. Sellar. 1

7 F 53 Macroadenoma. Parasellar and Suprasellar. 2

8 M N/A N/A 12

β-CATENIN localization. Mean (S.E.)

Tissue Membranes Cytoplasms Nuclei

Normal (n=3) 11.24 (3.86) 13.88 (1.77) 1.85 (0.73)

PRL (n=8)

3.01 (0.77) 

*

9.58 (3.30) 

ns

3.29 (1.83) 

ns
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