
A signature predicting poor prognosis in gastric and ovarian cancer 

represents a coordinated macrophage and stromal-response. 

 

(SUPPLEMENTARY MATERIALS AND METHODS) 

 

Additional/Validation Microarray datasets 

The Ooi et al GC dataset was derived from a cohort study through the 

National Cancer Centre in Singapore as described previously [1].The Chen 

GC dataset comprised 90 primary tumors and 22 benign gastric tissues. 

Normalised log transformed data were downloaded from (http://genome-

www.stanford.edu/gastric_cancer/supplement.shtml) and the case 

characteristics were as previously described [2]. Datasets of other cancer 

types (colorectal [3] and breast [4]) were obtained from online databases and 

selected based on the availability of data from tumors and normal tissues. 

 

In situ hybridization and Immunohistochemistry 

GC and premalignant tissues were ethanol fixed, paraffin embedded and used 

to create tissue microarrays (TMA’s).  Seven serial sections were cut and 

labeled 1-7. Section 1 was used for in situ hybridisation (ISH) and the 

remaining sections used for H&E staining (section 2) or IHC (sections 3-7).  

Primers for sense and antisense ISH riboprobes for SPARC [T3-

CAGAGATGCAATTAACCCTCACTAAAGGG 

AGATGCCTGATGAGACAGAGGTG] and [T7-CCAAGCTTCTAATACGAC 

TCACTATAGGGAGATACAGGGTGACCAGG ACGTT] were designed using 

Primer 3 (Freeware) and spanned intron/exon borders where possible.  This 



was transcribed to produce a DIG-labeled riboprobe of approximately 400bp, 

using a DIG RNA SP6/T7 labeling kit (Roche) and resuspended using in situ 

hybridisation solution (DAKO).  DIG labelled sense probes were also 

generated as a negative control.  3um sections were cut, dewaxed and 

rehydrated through graded ethanol, and treated with 0.1N HCL before 

enzymatic digestion with Proteinase K for 40 minutes at 370C. Sections were 

hybridized overnight at 550C in chambers humidified with 50% deionized 

formamide/2XSSC. Decreasing concentrations of SSC (2X, 0.08X) were used 

as stringency washes in combination with RNase digestion of unhybridized 

probe. Detection of probe was achieved by use of an anti-DIG-AP antibody 

(1:1000; Roche), followed by DAB chromogen color development. 

IHC was performed using DAKO autostainer (DAKO, Denmark). Antibodies 

were used at the following concentrations CD31 (1:100 Dako), CD45 (1:800; 

Dako), SMA (1:1000: Dako), CD68 (1:50; Novocastra) and CD163 (1:100; 

Novocastra).  Stained TMAs were scanned using an Aperio slide scanner and 

visualized using Imagescope software (Aperio).  
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