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The radiolabeling process of FAPI
The radiolabeling process of FAPI was as follows: (1) 68Ga3+ was eluted from the radionuclide generator into the reaction vessel using 5mL hydrochloric acid (0.05 M); (2) 50g of the DOTA-FAPI precursor was dissolved in 1mL sodium acetate buffer (0.25M), incubated in a reaction container at 95℃ for five minutes, and radiolabeled using a disposable cartridge and tag pack (iTM GmBH, Munich, Germany); (3) the reaction mixture was loaded into SPE SEP-PAK C18 containers (preactivated using 1.5mL ethanol solution and then activated with 4mL of 0.9% sodium chloride solution), and cleaned with 5mL of 0.9% sodium chloride solution. 68Ga-FAPI was eluted with 2mL of 50% (v/v) ethanol in ultrapure water. The final product was a clear and colorless solution with a pH of 4.0-8.0. This solution was diluted with saline and sterilized by filtration into sterile syringes.
Immunohistochemistry and Scoring system
Immunohistochemistry was performed on a 0.5μm thick FFPE tissue section. We utilized 1:100 E1V9V (#66562S; cell signaling technology, USA) as the primary anti-FAP antibody. The slices were pretreated with the buffer substrate at 95℃ for 20 min, followed by incubation with the primary antibody at 4°C overnight. The next day, the secondary antibody (HRP labelled goat anti-rabbit, Aspen, AS-1107, 1:200) was incubated for 45min at room temperature. Definitively, the slices were scanned and digitalized using a Leica digital slide scanner (Aperio VERSA 8, Germany). Semiquantitative analysis of FAP expression was rated following a scoring system: Ten fields were randomly selected for each case. A comprehensive score was given according to the percentage of positive cells under the microscope and the staining intensity. (1) The percentage of pigmented cells in the cell count < 5% was 0 points, 5%-25% was 1 point, 26%-50% was 2 points, 51%-75% was 3 points and > 75% was 4 points. (2) The staining intensity was 1 point for light yellow, 2 points for brown-yellow, and 3 points for tan. (3) When the two scores were multiplied, the positive grade was: 0 was negative (-), 1-4 was weakly positive (+), 5-8 was positive (++), and 9-12 was strong positive (+++). Tumor cells and stromal cells were assessed for semiquantitative analysis. 

