
Supplementary Information 

Methods 

Identification of passage 3 and passage 10 rat osteoblasts 

Alkaline phosphatase staining 

Passage 3 and passage 10 cells were trypsinized and seeded onto chamber slides. 

Alkaline phosphatase staining (Beijing Leagene Biotechnology, Beijing, China) was 

performed according to the manufacturer’s protocol: the cells were stained with 

methyl green for 3 min, washed in water, and then examined by microscopy. 

SABC Immunohistochemistry 

Passage 3 and passage 10 cells were trypsinized and seeded onto chamber slides. 

SABC immunostaining (Boster Biological Technology co.Itd, Wuhan, China) was 

performed according to the manufacturer’s protocol with a reaction time between 5 

and 30 min. The samples of them were washed in water and examined by microscopy. 

Biochemical analysis 

The S-Ca (serum calcium), S-P (serum phosphorus) and S-Fe (serum iron) were 

measured with commercial kits (Shanghai Genmed Scientifics Pharmaceutical 

Technology Co., Ltd.) by standard colorimetric methods. These concentrations were 

measured on an automatic biochemical analyzer (Unicel Dxc 800, Beckman Coulter, 

Inc.USA).  

 

Results 

Identification of passage 3 and passage 10 rat osteoblasts 



Alkaline phosphatase staining 

Blue-violet stained regions were considered positive for alkaline phosphatase 

indicating that the cultured cells have the ability to secrete alkaline phosphatase and 

conform to the characteristics of osteoblasts. (Supplementary Figure 1A). 

Type-I collagen immunohistochemistry.  

In accordance with the defined characteristics of osteoblasts, brown cytoplasmic 

staining was observed (Supplementary Figure 1B). In addition, passage 10 cells were 

large and less numerous than passage 3 cells. 

Lactoferrin increased Ca and Fe concentration and decreased P concentration in 

SAMP6 mice. 

SAMR1, as a normal control group, showed biochemical indices of normal control 

mice, such as higher serum calcium and iron levels and less serum phosphorus than 

SAMP6 group. Serum calcium level in SAMP6 group was decreased by 6.1 %, iron 

level decreased by 12.5 %, while phosphorus level increased by 36.7 %, compared to 

SAMR1 group. After LF intervention, the serum Ca content of SAMP6 mice increases 

by 4.0 % and Fe content increases 20.2% while the serum P content was decreased by 

26.4 % (Supplementary Figure 2). 

 

 

 

 

 

 


