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Figure 1. Proteomic characterization of ligamentum flavum (LF) in lumbar spinal stenosis
(LSS)

(A) Venn diagram comparing proteins identﬁed in LF obtained from controls and patients with
LSS. B) GO term cellular component categorization of all identified proteins. (C) GO term

categorization of the unique proteins detected in the LF of patients with LSS.
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Figure 2. 2-dimensional image converted analysis of LC/MS (2DICAL) images
(A) 2DICAL image of MS peaks detected by LC/MS. (B) Box plot of differentially expressed
peptide peaks identified by 2DICAL. (C) MS peak intensity map of differentially expressed

peptides for each patient with lumbar spinal stenosis (LSS).
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Figure 3. Heat map of differentially expressed peptides
Differentially expressed peptides that were detected at levels either two-fold higher or lower than
those in control samples were visualized as a heat map constructed with R version 2.12.0. The

asterisks indicate peptides that increased in controls but not patients with lumbar spinal stenosis

(LSS).
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Figure 4. Verification of differentially expressed peptides using SRM/MRM with LC/MS/MS
Vertical axis indicates the amount of each peptide identified in one-shot 300 ng of peptide samples.
The horizontal axis indicates the patient numbers, as shown in Suppleﬁlentary Table 1. The white
and gray bars represent control and lumbar spinal stenosis (LSS) samples, respectively. The amount
of (A) fibronectin, (B) HTRA1, (C) tenascin, and (D) asporin found in the ligamentum flavam (LF)

of'each LSS patient.
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Figure 5. Immunohistochemical staining of differentially expressed proteins in ligamentum
flavam (LF)

The fibers are oriented from the upper right to the bottom left of each panel. Left panels (A, C, E, G,
and I) denote control LF samples; right panels (B, D, E, H, and J) denote LF samples obtained from

LSS patients. (A and B) Elastica van Gieson (EVG) staining of elastic fibers. Peroxidase-mediated

staining of fibronectin (panels C and D), HTRAL (panels E and F), tenascin (panels G and H), and

asporin (panels I and J). The bar inset (white in AB; black in others) represents 200 pm.
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