
Supplementary Figures 
 

Supplementary Figure 1 TargetScan prediction for miR-10b in the NKG2D ligands 

Schematic representation of the TargetScan predictions of the binding sites for miR-10b in 

the 3’ UTR of the stress-induced ligands MICB, ULBP1 and ULBP2. 

Supplementary Figure 2 Trunsdaction efficiency 

GFP intensity of all transduced cell lines (indicated above the dot plots) used in this work 

indicative for the expression of the appropriate miRNAs/sponges. 

Supplementary Figure 3 MICB expression determines killing efficiency. 

The figure shows the raw data of figure 3. Bulk NK cells were pre-incubated either with 

anti-NKG2D mAb (dashed lines) or with isotype-match control mAb (straight lines). 35S 

methionine-labeled 293T-MICB transfectants (highest expression clone #1, intermediate 

expression clone #2, lowest expression clone #3), were added and incubated  for 5 hours at 

E:T effector to target ratio of 20:1 (A), and 10:1 (B). *P <0.05 by two tailed student test, 

**P <0.02 by two tailed student test. The gray filled triangle represents the killing of 

parental 293T cells, no significant difference is observed.  

Supplementary Figure 4 The miR-10b effect is MICB specific 

(A) FACS analysis of MICB and of other NKG2D ligands that are expressed by the 293T 

cells (indicated in the x axis). Shown is 293T cells transduced with miR-10b (black open 

histogram), or with a control miR-BART 1-5p (gray open histogram). (B) The expression 

of miR-10b in the absence of MICB does not affect NK killing. 35S methionine-labeled 

293T cells expressing either miR-10b (black lines), or control miR-BART 1-5p (Ctrl miR, 

grey lines) were incubated for 5 hours at the indicated E:T ratios.  



Supplementary Figure 5 miR-10b specifically targets MICB only and not additional 

stress-induced ligands 

FACS analysis of all NKG2D ligands expressed (indicated in the x axis) in DU 145 (A) 

and in RKO cells (B). Only the ligands that are expressed by the tested cells are shown. 

The black open histogram show cells transduced with miR-10b and the gray open 

histogram show the cells transuced with a control miR-BART 1-5p miRNA. The filled 

grey histogram shows the staining of the secondary Ab only. 

Supplementary Figure 6 The-miR-10b sponge specifically upregulates MICB 

expression 

FACS analysis of NKG2D ligands (indicated in the x axis) expressed in HeLa cells (A), in 

PC-3 cells (B) and in DU 145 cells (C). Only stress-induced ligands that are expressed by 

the tested cells are shown. The black open histogram show the staining of cells transduced 

with sponge-10b and the gray open histogram show the staining of cells transduced with a 

control sponge-BART 1-5p. The filled grey histogram shows the staining of the secondary 

mAb only  

Supplementary Figure 7 Validation experiments prior to lung clearance assay 

FACS analysis of NKG2D ligands (indicated in the x axis) expressed in PC-3 cells 

overexpressing miR-10b (A), or sponge anti miR-10b (B) prior to the i.v injection. Only 

stress-induced ligands that are expressed by PC-3 cells are shown. (A) The black open 

histogram show the staining of cells transduced with miR-10b and the gray open histogram 

show the staining of cells transduced with a control vector. The filled grey histogram 

shows the staining of the secondary Ab only. (B) The black open histogram show the 

staining of cells transduced with sponge against miR-10b and the gray open histogram 



show the staining of cells transduced with a control vector. The filled grey histogram 

shows the staining of the secondary Ab only  

Supplementary Figure 8 Representative raw data for the lung clearance assay   

The figure show representative raw data related to figure 6. The histograms plots show 

PC-3 and HeLa cells (circled) in the lungs of the injected mice either 1 minute post 

injection (A), or 5 hours post injection (B-D). The different PC-3 transduced cells are 

indicated above the dot plots. The figure shows examples of the various PC-3 cells 

injected into mice that were pre-treated either with PBS (B), anti NKG2D (C) or anti-

NK1.1. (D).  



 


