
 

 

 

 

 

 

 

 

 

 

 

 

  

  

Supplementary Figure 1. hPRLrL, hPRLrI, and mPRLr peptide and nucleotide alignments. a. hPRLr 

and mPRLr peptide alignment, depicting the mPRLr truncation mutation hotspot described in Griffith et 

al. 2016. b. hPRLrL and hPRLrI peptide and nucleotide alignment, highlighting both the region of 

differential splicing as well as the novel hPRLrI I-Tail. Adapted from Kline et al. 1999.  
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Griffith et al. 2016 mPRLr truncation hotspot 



 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

  

  

Supplementary Figure 2. hPRLrL+I MCF10AT xenografts form ER/PR/Her2- primary 

tumors with high Ki67 staining. Hormone receptor and Ki67 status were assessed by IHC. 

Scale bar: 100µm.  



 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

  

  

Supplementary Figure 3. MCF10A hPRLrL+I overexpression is transforming in vitro. a. MCF10A 

cells were stably transfected with empty vector, hPRLrL, hPRLrI, or both isoforms together, and 

respective isoform expression was confirmed via IB. Transfectants were assayed for the differential 

ability to b. proliferate, c. migrate, and d, e grow in soft agar. **p < 0.01, ***p < 0.005, ****p < 0.001, 

n=3. Error bars depict SEM. 
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Supplementary Figure 4. hPRLrI is overexpressed in breast cancer. Protein samples from a 

panel of a. breast cancer cell lines, and b. patient-derived xenografts (PDX), as well as c. normal 

breast cell line MCF10A were probed for hPRLrL and hPRLrI protein expression via IB. Respective 

hPRLr isoform identification was determined by assessing molecular mass (hPRLrL: 90kDa; 

hPRLrI: 55kDa), as compared to T47D positive control cells. 

a b c 



 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

  

  

Supplementary Figure 5. hPRLrI overexpression rescue in MCF7 KD cells is sufficient to rescue the 

malignant phenotype in vitro. MCF7 hPRLrI KD cells were stably transfected with hPRLrI cDNA, and a. protein 

expression was evaluated by IB. b. Proliferation was assessed using an xCELLigence apparatus, and rescue of 

anchorage-independent colony formation was assessed by soft agar, quantifying both c. colony number and d. 

colony size. *p < 0.05, **p < 0.01, ****p < 0.001. n=3. Error bars depict SEM. 
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Supplementary Figure 6. hPRLrI KD in T47D cells reduces transforming potential in vitro, which is 

subsequently rescued by hPRLrI overexpression. a. T47D cells were stably transfected with anti-hPRLrI 

shRNA, and KD efficiency was assessed by IB. b. Differential proliferation, c. migration, and d, e colony 

formation in soft agar were assessed. f. Stable hPRLrI over-expression rescue was confirmed by IB, and 

cells were assessed for their rescue of g. proliferative potential as well as h, i growth in soft agar. *p < 0.05, 

****p < 0.001. n=3. Error bars depict SEM. 

****

0 24 48 72 96 12
0

0

2

4

6

8

Time (hrs)

C
e
ll
 I
n

d
e
x
 (

C
I)

T47D scRNA

T47D hPRLrI KD

T47
D
 s

cR
N
A

T47
D
 h

P
R
LrI 

K
D

0

20

40

60

80

A
v
e
ra

g
e
 n

u
m

b
e
r 

o
f 

c
o

lo
n

ie
s
/i
m

a
g

e

T47D scRNA

T47D hPRLrI KD

****

T47
D
 s

cR
N
A

T47
D
 h

P
R
LrI 

K
D

0

1000

2000

3000

4000

5000

A
v

e
ra

g
e

 C
o

lo
n

y
 S

iz
e
 (


M
2
)

T47D scRNA

T47D hPRLrI KD

ns

****

0 24 48 72 96 12
0

0

2

4

6

8

Time (hrs)

C
e
ll
 I
n

d
e
x
 (

C
I)

T47D scRNA

T47D hPRLrI KD

a b c 

d e f 

g h i 

T47
D
 s

cR
N
A

T47
D
 h

P
R
LrI

 K
D

T47
D
 R

es
cu

e

0

20

40

60

80

100

A
v

e
ra

g
e

 n
u

m
b

e
r 

o
f 

c
o

lo
n

ie
s

/i
m

a
g

e

T47D scRNA

T47D hPRLrI KD

T47D Rescue

****

****

T47
D
 s

cR
N
A

T47
D
 h

P
R
LrI

 K
D

T47
D
 R

es
cu

e

0

1000

2000

3000

4000

5000

A
v
e

ra
g

e
 c

o
lo

n
y

 s
iz

e
 (

M
2
)

T47D scRNA

T47D hPRLrI KD

T47D Rescue

ns

hPRLrI 

Vinculin 



 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

  

Supplementary Figure 7. Generation of an hPRLrI-specific polyclonal antibody. An anti-hPRLrI 

antibody, recognizing the unique I-Tail, was generated, and specificity was determined through a. IB of 

T47D and CHO transfectant lysates, b. IB of T47D lysates in the presence/absence of an hPRLrI antibody 

blocking peptide, and c. IHC of a human breast cancer tissue sample, also in the presence/absence of the 

aforementioned blocking peptide.  
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Supplementary Table 1. TCGA BRCA samples were stratified into tertiles based on ratio of 

hPRLrI:hPRLrL transcript expression. Clinicopathological features were obtained using the 

Genomic Data Commons (GDC) Data Portal (portal.gdc.cancer.gov), and significance between 

cohorts was assessed by z-score and two-tailed p-value. Significant values are bolded and 

underlined. 
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