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Supporting Information Figure Legends

Figure S1. Identification of human tumor cells in different xenograft models.
Data shown is KLM-1 (A-B), HCC70 (C) or A431/H9 (D) control tumors that were
excised, digested, stained, and single live cells were selected. In KLM-1 tumor that
was stained with anti-human EGFR R-PE (A) and anti-mouse F4/80 human tumor
cells (Q3) are not clearly distinguishable from murine unstained murine cells (Q4)
unlike in KLM-1 tumors stained with anti-human CD71 R-PE (B). C-D. HCC70 (C) or
A431/H9 (D) tumor stained with anti-human CD71 R-PE. Human tumor cell

populations (Q3) show distinguishable separation from murine cells (Q4).

Figure S2. Quantification of RG7787 molecules per cell using Alexa Fluor 647
MESF beads as a standard. Alexa Fluor 647 MESF beads were run at the same time
as test samples using the same instrument settings. MFI of each bead population
was measured (A) and plotted using QuickCal software from Bangs Laboratories (B).
This standard curve (R>0.9953) was used to interpolate MESF values of test
samples, which were converted to RG7787 molecules per cell using the labeling

efficiency of RG7787-Alexa Fluor 647.

Figure S3. In vitro internalization of saturating dose of RG7787-Alexa Fluor
647 over time. KLM-1 cells were plated (2x10°) for 16-20 hrs and then treated

with 2pg/ml RG7787-Alexa Fluor 647 in 0.6mL for given amount of time before



being surface stripped, harvested and analyzed by flow cytometry. Data shown is

average of triplicate experiments with SEM.

Figure S4. Flow cytometry-gating strategy to identify tumor cell population.
Data shown in a control (D-PBS 0.2% HSA treated) KLM-1 tumor that has been
excised, digested, and stained with anti-human CD71 R-PE and Sytox Blue. A.
Exclude cells that stain for Sytox Blue and debris to identify live cell population. B-C.
Exclude doublets using forward scatter (FSC) and side scatter (SSC) signal width vs.
height. D. Identify human tumor cells from murine cells in the xenograft by
selecting cells positive for anti-CD71 R-PE stain. Use tumor cell population for

further analysis.
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A. B

406 ™ N
] FACSDiva Calibration Plot
- 10000000
= 1 ‘ 1000000
= i
& 200
-1 [¥ 8
i)
5100000
I|I I | L]
\ |\ |
J 10000
T T I|III‘ T Illlll‘ T II|IIIII L
3 4 G *
ul 10 13 10
Comp-Alexa-Fluor 647-A
TUBE HAME |Geometric Mean : Comp-Alexa Fluor 647-A 1000 :
i Blanbead T 10 100 1000 10000 100000 1000000
an e3 R
[lBead 1 =4 Histogram Channels
Bead 2 a21
[l|Bead 3 3629
[|pead 4 144410




Supporting Information Fig. S3

300

200

100

Alexa Fluor 647 MFI

01 3 6 12
Hours

24



Comp-Sytox Blue-A

Supporting Information Fig. S4

a 0K

00K

150K
FSC-A

200K

250K

FSC-H

150K

B.

Single cells

=]

K 10015 150K
FSC-w

200K

250K

55C-H

4 R
J— <
200k 7] i
4 =+
] e
] = “
p=1
150K 7 o
] @
4 = 3
4 I [
] € Tumor cells
100K =] 2
o
o

'Single cells

[=
[F]
=)
Y
=)

o 501 130K 15018 ZCOK ZEOK
S5C-W Gomp-PE-A



