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Antibodies
Antibodies used

Validation

In vitro studies were repeated at least three times independently to enable statistical analyses.

In qPCR experiments, samples that had abnormal dissociation curves or non-detected CT values, which means the values were invalid
according to a standard qPCR procedure, were excluded.

In all experiments at least 3 biological replications were performed unless otherwise indicated in the figure legends for technical or economic
reason.

For in vitro experiments, samples were allocated into experimental groups randomly.

Although the investigators responsible for group allocation were not blinded to the allocation scheme, they were blinded to group allocation
during data collection, and the investigators responsible for analyses were blinded to the allocation scheme (i.e., non-identifying codes were
used as sample designations).

APC-conjugated isotype (Clone: eBM2a, Invitrogen, Cat# 17-4724-81, 1 "g per 10^6 cells )

APC-conjugated anti-CXCR4 (Clone: 12G5, Invitrogen, Cat#17-9999-42, 1 "g per 10^6 cells)

Cas9 (Clone: polyclonal, Diagenode, Cat# C15310258, 1:3000)

!-actin (Clone: unknown, 4A Biotech, Cat# 4ab080291, 1:1000)

SOX17 (Clone: polyclonal, R&D, Cat# AF1924, 1:200)

FOXA2 (Clone: D56D6, CST, Cat# 8186S, 1:200)

SOX2 (Clone: 9-9-3, Abcam, Cat# ab79351, 1:200)

NANOG (Clone: polyclonal, CST, Cat# 3580S, 1:200)

OCT4 (Clone: C-10, Santa Cruz, Cat# sc-5279, 1:200)

SOX1 (Clone: polyclonal, CST, Cat# 4194S, 1:200)

Brachury (Clone: polyclonal, R&D, Cat# AF2085, 1:100)

Ki67 (Clone:B56 , BD Biosciences, Cat#550609, 1:100)

YTHDF2 (Proteintech, 24744-1-AP, 5"g per RIP sample)

Secondary antibodies conjugated with Alexa-488, Alexa-555, Alexa-594or Alexa-647 (Cat# A21206, A21121, A21242, A21127,
A11058; Invitrogen; 1:800).

Validation details of the antibodies are available on the manufacturers' websites:

APC-conjugated isotype (https://www.thermofisher.cn/cn/zh/antibody/product/Mouse-IgG2a-kappa-clone-eBM2a-Isotype-
Control/17-4724-81)

APC-conjugated anti-CXCR4 (https://www.thermofisher.cn/cn/zh/antibody/product/CD184-CXCR4-Antibody-clone-12G5-
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Eukaryotic cell lines
Policy information about cell lines

Cell line source(s)

Authentication

Mycoplasma contamination

Commonly misidentified lines
(See ICLAC register)

Flow Cytometry

Plots

Confirm that:

The axis labels state the marker and fluorochrome used (e.g. CD4-FITC).

The axis scales are clearly visible. Include numbers along axes only for bottom left plot of group (a 'group' is an analysis of identical markers).

All plots are contour plots with outliers or pseudocolor plots.

A numerical value for number of cells or percentage (with statistics) is provided.

Methodology

Sample preparation

Instrument

Software

Cell population abundance

Monoclonal/17-9999-42)

Cas9 (https://www.diagenode.com/cn/documents/c15310258-datasheet-crispr-cas9-polyclonal-antibody)

!-actin (http://4abio.com/goods-1321486.html)

SOX17 (https://www.rndsystems.com/cn/products/human-sox17-antibody_af1924)

FOXA2 (https://www.cellsignal.cn/products/primary-antibodies/nanog-antibody/8186)

SOX2 (https://www.abcam.cn/sox2-antibody-9-9-3-ab79351.html)

NANOG (https://www.cellsignal.cn/products/primary-antibodies/nanog-antibody/3580)

OCT4 (https://www.scbt.com/p/oct-3-4-antibody-c-10)

SOX1 (https://www.cellsignal.cn/products/primary-antibodies/nanog-antibody/4194)

Brachury (https://www.rndsystems.com/cn/products/human-mouse-brachyury-antibody_af2085)

Ki67 (https://www.bdbiosciences.com/zh-cn/products/reagents/flow-cytometry-reagents/research-reagents/single-color-
antibodies-ruo/purified-mouse-anti-ki-67.550609)

YTHDF2 (http://www.ptgcn.com/products/YTHDF2-Antibody-24744-1-AP.htm)

Secondary antibodies conjugated with Alexa-488 (https://www.thermofisher.cn/cn/zh/antibody/product/Donkey-anti-Rabbit-IgG-H-
L-Highly-Cross-Adsorbed-Secondary-Antibody-Polyclonal/A-21206)

Secondary antibodies conjugated with Alexa-488 (https://www.thermofisher.cn/cn/zh/antibody/product/Goat-anti-Mouse-IgG1-
Cross-Adsorbed-Secondary-Antibody-Polyclonal/A-21121)

Secondary antibodies conjugated with Alexa-647 (https://www.thermofisher.cn/cn/zh/antibody/product/Goat-anti-Mouse-IgG2b-
Cross-Adsorbed-Secondary-Antibody-Polyclonal/A-21242)

Secondary antibodies conjugated with Alexa-555 (https://www.thermofisher.cn/cn/zh/antibody/product/Goat-anti-Mouse-IgG1-
Cross-Adsorbed-Secondary-Antibody-Polyclonal/A-21127)

Secondary antibodies conjugated with Alexa-594 (https://www.thermofisher.cn/cn/zh/antibody/product/Donkey-anti-Goat-IgG-H-L-
Cross-Adsorbed-Secondary-Antibody-Polyclonal/A-11058)

HEK293T (ATCC® CRL-3216™), A549 (ATCC® CCL-185™), human embryonic stem cell line H1 (WiCell Research Institute),

TRME hESCs cell line (modified from NKX2-5eGFP/w hESCs by Nan Cao‘s lab)

Authentication of the cell lines was offered by the manufacturer or provider. The authentication included the viability,
sterility, mycoplasma, surface marker testing, phenotyping by ICC or flow cytometry and molecular assays, and so on.

Mycoplasma contamination was routinely monitored every week in our laboratory using Myco-Blue Mycoplasma Detector
(Vazyme, D101). Cells were confirmed for the absence of mycoplasma contamination before every cellular experiments.

No commonly misidentified cell lines were used.

Flow cytometry analysis was performed according to standard protocol of our previous studies. To detect membrane antigen,
accutase-dissociated single cells were directly incubated with fluorochrome-conjugated antibody at 4°C for 1 hour. Then cells
were washed three times, resuspended with ice-cold wash buffer. Isotype-matched normal IgG was used as negative control
for all flow cytometry analysis experiments. For cell sorting assays, live cells were harvested, suspended in PBS containing 4%
FBS and 1 "M thiazovivin, and stained as described above.

Data was collected by a CytoFLEX S Flow Cytometer (Beckman Coulter). Cell sorting was performed by an FACS MoFlo Astrios
EQs system (Beckman Coulter).

Flow cytometric analysis was performed with FlowJo VX software.

In cell sorting experiments, CXCR4+ and CXCR4- cells comprised approximately ~6% and ~6% of the corresponding cell
population , respectively, depending on the sample. An example is shown in Fig. 3b.




