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relative population differentiation (Fst) between Europeans and either East Asians or Africans.
The entire ANTXR2 locus showed elevated differentiation between European and non-European
populations, with a median value of 0.14-0.33 (64th-96th percentile) (Fig. 4A). The greatest signal
of differentiation occurred outside of the putative selective sweep, but overlapped upstream CREs
(including CREZ2) that diverged between human and non-human primates (Fig. 4B). One
particularly interesting haplotype, directly adjacent to the region of high CLR, had a very high Fst
in Europeans relative to all other ethnic groups. This region included several SNPs overlapping
CREs upstream of ANTXRZ2, including rs41407844—the allele frequency of which was correlated
with reported variation in anthrax toxin sensitivity in lymphoblastoid cell lines (45): high frequency
of the derived allele in Europeans (~0.85), intermediate in East Asians (~0.38), and low frequency
in African populations (~0.17; Fig. 4C-D). This result, and the observation of elevated Fst at
CRE3, CRE4, and CRE9 in the absence of high CLR profile, suggests that Europeans have
maintained genetic separation at loci derived from both incomplete soft sweeps on genetic
variation from early human divergence and a hard sweep associated with recent European
anthrax exposure.

Our work is consistent with the hypothesis that humans adapted to anthrax exposure
during several periods of human evolution (Fig. 4E). First, ecological changes associated with
increased hunting and scavenging early in the evolution of modern humans may have led to
increased interactions with Bacillus species in Africa. Indeed, Bacillus species are believed to
have originated in Africa (55), and remain endemic to Africa, where they are a source of mortality
for wildlife, including wild chimpanzees (13, 14). It stands to reason that human ancestors who
adopted hunting and scavenging behaviors, especially of ruminant species in endemic areas,
would have faced a higher burden of anthrax disease than neighboring chimpanzee relatives.
Second, we found evidence of more recent selective pressures acting in Europeans that are
consistent with historical records of recent outbreaks within Europe (18, 43, 56). The nature of
human interactions with anthrax disease might make the ANTXR2 locus particularly susceptible
to soft selective sweeps over time. Both prehistoric and modern anthrax exposure was likely
highly sporadic and caste specific—dependent upon a variety of factors including regional
endemic areas of the globe, the availability of ruminant species, and the roles of individuals within
the population. Indeed, anthrax disease disproportionately affected agricultural and textile
workers during the 19th century (10). Moreover, ANTXR2 expression was slightly higher in blood
cells isolated from hunter gatherers than in nearby agricultural populations within Africa (28),
potentially consistent with agricultural populations being at higher risk of exposure to anthrax
disease. In summary, our findings imply a complex evolutionary history in the ANTXR2 locus,
supporting a model in which continued hard and soft selection on multiple alleles has continued
to drive changes in ANTXR2 expression within human populations.
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Materials & Methods

EXPERIMENTAL METHODS

Isolation of CD4+ T cells from humans and non-human primates

All human and animal experiments were done in compliance with Cornell University IRB and
IACUC guidelines. We obtained peripheral blood samples (60—80 mL) from healthy adult male
humans, chimpanzees, and rhesus macaques. Informed consent was obtained from all human
subjects. To account for within-species variation in gene transcription we used three individuals
to represent each primate species. Blood was collected into purple top EDTA tubes. Human
samples were maintained overnight at 4C to mimic shipping non-human primate blood samples.
Blood was mixed 50:50 with phosphate buffered saline (PBS). Peripheral blood mononuclear cells
(PBMCs) were isolated by centrifugation (750x% g) of 35 mL of blood:PBS over 15 mL Ficoll-Paque
for 30 minutes at 20C. Cells were washed three times in ice cold PBS. CD4+ T-cells were isolated
using CD4 microbeads (Miltenyi Biotech, 130-045-101 [human and chimp], 130-091-102 [rhesus
macaque]). Up to 10*8 PBMCs were resuspended in binding buffer (PBS with 0.5% BSA and
2mM EDTA). Cells were bound to CD4 microbeads (20uL of microbeads/107 cells) for 15 minutes
at 4C in the dark. Cells were washed with 1-2 mL of PBS/BSA solution, resuspended in 500uL of
binding buffer, and passed over a MACS LS column (Miltenyi Biotech, 130-042-401) on a
neodymium magnet. The MACS LS column was washed three times with 2mL PBS/BSA solution,
before being eluted off the neodymium magnet. Cells were counted in a hemocytometer.

Luciferase assays

Genomic DNA was isolated from human, chimp, and rhesus macaque PBMCs depleted for CD4+
cells using a Quick-DNA Miniprep Plus Kit (#D4068S; Zymo research) following the
manufacturer’s instructions. Putative enhancer regions were amplified from the genomic DNA,
restriction digested with Kpnl and Mlul, and cloned into the pGL3-promoter vector (Promega). The
same orthologous regions were amplified from all three species with identical primers where
possible or species-specific primers covering orthologous DNA in diverged regions. The media
(RPMI-1640) was changed in Jurkat cells one day before transfection. RPMI-1640 with 20% FBS
was equilibrated in plates in a 37C incubator prior to transfection. On the day of transfection,
Jurkat cells were centrifuged at 100xg for 10 minutes, washed with PBS, and centfrigured again.
After centrifugation, Jurkat cells (2 million per reaction) were resuspended in 100 ul room
temperature Mirus electroporation solution. Vectors were co-transfected with pRL-SV40 Renilla
(Promega) in a 20:1 ratio (2ug pGL3 to 100ng pRL-SV40). Electroporation was done in a Lonza
Nucleofector 2b device using program X-001. Immediately after electroporation, 1 ml equilibrated
media was added to the cuvette and then the cell mixture was added to 6 well plates and
incubated at 37C. 18 hours post-transfection, luminescence was measured in triplicate using the
Dual-Luciferase® Reporter Assay System (Promega).

CRISPRa in K562

Generation of dCas9-KRAB K562 line—

Lentivirus was made using lipofectamine 3000 from Invitrogen. Phoenix Hek cells (grown in
DMEM with 10% FBS and antibiotics) were seeded in a 6-well plate at 400,000 cells/plate. Cells
were grown until ~90% confluent. 1ug of pHAGE_EF1a_dCas9-KRAB plasmid from addgene
(#50919) plasmid was transfected. 24 hours later 3ml/well of virus was mixed with 10ug/ml
polybrene and incubated for 5 minutes at room temperature. This mix was added to 300,000 K562
cells and centrifuged for 40 minutes at 800g at 32C. 12—-24 hours later the virus was removed and
fresh media was added. 24-48 hours later the cells were selected with 150ug/ml Hygromycin B
for 2 weeks. The K562 dCas9-KRAB stable cell lines was grown and maintained in Hygromycin
B.
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sgRNA cloning—

Primers for sgRNAs were designed using ChopChop (http://chopchop.cbu.uib.no/) for the
ANTXRZ2 gene and scrambled controls. Primers were located -400 to -50 bp away from the TSS
for CRISPRa. A G was added at the 5’ end of primers for use with a U6 promoter, along with
restriction sites for cloning. Forward and reverse sgRNAs were synthesized separately by IDT
and annealed. T4 Polynucleotide Kinase (NEB) was used to phosphorylate the forward and
reverse sgRNA during the annealing. 10x T4 DNA Ligase Buffer, which contains 1TmM ATP, was
incubated for 30 minutes at 37°C and then at 95C for 5 minutes, decreasing by 5°C every 1 minute
until 25°C. Oligos were diluted 1:200 using Molecular grade water. sgRNAs were inserted into the
pLenti SpBsmBI sgRNA Hygro plasmid from addgene (#62205) by following the authors protocol
(26501517). The plasmid was linearized using BsmBl digestion (NEB) and purified using gel
extraction (QIAquick Gel Extraction Kit). The purified linear plasmid was then dephosphorylated
using Alkaline Phosphatase Calf Intestinal (CIP) (NEB) to ensure the linear plasmid did not ligate
with itself. A second gel extraction was used as before to purify the linearized plasmid. The purified
dephosphorylated linear plasmid and phosphorylated annealed oligos were ligated together using
the Quick Ligation Kit (NEB). The ligated product was transformed into One Shot Stbl3 Chemically
Competent E. coli (ThermoFisher Scientific). 100ul of the transformed bacteria were plated on
Ampicillin (200ug/ml) plates. Single colonies were picked, sequenced, and the plasmid was
isolated using endo free midi-preps from Omega.

Transfection of sgRNA plasmid—

The day prior to transfection, the media (RPMI-1640 with 10% media) was changed in K562 cells
and cells were diluted to a concentration of 1 million cells/mL. On the day of transfection, K562
cells were centrifuged at 100xg for 10 minutes, washed with PBS, and centrifuged again. RPMI-
1640 with 10% FBS was equilibrated in plates in a 37C incubator prior to transfection. After
centrifugation, K562 cells (1 million per reaction) were resuspended in 100 ul room temperature
Mirus electroporation solution. 2ug of the sgRNA plasmid was added to each reaction.
Electroporation was done in a Lonza Nucleofector 2b device using the program for K562 cells.
Immediately after electroporation, 1 ml equilibrated media was added to the cuvette and then the
cell mixture was added to 6 well plates and incubated at 37C. 12 hours after transfection, 2ug/ml
doxycycline was added to cells to activate dCas9-KRAB expression. To confirm overexpression
of ANTXR2, 4 hours after the addition of doxycycline a portion of the cells were collected for RNA
extraction using Trizol. cDNA was generated from RNA samples using the Thermo Fisher High
Capacity RNA-to-cDNA kit and gPCR was performed using SsoAdvanced Universal SYBR Green
master mix with primers to assay ANTXRZ2 expression.

Toxin viability assays

K562 cells transfected with CRISPRa plasmids were confirmed to have overexpression of
ANTXR2. After confirmation and within the 12 hour half-life window of the activating doxycycline,
50,000 K562 cells were added to wells of 96-well plates in 100 ul RPMI-1640, supplemented with
10% RPMI. Anthrax toxin PA (List Biological Laboratories 171D) was added to wells at a
concentration of 1ug/ml (or vehicle control). FP59, a recombinant anthrax lethal factor fused to
the Pseudomonas Exotoxin A Catalytic Domain (Kerafast ENHO13), which is capable of killing
blood cells, was added at a concentration of 50ng/ml (or vehicle control). 20 hours after the
addition of PA and FP59, 10ul of Alamar Blue (Thermo Fisher #DAL1025) was added to each
well. Four hours after the addition of Alamar Blue, fluorescence was measured using a plate
reader with an excitation of 570 and emission of 610.
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Activation of CD4+ T cells

CD4+ T cells were isolated using the above procedure for two human subjects. After equilibration
in RPMI-1640 with 10% FBS, cells were stimulated with 25ng/mL PMA and 1mM lonomycin (P/I
or 1) or vehicle control (2.5uL EtOH and 1.66uL DMSO in 10mL of culture media). Thirty minutes
after activation or addition of the vehicle control, cells were treated with 2.5ug/ml Recombinant
PA (List Biological Laboratories 171D) and 500ng/ml Recombinant LF (List Biological
Laboratories 172A) or vehicle control. 24 hours later, media from non-activated, non-activated
with toxin treatment, activated, and activated with toxin treatment wells was collected for ELISA.

IL-2 ELISA on CD4+ T cells

ELISA was done using the R&D Human IL-2 DuoSet Kit (Catalog #DY202).

Plate preparation—16 hours prior to the ELISA experiment, the capture antibody was added to
96-well plates at a concentration of 0.5ug/ul in 100ul of PBS. Plates were sealed and left at room
temperature. The following day, the diluted capture antibody was aspirated and washed with
400ul Wash Buffer three times. 300ul of Block Buffer was added to each well and incubated for
at least one hour. After incubation, plates were washed with 400ul Wash Buffer.

ELISA assay—100ul of RPMI from the samples or standards diluted in the Reagent Diluent were
added to the prepared 96-well plate. The plate was covered and left to incubate for 2 hours at
room temperature. 100ul of the Detection Antibody diluted at 1:60 with the Reagent Diluent was
added to each well. The plate was washed with Wash Buffer. 100ul of Streptavidin HRP diluted
at 1:40 in the Reagent Diluent was added to each well. The plate was covered, protected from
light, and incubated for 20 minutes at room temperature. The plate was washed and 100ul of the
Substrate Solution was added to each well, the plate was covered, protected from light, and
incubated for 20 minutes at room temperature. 50ul of Stop Solution was added to each well and
mixed. Fluorescence was measured on a plate reader at 450nm and wavelength corrected at
540nm.

Hi-C library preparation

Cell preparation—

CD4+ T cells were isolated according to the above procedure. After >1 hour of equilibration in
RPMI-1640 supplemented with 10% FBS, cells were centrifuged at 300xg, washed with PBS, and
centrifuged again. Cells were resuspended in a mixture of 1% paraformaldehyde in 1x PBS. Cells
were incubated at room temperature for 10 min on a rocker. Paraformaldehyde was quenched by
the addition of 2.5M Glycine to a Cf=0.2M. Cells were incubated for room temperature for 5
minutes on a rocker. Cells were centrifuged at 4C, washed in cold PBS, centrifuged, and PBS
was aspirated. Pellets were flash frozen using dry ice and stored at -80C prior to library
preparation.

Hi-C—

The protocol detailed in (35) was followed with the following adjustments. After the addition of
lysis buffer, cells were incubated on ice for 30 min. Mbol (NEB #R0147) was used for restriction
digestion. Following DNA purification, unligated biotin was removed using a mixture of 0.5uL of
10mM dATP, 0.5uL dGTP, 20uL 3000U/ml T4 DNA polymerase (NEB #M02030) for each sample.
Samples were incubated for 4 hours at room temperature and then T4 DNA polymerase was
inactivated at 72C for 20min. Shearing was done using a Bioruptor sonicator using the LOW
setting 30S ON/ 90S OFF for 2 cycles of 10 minutes. Libraries were prepared with the NEBNext
Ultra Il Library Preparation Kit (NEB #E7103). Samples were sequenced on a combination of
lllumina’s NovaSeq 6000 and HiSeq 4000 at Novogene.
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DATA ANALYSIS

Hi-C analysis and visualization

Individual Hi-C samples were mapped to hg19 (for human samples) or rheMac8 (for rhesus
macaque samples) using Juicer (57). Replicates for each species were combined using Juicer’s
mega function. The combined rhesus macaque aligned dataset was lifted over to hg19 using
Crossmap (58).

Mapping orthologs between species

Cross-species comparison of genomic coordinates and genes was based on the methods using
in (34). Briefly, all datasets for chimpanzee and rhesus macaque were converted to the human
assembly (hg19) using CrossMap (58). Reciprocal-best (rbest) nets were used to convert
genomic coordinates between genome assemblies using (59).

PRO-seq and RNA-seq differential expression

PRO-seq data from human, chimpanzee, and rhesus macaque were published in ref (34). We
mapped PRO-seq reads using standard informatics tools. Our PRO-seq mapping pipeline begins
by removing reads that fail lllumina quality filters and trimming adapters using cutadapt with a
10% error rate. Reads were mapped with BWA (60) to the appropriate reference genome (either
hg19, panTro4, or rheMac3) and a single copy of the Pol | ribosomal RNA transcription unit
(GenBank ID# U13369.1). Mapped reads were converted to bigWig format for analysis using
BedTools (67) and the bedGraphToBigWig program in the Kent Source software package (62).
The location of the RNA polymerase active site was represented by the single base, the 3" end of
the nascent RNA, which is the position on the 5’ end of each sequenced read.

ANTXR2 RNA-seq analysis in PBMCs

Bakiga and Batwa PBMC RNA-seq data (28, 29)) was downloaded for the control condition (GEO
series GSE120502). Rhesus macaque RNA-seq data was downloaded for the control condition
(NCBI BioProject PRINA246101). RNA-seq data was mapped using Salmon (63) and NCBI
RefSeq genes to hg19. Rhesus macaque RNA-seq data was mapped to hg19 using the same
parameters. ANTXRZ2 transcripts per million were compared between samples for transcript
NM_001145794 1.

DICE RNA-seq and eQTL analysis

RNA-seq from 85 human CD4+ naive T cell samples from DICE (27) was downloaded under
dbGap protocol 23187. RNA-seq data was mapped using Salmon (63) and NCBI RefSeq genes
to hg19. Rhesus macaque RNA-seq data was mapped to hg19 using the same parameters.
ANTXR2 transcripts per milion were compared between samples for transcript
NM_001145794.1. We retrieved eQTLs for ANTXRZ2 from the DICE online database.

Sweepfinder2 CLR scan

Human genome data was taken from phase3 of the 1,000 Genomes Project(64). VCFs were
subsetted based on their population group. The b-value maps that are used to compute the effect
of background selection on the human genome were taken from(65). Recombination maps from
the deCODE database(66) were used. Sweepfinder2(46) was used to calculate the composite-
likelihood-ratio for CEU, JPT, CHB, and YRI on chromosome 4.
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Fst analysis

All Fst values were computed using VCFtools (67) using the --weir-fst command with a window
size of 5kb and a step size of 5kb. In addition to the Fst calculations for bins of 5kb, Fst was
calculated for each SNP of chromosome 4. Fst was calculated for all pairwise comparisons of
CEU, YRI, JPT and CHB.
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