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Comparison of busulfan and total body irradiation
conditioning on hematopoietic clonal dynamics
following lentiviral gene transfer in rhesus macaques
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The clonal dynamics following hematopoietic stem progenitor
cell (HSPC) transplantation with busulfan conditioning are of
great interest to the development of HSPC gene therapies.
Compared with total body irradiation (TBI), busulfan is less
toxic and more clinically relevant. We used a genetic barcoded
HSPC autologous transplantation model to investigate the
impact of busulfan conditioning on hematopoietic reconstitu-
tion in rhesus macaques. Two animals received lower busulfan
dose and demonstrated lower vector marking levels compared
with the third animal given a higher busulfan dose, despite
similar busulfan pharmacokinetic analysis. We observed uni-
lineage clonal engraftment at 1 month post-transplant, re-
placed by multilineage clones by 2 to 3 months in all animals.
The initial multilineage clones in the first two animals were re-
placed by a second multilineage wave at 9 months; this clonal
pattern disappeared at 13 months in the first animal, though
was maintained in the second animal. The third animal main-
tained stable multilineage clones from 3 months to the most
recent time point. In addition, busulfan animals exhibit more
rapid HSPC clonal mixing across bone marrow sites and less
CD16+ NK-biased clonal expansion compared with TBI ani-
mals. Therefore, busulfan conditioning regimens can variably
impact the marrow niche, resulting in differences in clonal pat-
terns with implications for HSPC gene therapies.
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INTRODUCTION
Hematopoietic stem cell transplantation (HSCT) and HSC-
directed gene therapies are potentially curative treatments for a
variety of blood, bone marrow, immune system, and metabolic
storage disorders.1-3 Namely, HSCT is used to replace defective
endogenous hematopoietic stem and progenitor cells (HSPCs)
with allogeneic healthy donor or genetically modified autologous
HSPCs. Bone marrow conditioning is a necessary component of
HSCT, as it depletes endogenous HSPCs, thus clearing bone
marrow niches and facilitating competitive engraftment of trans-
planted therapeutic HSPCs. Furthermore, engraftment of alloge-
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neic HSPCs in addition requires profound immunosuppression
to prevent rejection.

Historically, total body irradiation (TBI) has been best studied both
experimentally and clinically as the basis of conditioning, due to
potent HSPC ablative and immunosuppressive properties.1,4 How-
ever, TBI results in significant acute and chronic toxicities, limiting
its clinical utilization. Given the large number of patients who could
benefit from HSCT, effective conditioning regimens with less toxicity
have been investigated.5 The chemotherapy drug and alkylating agent
busulfan has been used in combination with immunodepleting agents
as a conditioning regimen for patients undergoing allogeneic trans-
plantation for hematological malignancies, initially to avoid the detri-
mental effects of TBI on brain development in children.6-8 Although
busulfan-induced myelosuppression is sufficient to deplete endoge-
nous HSCs, busulfan is not potently immunosuppressive, thus the
need for additional immunosuppression when used in allogeneic
HSCT. In addition, busulfan alone has been by far the most common
agent used as conditioning prior to transplantation of virally trans-
duced or gene-edited autologous HSPC in clinical gene therapy pro-
tocols targeting inherited marrow disorders.9-15 Combination of
busulfan with additional immunosuppressants may be needed to pre-
vent immune-mediated rejection of transplanted genetically modified
HSPCs expressing previously absent proteins that may elicit an im-
mune response.10,16
2023
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Conditioning agents may also impact components of the bone
marrow niche, with later indirect impact on hematopoietic recovery
and post-transplantation long-term hematopoiesis. The niche con-
sists of a complex array of cellular components such as mesenchymal
stromal cells, endothelial cells, osteoblasts, and immune cells, along
with extracellular matrix proteins such as collagen and laminin. Inter-
actions between components and with HSPCs continue to be
intensely studied, but there is increasing evidence that microenviron-
mental characteristics can have profound impact on steady-state he-
matopoiesis, engraftment, and long-term hematopoietic recovery
from transplantation, as well as malignant HSPC transformation.17

It is challenging to study the impact of conditioning on such a com-
plex microenvironment in vivo, and to date most investigations have
used in vitro assays of stromal cell numbers or function, with hetero-
geneous results. In mice, ablative doses of TBI have been reported to
markedly decrease marrow fibroblast colony-forming units as well as
stromal layers able to support in vitro hematopoiesis both acutely and
long term.18 The impact of busulfan has been less clear, with one
study finding no loss of HSPC-supportive stroma in mice,19 but
another reporting equivalent loss of humanmarrow stromal layer for-
mation with busulfan conditioning as compared with TBI.20 Quanti-
tative analyses of hematopoiesis in vivo comparing various condition-
ing regimens has not yet been performed.

Given the close phylogenetic similarity and HSPC characteristics be-
tween non-human primates (NHPs) and humans, rhesus macaques
serve as an effective model to develop HSPC gene therapies and inves-
tigate fundamental characteristics of hematopoietic reconstitution after
HSCT.21,22 We and others have previously used high-diversity lentivi-
ral barcoding of NHP HSPCs in an autologous transplantation model
to study clonal dynamics of thousands of HSPCs following TBI condi-
tioning.23,24 In our previous studies, we reported short-term reconsti-
tution from lineage-restricted clones for several months, followed by
stable contributions originating from multipotent clones persisting
for up to 7 years post-transplantation. We used this model to analyze
the geographic distribution of HSPC clones within the bone marrow,
which in TBI-conditioned animals somewhat surprisingly was charac-
terized by geographically restricted output from HSPC clones,
comparing across different bone marrow (BM) sites, for up to 2 years
post-transplantation.25 Finally, we made the novel observation of nat-
ural killer (NK)-biased massively expanded mature NK cell clones
emerging and waxing and waning over time, suggesting peripheral
mature NK self-renewal.26 Investigators have used vector insertion
site retrieval from hematopoietic cells following human autologous
HSPC gene therapies to study clonal dynamics post-transplantation,
notably all using busulfan or other chemotherapy conditioning, not
TBI.27-29 Overall, the same pattern of transient contributing clones be-
ing replaced by long-term stable multilineage clones was observed.

In the current study, we tracked the hematopoietic reconstitution of
lentivirally barcoded autologous HSPCs following busulfan condi-
tioning and directly compared clonal dynamics to patterns observed
previously in the macaque model with TBI conditioning. In doing so,
Molecul
we asked whether potential differences in the impact of busulfan
versus TBI on the marrow microenvironment or clearing of HSPCs
impacted the patterns of clonal reconstitution. Our study provides
the first direct comparison of the impact of conditioning on clonality
and can serve as a platform for further comparisons with novel con-
ditioning approaches such as stem cell-targeted cytotoxic antibodies.

RESULTS
Experimental design

To investigate the impact of busulfan conditioning on hematopoietic
reconstitution following autologous HSPC transplantation, we tracked
the clonal output from transplanted HSPCs in rhesus macaques using
high-diversity lentiviral barcoding, as previously described.23,24 As
shown in Figures 1A and 3 animals were transplanted with barcoded
HSPCs following busulfan conditioning. Since busulfan is not suffi-
ciently immunosuppressive to prevent rejection of cells expressing
foreign proteins such as green fluorescent protein (GFP) in ma-
caques,16 we used two barcoded vectors for the current studies
engineered to be less immunogenic. The first vector contains a human
truncated nerve growth factor receptor (tNGFR), an engineered
signaling-impaired version of the endogenous receptor (Figures S1A
and S1B), and was expected to be minimally antigenic in macaques,
given greater than 99.3% homology to the rhesus macaque receptor
at the amino acid level.30 This marker gene was chosen to facilitate
flow cytometric identification and sorting of vector-containing cells,
as previously demonstrated in both murine xenografted mice condi-
tioned with busulfan and macaques conditioned with TBI.31,32

CD34+ cells transduced with the tNGFR lentivirus were cultured
in vitro for 48 to 96 h to measure the in vitro transduction efficiency
by flow cytometric analysis of tNGFR expression (Table 1). The second
vector was engineered without any expressed marker gene via excision
of the copGFP single-cell DNA (termed NE) from the pCDH-
EF1a-MCS*-T2A-CopGFP backbone (CD526A-1, Systmbio com-
pany). This vector was used to ensure engraftment with barcoded cells
even if tNGFR-expressing cells were rejected (Figure 1A).31,33

In each animal, half of the CD34+ cells were transduced with the
tNGFR barcoded vector containing one 6-base pair (bp) library ID
followed by a high-diversity barcode library, and the other half the
NE barcoded vector containing a different 6-bp library ID followed
by the barcode library (Figure 1A). The libraries were of sufficient di-
versity to ensure a >95% chance that each unique barcode would be
present in no more than one initial HSPC, and the transduction effi-
ciency was optimized to avoid multiple barcode insertions per
HSPC.23,34 Cells were cryopreserved at the end of transduction,
following 4 days of busulfan conditioning, both aliquots for each an-
imal were thawed, mixed, and infused. Transplantation parameters,
including busulfan dose, estimated transduction efficiency, and num-
ber of cells infused for each animal are summarized in Table 1. Trans-
plantation parameters for TBI monkeys are summarized in Table S1.
Leukocyte, neutrophil, red cell, and platelet counts decreased mark-
edly as expected in the days following busulfan administration, but
recovered to near baseline within 2 weeks post-transplantation
(Figure S1F).
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Figure 1. Experimental design and marking summary

(A) Animal-specific conditioning and transplantation schema. Mobilized peripheral blood (PB) CD34+ cells from each animal were split into two equal aliquots and each

fraction was transduced with lentiviral barcode library containing an elongation factor 1-a (EF1-a) promoter, with no expressed transgene marker (NE) or with a truncated

nerve growth factor receptor marker gene (tNGFR), and distinguished by a unique library ID. After transduction, both fractions were cryopreserved during busulfan con-

ditioning, then thawed and infused intravenously into the autologousmacaque. Animals 11021142 and 10U004 received 5.5mg/kg of intravenous busulfan for 4 consecutive

days, while animal H84D received 6.0 mg/kg for 4 consecutive days. (B) Vector copy number (VCN) of PB granulocytes (Gr) and T cells from the three busulfan animals over

time determined by digital droplet PCR (ddPCR) using a probe targeting to the RRE region shared by both vectors, and a probe detecting the housekeeping gene TERT. (C)

Summary of GFP marking levels of PB Gr and T lineages from five macaques conditioned with myeloablative TBI and transplanted with CD34+ HSPCs transduced with cop-

GFP expressing lentiviral barcode libraries. Solid lines: Gr, dotted lines: T cells, with each color representing an individual animal. (D) Molecular marking level comparisons of

PB Gr and T between NE and tNGFR barcode libraries in the three busulfan animals over time. The total VCN determined in 1B (VCN) was multiplied by the fraction of reads

retrieved carrying each specific library ID from Illumina sequencing to calculate the VCN attributed to the tNGFR and the NE vectors. “X” in the bar graphs indicates the sample

for that time point is unavailable, thus no results are provided.
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Table 1. Busulfan animal transplantation and engraftment parameters

Animal ID 11021142 10U004 H84D

Vector

pCDH-EF1a-T2A- no
marker gene library 15
(without WPRE)

pCDH-EF1a-T2A-
tNGFR library 17
(without WPRE)

pCDH-EF1a-T2A- no
marker gene library 15
(without WPRE)

pCDH-EF1a-T2A-
tNGFR library 17
(without WPRE)

pCDH-EF1a-T2A- no
marker gene library 21
(with WPRE)

pCDH-EF1a-T2A-
tNGFR library 11
(with WPRE)

Date of transplant 02/01/2019 11/29/2019 07/31/2020

Transduction MOI 25 25 25 25 20 20

Transduction condition FN+ Cytokines + protamine sulfatea FN+ Cytokines + protamine sulfatea FN + Cytokines + p407 + PGE2b

Transduction efficiencyc N/A 31.5% N/A 31.2% N/A 66.0%

Number of cells collected
(� 106)

28 27.5 28

Number of cells infused
(� 106)

36.0 36.0 45.0 41.0 25.9 25.6

Transplantation dose
(CD34+ cells � 106/kg)

15.0 16.4 10.5

Busulfan conditioning dose
(mg/kg) � 4 days

5.5 5.5 6.0

Day until neutrophil
recovery to >500/mL

Day 11 Never Below 500/mL Never below 500/mL

Last follow-up (months
post- transplant)

36 26 18

Total number of barcoded
clones detected

2,118 2,250 18,803

Number of barcoded clones
detected at the last follow-
up, which include all
lineages (T, B, Mo, Gr,
CD16+, and CD56+NK)

13 (24m) 52 (22.5m) 1,778 (18m)

d Estimated Minimum
frequency long-term
CD34+ engraftment (at last
follow-up)

0.00011% 0.00037% 0.01%

aFibronectin (FN) coated plate + % HSA + cytokines (Flt-3, SCF, TPO all at 100 ng/mL) + protamine sulfate (4 mg/mL).
bFibronectin (FN) coated plate + cytokines (Flt-3, SCF, TPO all at 100 ng/mL) + P407 (100 mg/mL) + PGE2 (10 mM).
cTransduction efficiency is measure by FACS for NGFR.
dEstimated Minimum frequency long-term CD34+ engraftment (at last follow-up) is calculated by using the “unique clones number that tracked at the last follow-up” to divide “initial
infused transduced CD34+ cells numbers.”

www.moleculartherapy.org
Overall molecular marking of vector transduced HSPCs varies

between animals

To determine the overall engraftment level with transduced HSPCs,
we measured the vector copy number (VCN) using digital droplet
PCR (ddPCR) targeting a common RRE region in the lentiviral
backbones of both the tNGFR vector and NE vector. The overall
VCN at all time points was less than 0.04 in blood granulocytes
(Gr) and T cells from animals 11021142 and 10U004, respectively
(Figure 1B). However, in H84D the overall VCN in Gr reached
and stabilized above 0.3–0.4, 10 times higher than the first two an-
imals. The T cell VCN was lower than Gr in all three animals (Fig-
ure 1B), as previously reported with both busulfan and TBI condi-
tioning,16 shown for comparable previously reported rhesus
macaques receiving autologous HSPCs barcoded with GFP-express-
ing vectors following ablative TBI, summarized and updated in
Figure 1C.24
Molecul
To determine whether the low level of engraftment in the first animals
was due to a lower exposure to busulfan, we performed busulfan phar-
macokinetic (PK) analyses (Table S4).We compared the areas under the
curve (AUC) of plasma busulfan concentrations in 11021142, an animal
given 5.5 mg/kg busulfan for 4 days, previously shown to result in
engraftment with genetically modified HSPCs in our rhesus macaque
model,16 dose and H84D, the animal given a 10% higher dose of
6 mg/kg for 4 days. Surprisingly, despite the marked differences in
engraftment levels with transduced cells, we found that 11021142 had
an AUC of 3,675 mM*min and H84D had only a 3% higher AUC of
3,791 mM*min, not explaining the marked difference in engraftment
of transduced cells between the animals. However, the transduction ef-
ficiency in bulk CD34+ cells was 2-fold higher as measured by fluores-
cence-activated cell sorting (FACS) for animal H84D compared with
the other two animals (Table 1), and the transduction enhancers p407
and PGE2 were used, perhaps resulting in more marked improvement
ar Therapy: Methods & Clinical Development Vol. 28 March 2023 65
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Figure 2. Clonal contributions to hematopoietic lineages in peripheral blood over time

(A) Heatmaps depicting the top contributing clones for various PB lineages: T, B, Monocyte (Mo), Granulocyte (Gr), CD16+ NK, and CD56+NK over time (m: months post-

transplantation) for each busulfan-conditioned animal (11021142, 10U004, H84D) and a representative TBI-conditioned animal (ZG66). Each row of the heatmap represents a

unique barcoded clone. Each column is purified lineage sample at various time points. The heatmap for each animal was generated by selecting the top 10most abundant clones

contributing in each sample (designated by the asterisks in that sample) and plotting the abundance of these clones across all samples, with a color scale indicating the fractional

contribution of each barcode to all barcodes retrieved from that sample. (B) Autocorrelation plots showing the Spearman correlation between all clonal contributions in each PBGr

sample and the previous time point. The y axis represents the autocorrelation R value. Samples with close to identical clonal contributions will have an autocorrelation close to 1

and very dissimilar clonal contributions will have an autocorrelation near 0. Samples from the three busulfan-conditioned animals (colored lines) and five TBI-conditioned animals

(ZG66, ZH19, ZJ31, ZH33, ZK22, shown in black lines) were analyzed. (C) The top three graphs show the number of unique barcodes (y axis) in PB lineages over time (x axis)

retrieved from each busulfan-conditioned animal (11021142, 10U004, and H84D). The bottom graph compares the number of unique barcodes in PB Gr between busulfan-

treated animals (colored lines) and five TBI-conditioned animals (black lines). (D) The top three graphs display the Shannon diversity indices for PB lineages over time in bu-

sulfan-conditioned animals. The bottom plot directly compares the Shannon diversity indices for PB Gr between busulfan (colored lines) and five TBI (black lines)-conditioned

(legend continued on next page)
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in engraftingHSPC transduction and also contributing to themuchbet-
ter engraftment with transduced HSPCs in vivo.

HSPCs transduced with the NE vector demonstrated higher and

more stable marking compared with those transduced with the

tNGFR vector in vivo

We next compared the engraftment of HSPCs transduced with both
vectors in vivo in each animal. The percentage of tNGFR+ cells in
various populations can be detected by flow cytometry; however, we
observed that T and B cells express some background NGFR in pre-
transplantation samples, with less background NGFR expression in
Gr (Figure S1C). Monitoring tNGFR expression within hematopoietic
cell populations over time post-transplantation by flow cytometry re-
vealed very low levels or levels not clearly over background of tNGFR
expressing blood cells in all three animals (Figure S1D). These findings
suggested that tNGFR-transduced HSPC engraftment is very low,
despite transduction efficiencies of 31% to 66% present in aliquots of
CD34+ cells maintained in culture post-transduction (Tables 1 and
S1E). This suggests that tNGFR-expressing HSPCs were being rejected
prior to or soon after engraftment, and that the limited amino acid dif-
ferences between human and rhesus macaque NGFR sequences might
be immunogenic.

We next investigated the engraftment of cells containing the two vec-
tor libraries at the molecular level. The total molecular marking level
can be accessed by ddPCR and the contributions of the two different
vector barcode libraries can be measured by comparing the number of
reads retrieved via sequencing containing the library ID specific to
each vector library. In all three animals, the tNGFR vector molecular
marking levels were very low, with almost undetectable levels in
10U004 and H84D (Figure 1D), confirming the results from FACS.
Therefore, we focused our subsequent clonal analyses solely on the li-
brary encoded by the NE vector in each animal, given the neglectable
contributions from the tNGFR-transduced cells.

Clonal dynamics following busulfan conditioning

To study HSPC clonal dynamics following busulfan conditioning, we
analyzed peripheral blood Gr, monocytes (Mo), T cells, B cells, and
NK cells post-transplantation in the three animals. Our previous data
on clonal dynamics using barcoded autologous transplantation with
myeloablative TBI conditioning in more than 10 animals documented
an initial set of uni-lineage clones contributing short term for 1–
2 months, subsequently replaced by stable contributions from multili-
neage long-termHSPC clones persisting for up to 10 years23,24 (and un-
published), as visualized in heatmaps showing the fractional contribu-
tions of individual barcodes (clones) to all barcodes retrieved for the
animals. (E) The top three graphs show the cumulative number of unique barcodes ret

compares the number of cumulative barcodes retrieved from PB Gr samples between b

unique barcodes retrieved from PBGr of three busulfan (colored lines) and five TBI (black l

the vector marking level (NE vector VCN) (busulfan) or % GFP marking level (TBI) from the

time point PBGr (11021142 at 18months, 10U004 at 22.5months, andH84D at 14month

animals (ZG66 at 17months, ZH19 at 15.5months, ZH33 at 23months, ZJ31 at 20month

time point divided by the NE vector VCN or % GFP marking from the last time point sam

Molecul
top 10 largest contributing clones in each lineage and time point map-
ped over all time points. In the animals receiving busulfan conditioning,
we also observeduni-lineage clones contributing for 1 to 2months post-
transplantation in all three animals (Figure 2A). Multilineage clonal
contributions emerged and showed substantial contributions as early
as 2 months post-transplantation (Figure 2A). However, in contrast
to TBI-conditioned animals, we observed significant reduction in rela-
tive contributions from this initial wave of multilineage clones by
9 months post-transplantation in the first two animals (11021142 and
10U004), replaced by contributions from a new set of multilineage
clones. Surprisingly, 11021142 then demonstrated a loss of most of
this second wave of multilineage clones by 18 months, with the very
low-level residual marking (Figures 1B and 1D) emanating from a
very small number of multilineage clones (Figure 2A), whereas
10U004 retained contributions from this second wave of multilineage
clones (Figure 2A).

Pearson correlations can be used to determine the degree of shared
clonal contributions between two samples,23,26,35 taking into account
all clones, in contrast to the heatmap analyses focused on only the large
contributing clones. In the first two animals, we observed two groups
of samples correlated to each other due to the twowaves ofmultipotent
clones emerging over time. In H84D, the correlation between samples
remains high starting from 3 months post-transplantation except the
CD16+ NK population is less correlated with other lineages, which is
the similar to TBI animal ZG66 (Figure S2). Therefore, the overall
clonal patterns confirmed those seen with the largest clones.

Since the granulocyte population is short-lived and depends on active
HSPC output, the clonal patterns in Gr reflect the active HSPCs pool.
We applied autocorrelation analyses to Gr, calculating Spearman cor-
relations between the clonal contributions of peripheral blood (PB)
Gr at one time point to the previous time point for busulfan and
TBI animals as another measure of clonal stability over time. In the
TBI animals, the autocorrelation values became very stable at 5
to10 months, greater than 0.5 in all TBI animals (Figure 2B). Howev-
er, in the busulfan animals, 11021042 autocorrelations remained
lower than 0.5 until 30 months post-transplantation, and 10U004 un-
til 15 months. Yet, the H84D autocorrelations were similar to the TBI
animals by 5 months (Figure 2B).

Both the number of unique contributing clones (barcodes) at each
time point in each lineage in animals 11021142 and 10U004 (Fig-
ure 2C), and the clonal Shannon diversity index (Figure 2D), which
takes into account both clone number and distribution of contribu-
tions,35 dropped markedly post-transplantation, suggesting loss or
rieved from PB lineages in busulfan-conditioned animals. The bottom graph directly

usulfan (colored lines), and five TBI (black lines)-conditioned animals. (F) Normalized

ines)-conditioned animals over time. Normalization: unique barcode counts divided by

same sample. (G) Normalized cumulative barcode number retrieved from the longest

s) frombusulfan-conditioned animals and equivalent time points from TBI-conditioned

s, and ZK22 at 15.5months). Normalization: cumulative barcode number from the last

ple. Unpaired t test with p < 0.05 is considered as significant.
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absence of engrafting transduced true long-term repopulating
HSPCs. The unique clone counts across all lineages in these first
two animals over time were very low compared with the prior TBI an-
imals (Figure 2C), and the total cumulative barcode counts in
11021142 and 10U004 are less than 2,500 clones (Figure 2E). In com-
parison, H84D, which received a 10% higher dose of busulfan, ex-
hibited stable contributions from multilineage clones from 2 to
3 months to up to 18 months post-transplantation, the last follow-
up time point (Figure 2A), and the clonal diversity remained high
and stable after 6 months post-transplantation (Figure 2D). The total
cumulative barcode counts in H84D reached 18,803 clones at
18 months (Figure 2E) and the unique clone number that could be
retrieved at the last follow-up was 1,778 (Figure 2C), very similar to
the TBI animals with similar overall levels of marking/VCN.

The vector marking levels of the lineage cells in our monkeys vary
across lineages and individual monkeys. For more valid comparisons
of clone numbers across different levels of engraftment with trans-
duced cells, we normalized the unique and cumulative clone counts
by the sample VCN (NE) in busulfan monkeys and the GFP+marking
level in the TBI monkeys. The normalized unique clone counts of Gr
in the busulfan monkeys over time were somewhat lower compared
with the TBI monkeys (Figure 2F). We compared the normalized cu-
mulative clone counts of Gr at the last follow-up time point of
busulfan monkeys (1102114 at 18 months, 10U004 at 22.5 months,
and H84D at 14 months) and five TBI monkeys (ZG66 at 17 months,
ZH19 at 15.5 months, ZH33 at 23 months, ZJ31 at 20 months, and
ZK22 at 15.5 months), the results showed no statistical significance,
indicating the busulfan conditioning overall was able to support a
similar number of long-term engrafting HSPCs if similar vector
marking levels in vivo were achieved compared with TBI condition
animals (Figure 2G).

We did not have a surface marker to check the in vitro transduction ef-
ficiency for the NE vector, and the episomal virus and vector plasmid
interfere with the integrated vector detection in our system. If we as-
sume the NE lentivirus vector transduction efficiency was similar to
the tNGFR in vitro transduction efficiency in vitro, we can estimate
the frequency of long-term engrafting clones in H84D as 0.01% of
CD34+ cells, calculated by dividing initial infused estimated transduced
CD34+ cell number by the number of unique clones retrieved at the last
follow-up, which is within the frequency range (0.0056%–0.014%)
calculated in our barcodedmacaques receiving TBI, matching the over-
all similar levels of vector-containing cells in H84D and the TBI ani-
mals.24 However, the estimated frequency of long-term engrafting
clones in 11021142 (0.00011%) and 10U004 (0.00037%) was much
lower compared with H84D and the TBI animals24 (Table 1), going
along with the very low-level overall engraftment.

Early widespread geographic marrow clonal distribution in

busulfan animals

We previously reported asymmetric HSPC distribution in different
BM sites for up to 2 years in TBI-conditioned animals.25 For example,
as shown in Figure 3, ZJ31 retains segregation of CD34+ HSPC clones
68 Molecular Therapy: Methods & Clinical Development Vol. 28 March
between left and right BM sites as late as more than 2 years post-trans-
plantation. We analyzed the clonal geographic distribution of BM
HSPCs at several time points post-transplantation in the three
busulfan-conditioned animals. There was much more rapid clonal
mixing in the busulfan-conditioned animals. In 11021142, both heat-
maps and Pearson correlations show mixing of left- and right-sided
marrow CD34+ HSPCs clones as early as 3.5 months post-transplan-
tation (Figures 3A and 3B). At 6 months in 11021142, when the wave
of multilineage clones was established, CD34+ HSPCs clonal patterns
on the left and right BM sites were similar, and also closely matched
the PB Gr clonal pattern at the same time point. In 10U004, at
4.5 months, CD34+ HPSCs clonal mixing between right and left
BM was incomplete (Figures 3A and 3B) but was fully mixed by
9 months. In H84D there was incomplete clonal segregation at
3.5 months, with more mixing at 7 to 9 months (Figures 3A and
3B). At 19 months, H84D CD34+ clones were fully equilibrated
(Figures 3A and 3B). For more quantitative analysis of mixing, we
calculated the fraction of CD34+ HSPC clones biased toward contri-
butions to left versus right BM samples as shown in fold bias line plots
(Figure 3C). These plots demonstrate highly biased clones persisting
long term with very slow gradual mixing and movement toward un-
biased clones in ZJ31 and other TBI animals, as previously reported.25

All three busulfan animals showed less biased contributions as early
as 3.5 months post-transplantation (Figure 3C). Overall, these results
demonstrate more rapid mixing across BM niches in animals condi-
tioned with busulfan compared with the TBI-conditioned animals.

NK cell clonal patterns in busulfan-conditioned animals

In previous studies with TBI-conditioned animals, we observedmark-
edly expanded CD56�CD16+ mature NK cell clones waxing and
waning over time, independent of ongoing production from
HSPCs, suggesting peripheral mature NK self-renewal (Figure 4A,
representative TBI animals ZG66 and ZJ31).23,26,36 In contrast, the
CD16+ NK clonal pattern following busulfan conditioning in mon-
keys 11021142 and 10U004 was more polyclonal and highly corre-
lated with other lineages, including CD56+CD16� NK cells and Gr,
once muti-lineage clonal output was established in monkeys
11021142 and 10U004 (Figures 2A, 4A, and 4B). However, in H84D,
CD56�CD16+ NK-biased and expanded clones did emerge by 1-year
post-transplantation (Figures 4A and 4B).

We defined biased CD16+ NK clones as large clones R10-fold over-
represented in CD16+ NK compared with T, B, Mo, Gr, and CD56+

NK cells at the same time point. We plotted the 10X biased CD16+

NK clones’ cumulative clonal contributions as a fraction of the total
barcoded CD16+ NK cells at each time point in busulfan and TBI an-
imals. Overall, 10X biased CD16+ NK clonal contributions were lower
(11021142 and 10U004) or in the lower range (H84D) compared with
TBI monkeys (Figure 4C). Combining all post-engraftment time
points, biased expanded clones contributed less to overall CD16+

NK cells in the three busulfan animals as compared with the TBI an-
imals with available data (Figure 4D). The actual number of 10X
biased CD16+ NK clones were also less in the busulfan monkeys
compared with the TBI monkeys (Figure 4E), perhaps not
2023
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Figure 3. Clonal geographic distribution in bone marrow

(A) Heatmaps depicting the contributions of the top 10 clones in purified left (L) and right (R) BM CD34+ cells and concurrently sampled PB Gr over time (m: months post-

transplantation) for the three busulfan-conditioned animals and one representative TBI-conditioned animal (ZJ31). The heatmaps were generated as detailed in Figure 2A. (B)

Pairwise Pearson correlation coefficients comparing clonal contributions retrieved from left (L) and right (R) BM CD34+ cells and concurrent PB Gr over time (m: months post-

transplantation) for each animal. The color scale for r values is shown on the right. (C) Fold bias line graphs showing the fractional bias between left and right BMCD34+ HSPC

clones over time for the three busulfan animals and one representative TBI animal (ZJ31) over time. Each time point is shown by a different color line as indicated on the right (in

months). The x axis shows the fractional bias comparing left and right BM CD34+ clonal contributions. The y axis shows the cumulative percentage contributions of these

clones to overall retrieved barcodes within the two samples, with the maximal possible contribution of 200%; �2 to 2 regions on the x axis indicate nonbiased clones.
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surprisingly given the lower overall engraftment with barcoded cells
in the busulfan animals. However, with normalization by dividing
the 10X biased clones’ cumulative contributions from a specific sam-
ple by the 10X biased clone numbers retrieved from the same sample,
the results showed overall there was no significant difference in each
biased clone’s contribution between busulfan and TBI monkeys (Fig-
Molecul
ure 4F). Still, H84D showed the most similar patterns to the TBI an-
imals (Figures 4D and 4F).

To further investigate and visualize CD16+ NK clonal bias, we devel-
oped ridge plot visualizations. The log-bias of all clones from each
sample was computed, with unbiased clones having a log-bias value
ar Therapy: Methods & Clinical Development Vol. 28 March 2023 69
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Figure 4. Clonal patterns in NK cells

(A) Heatmaps depicting the contributions from the top 10 clones in CD16+ NK, CD56+ NK, and PB Gr samples over time post-transplantation for the three busulfan

conditioned animals and two TBI-conditioned animals (ZG66 and ZJ31). The heatmaps were generated as detailed as in Figure 2A. (B) Pairwise Pearson correlation co

efficients between CD16+ NK, CD56+ NK, and PB Gr over time for each animal. The color scale for r values is shown on the right. (C) Total clonal contributions of theR10X

biased and expanded CD16+ NK clones over time. A 10X biased clone was defined a top 30 contributing clone with a R10-fold expansion in fractional contribution to the

CD16+ NK lineage compared with all other PB lineages analyzed (T, B, Mo, Gr, and CD56+) at the same time point. The three busulfan-conditioned animals and four TBI

conditioned animals with available samples (ZJ31, ZG66, ZH33, and ZK22) are shown. (D) Total clonal contributions of the 10X biased CD16+ NK clones at each time poin

post-engraftment comparing busulfan- and TBI-conditioned animals; 10X biased CD16+ NK clones defined as in (C) above. Unpaired t test applied with p < 0.05 considered

as significant. (E) Number of 10X biased CD16+ NK clones contributing at each time point post-engraftment comparing busulfan- and TBI-conditioned animals; 10X biased

(legend continued on next page
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near 0. Subsequently, the height of the ridges includes both the den-
sity of clones at each value of log-bias (x axis) as well as the abundance
of those clones. The ridge height indicates the relative clonal contri-
butions of the clones at the value of log-bias to both samples.35 We
plotted CD16+ NK versus other lineages by using ridge plots
(Figures 4G and S4). For comparison, we plotted TBI animals,
ZG66 and ZJ31, which had exhibited massively expanded CD16+

NK-biased clones.26 We observed that in 10U004 after 2 months
post-transplantation, most of the CD16+ NK clones have no bias
compared with Gr or other lineages, with a balanced middle peak ap-
pearing in the ridge plots. However, in H84D, there was a slight clonal
bias shift toward CD16+ NK compared with other lineages
(Figures 4G and S4). Of note, the CD16+ NK clonal bias degree in
H84D was much less than the degree of CD16+ NK clonal bias degree
in the TBI animals ZJ31 and ZG66. We hypothesize that busulfan
depletion of endogenous lymphocytes was much less marked than af-
ter TBI, producing a lower initial drive for NK clonal expansion, with
more bias appearing in the animal receiving the higher busulfan dose.

We have previously linked CD16+ NK clonal bias and expansion to
rhesus cytomegalovirus (RhCMV) infection or reactivation.36 All
busulfan and TBI animals included in our comparisons were
RhCMV seropositive. In contrast to the clear RhCMV reactivation
post-TBI, we did not detect RhCMV DNA in serum or saliva via
qPCR in 11021142 and 10U004 over time. Fewer than 200 copies
per milliliter of RhCMV DNA were detected in saliva from H84D at
two time points immediately before and 27 days post-transplantation
only in saliva, and never in serum. Further investigation will be needed
to assess the contribution of RhCMV infection in these animals.

DISCUSSION
Busulfan conditioning offers a potentially less toxic alternative to TBI
in preparing the BM niche for engraftment of genetically modified
HSPCs. Several clinical studies have shown that busulfan is better
tolerated in patients and results in improved survival outcomes in
allogeneic HSPC transplantation,6-8 and busulfan or treosulfan have
been used in almost all humanHSPC autologous gene therapy clinical
trials using conditioning prior to HSPC infusion to date.29,37

As a conditioning regimen, busulfan at high doses is primarily mye-
loablative but not profoundly lymphodepleting or immunosuppres-
sive. A recent rhesus macaque report found that conditioning with
busulfan alone permitted stable engraftment of HSPCs expressing a
nonimmunogenic antigen, but did not facilitate engraftment of
HSPCs expressing a highly immunogenic antigen such as GFP.16

Our previous studies of clonal dynamics in macaques following
CD16+ NK clones are defined as in (C) above. Unpaired t test applied with p < 0.05 consid

clone from busulfan and TBI-conditioned animals. Samples from different time points

comparison with the samples from four TBI-conditioned animals (ZJ31, ZG66, ZH33, a

total clonal contributions of the 10X biased CD16+ NK clones from a sample divided b

Unpaired t test applied with p < 0.05 considered as significant. (G) Ridge plot showing

conditioned animals. Ridges indicate the abundance-weighted density at the value o

abundance. Ridge plots stacked along the y axes correspond to the time point of each
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TBI conditioning included CopGFP in the vector as a marker
gene.23-26,36 Due to the lack of immunosuppression afforded by
busulfan, we investigated the use of an alternative surface protein,
human tNGFR, which lacks an intracellular signaling domain and dif-
fers from endogenous rhesus macaque NGFR by only four amino
acids.31,33,38,39 Taking the possibility of immune-mediated rejection
of tNGFR-transduced cells into account, we also used a second vector
containing no expressed (NE) marker gene. We did not observe effi-
cient or persistent long-term engraftment of tNGFR-transduced
HSPCs despite efficient transduction as assessed in vitro. In addition,
we detected endogenous expression of NGFR in sorted lineage cells
from PB sampled before HSPC transduction. Based on likely immune
rejection of tNGFR-expressing cells, and the complications of using
tNGFR as a marker gene given some background expression of
endogenous NGFR, we focused our further analyses on the NE vector.
Our results do raise concerns regarding use of busulfan alone for con-
ditioning in gene therapy trials where patients have complete loss of
the therapeutic gene product, and thus may reject cells expressing the
protein following gene therapy.

In human clinical trials with myeloablative conditioning, busulfan re-
sulted in polyclonal profiles of unique integration sites without detec-
tion of dominant clones through at least 12 months post-transplanta-
tion in almost all patients.14,15 Furthermore, Biasco and colleagues
conducted a study investigating clonal dynamics in human
Wiskott-Aldrich syndrome patients conditioned with busulfan
(plus immunosuppressive fludarabine and Rituxan) via quantitative
analysis of vector integration sites, finding multiple repopulating
waves at the clonal leve.28 Following the exhaustion of short-term
HSPC producing an initial wave of contributions from uni-lineage
clones, they observed progressive appearance of long-term HSCs in
several waves beginning around 6 months post-transplantation and
then stabilizing and persisting for at least 3 years.

We have previously carried out detailed quantitative clonal mapping
of hematopoiesis following TBI conditioning in the rhesus macaque
model, and now compare busulfan conditioning with TBI in this
model. In the current study, all three animals conditioned with
busulfan also exhibited initial engraftment from short-term uni-line-
age progenitors. In contrast to our prior experience with TBI condi-
tioning, busulfan animals 11021142 and 10U004 both exhibited a
wave of contributions from intermediate multilineage, but non-per-
sisting HSPC clones appear between 2 and 9 months following trans-
plantation, then replaced by a later wave of multilineage clones. This
final wave of multilineage clones in 11021142 largely disappeared
completely by 18 months but persisted in 10U004 to up to 26 months
ered as significant. (F) Normalized clonal contribution of each 10X biased CD16+ NK

of individual busulfan-conditioned animals shown by animal or pooled together for

nd ZK22); 10X biased CD16+ NK clones are defined as in (C) above. Normalization:

y the clone numbers of the 10X biased CD16+ NK clones from the same sample.

clonal bias between CD16+ NK and Gr lineages over time for busulfan- and TBI-

f log-bias on the x axes, and dots indicate individual clones, sized by their overall

sample in months post-transplantation for each animal.
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post-transplantation. This pattern is similar to that reported in a thal-
assemia gene therapy trial using moderate-intensity busulfan condi-
tioning resulting in low overall engraftment.40 H84D, with much
higher levels of engraftment with marked cells, exhibited a stable
and persistent pattern of multilineage clones, similar to our previous
studies in animals conditioned with TBI. The busulfan exposure was
only 3% higher in this animal based on AUC, suggesting that the
marked difference in engraftment in this animal resulted from other
factors, including higher transduction efficiency and better mainte-
nance of HSCs with transduction enhancers. In addition, there is
limited prior data on busulfan dosing and sensitivity in macaques.
In humans and macaques, other underlying genetic loci may affect
busulfan sensitivity, in addition to differences in busulfan
metabolism.

Our observations and human clinical trials to date suggest that lower
dose intensity of busulfan may not clear sufficient niches able to sup-
port true LT-HSCs, but that higher intensity busulfan can create
niches equivalent to TBI, resulting in similar engraftment patterns
at a clonal level. Yet, it is important to note that we only had capacity
to transplant one animal with the higher dose and given the hetero-
geneity between animals, more studies using a range of busulfan doses
could be beneficial, as well as carefully comparing available data from
clinical trials using different intensities of busulfan conditioning.

In contrast to previous studies with TBI-conditioned animals,25 the
clonal geographic distribution of engrafted HSPCs in bone marrow
was largely symmetrical early following transplantation, indicating
rapidmixing of clones between left and right BM sites during hemato-
poietic reconstitution in animals conditioned with busulfan. With
TBI conditioning, the clonal geographic distribution was segregated
with little overlap between clones in left versus right BM sites up to
years following transplantation, suggesting that HSPCs preferred to
spread locally rather than traveling to different marrow niches via
the circulation.41 In contrast, clonal contributions were correlated be-
tween both left and right BM sites and with circulating Gr as early as
3.5 months post-transplantation in all three animals following
busulfan conditioning. These discrepancies are likely attributed to
the more limited impact of busulfan on the marrow niche compared
with irradiation, which exerts its potent nonspecific effects on the sur-
rounding heterogeneous BMmicroenvironment.42,43 Further investi-
gation into the unique effects of busulfan conditioning in the marrow
niche should provide greater insight into hematopoietic recovery with
implications to gene therapies with busulfan conditioning.

We previously reported evidence of long-term clonal expansion,
persistence, and self-renewal of mature NK cells independently of
progenitor cells in animals conditioned with TBI.23,24,26 Surprisingly,
we observe less frequent and large oligoclonal expansions of NK cells
in animals receiving busulfan. Instead, NK clonal contributions corre-
lated with other lineages and demonstrated minimal evidence of NK-
biased clones at later time points post-transplantation, reflecting a ca-
nonical model of NK hematopoiesis from BM precursors and
CD56bright NK cells rather than peripheral expansion and persis-
72 Molecular Therapy: Methods & Clinical Development Vol. 28 March
tence.44,45 It is possible that busulfan conditioning failed to achieve
sufficient lymphodepletion to enable the competitive engraftment
of newly derived mature NK cell population capable of peripheral
expansion and maintenance; or due to the lower engraftment, low
numbers of HSPC clones engrafted, thus it is possible that the
expanded CD16+ NK clones were present but not marked. Supporting
this hypothesis, in the third monkey H84D with higher barcoded
HSPC engraftment, the results were more similar to TBI monkeys
in terms of both the CD16+ NK-biased clone number and the cumu-
lative contributions of biased clones. We recently reported clonal
expansion of mature CD16+ NK cells driven by RhCMV infection.36

Animals that were RhCMV negative displayed less dominant and oli-
goclonal CD16+ NK-biased clones. In the current study, we did not
detect significant levels of RhCMV DNA in serum or saliva samples
with busulfan conditioning, in contrast to TBI conditioning, where
RhCMV was universally reactivated. Future studies with additional
lymphodepletion will be needed to determine whether these NK
clonal patterns are a true feature of busulfan conditioning or related
to responses toward environmental microbes.

In conclusion, clonal tracking of genetically barcoded HSPCs in rhe-
sus macaques reveals distinct clonal patterns of hematopoietic recon-
stitution and variably impacts the marrow niche in animals condi-
tioned with busulfan. In contrast to previous studies with TBI
conditioning, we observed inefficient engraftment of true long-term
repopulating HSPCs in two of three animals, a polyclonal NK clonal
pattern correlating with other lineages, and a symmetrical clonal
geographic distribution of BM HSPCs. These findings provide better
understanding of clonal dynamics following busulfan conditioning,
which is of great relevance to autologous HSPC gene therapies.

MATERIALS AND METHODS
Animal model

Animal studies were approved by the National Heart, Lung, and
Blood Institute (NHLBI) Animal Care and Use Committee. PB
CD34+ HSPCs from rhesus macaques were mobilized with G-CSF
and plerixafor, collected via apheresis, and transduced with diverse
barcoded lentiviral libraries as previously described23,24,26 (Figure 1A).
For each rhesus macaque, purified CD34+ HSPCs were split into
equal fractions, and each half transduced respectively with tNGFR
(CD271, Figures S1A and S1B) or NE lentiviral vectors carrying
high-diversity oligonucleotide barcode libraries, then cryopreserved
following removal of aliquots for analysis of transduction efficiency.
The in vitro transduction conditions are detailed in Table 1. Following
conditioning with intravenous busulfan 5.5 mg/kg/d for 4 consecutive
days (days �4 to �1) in animals 11021142 and 10U004, and 6.0 mg/
kg/d for 4 consecutive days in H84D,16 each animal’s transduced al-
iquots of CD34+ cells were thawed, mixed together, and reinfused
intravenously.

Busulfan pharmacokinetics

Plasma samples from rhesus macaques 11021142 and H84D were
collected immediately before the first dose of busulfan administration,
immediately following the 1 h busulfan intravenous infusion, and
2023
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then serially at 0, 15, and 30 min, then 4, 6 ,and 24 h following the
initial busulfan dose. Plasma samples were frozen and busulfan con-
centrations were performed by the Pharmacokinetics Laboratory at
the Seattle Cancer Care Alliance. The maximum concentration (C
max), the total AUC, drug half-life (t 1/2), and drug clearance param-
eters were calculated and are summarized in Table S4.

Cell lineage purifications

PB and BM cells were separated on a density gradient (Lymphocyte
Separation Medium, GE Healthcare, cat# 17144002) to obtain a PB
mononuclear cell (PBMC) layer and a granulocyte pellet, followed
by red blood cell lysis with ACK lysis buffer (Quality Biological,
cat# 118156101). PBMCs were stained for FACS to high purity on
a BD FACSAria II instrument (antibodies listed in Table S2; gating
strategy is detailed in Figure S3). CD34+ HSPCs were isolated from
BM mononuclear cells using MACS MicroBeads (Miltenyi Biotec,
cat# 130-042-201).

Barcode retrieval

Genomic DNA from purified hematopoietic cells was extracted with
the DNeasy Kit (Qiagen). DNA (200–500 ng) underwent 28-cycle
PCR using Phusion High-Fidelity DNA Polymerase (ThermoFisher
Scientific) with forward and reverse primers. A universal reverse
primer and a unique forward primer were used to multiplex samples
for sequencing. After gel purification, 24 to 40 multiplexed samples
were pooled for sequencing on an Illumina HiSeq 2500 or NovaSeq
SP. PCR primers are listed in Table S3.

VCN determination

Quantitation of VCNwas performed via ddPCR (Bio-Rad, CA, USA).
Primers and probes were designed by Bio-Rad and the unique assay
numbers were dCNS219891929 (rhesus TERT gene as internal con-
trol, Fluorophore: HEX) and dCNS749431138 (HIV RRE gene found
in both vectors, Fluorophore: FAM). Droplets were generated via the
QX100 Droplet Generator (Bio-Rad) and assayed on the QX200
droplet reader (Bio-Rad) via a standard protocol.46 Data were
analyzed by QuantaSoft software 1.7 (Bio-Rad). RhCMV DNA
copy numbers in plasma and saliva were determined via real-time
qPCR as previously described.36

Data processing and analysis

Sequencing output files were processed using custom Python code to
identify barcoded clones contributing above sequencing error and sam-
pling thresholds.24,35 Data analysis, Pearson correlations, and plot gen-
eration were performed using R (Foundation for Statistical
Computing) and Prism (GraphPad Software). Custom R code is avail-
able on GitHub at https://github.com/dunbarlabNIH/barcodetrackR35

and https://github.com/dunbarlabNIH/Busulfan_paper and the
various analytical approaches and visualizations used were described
in detail previously.35
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Table S1: TBI animal transplantation and engraftment parameters 

 

   TBI Animal ID 

  ZH33 ZG66 ZJ31 ZH19 ZK22 

Vector 

pCDH-MSCV-
T2A- copGFP 
library11 

pCDH-MSCV-
T2A- copGFP 
library 11 

pCDH-MSCV-
T2A- copGFP 
library11 

pCDH-EF1α-
T2A- copGFP 
library 11 

pCDH-MSCV-
T2A- copGFP 
library 19 

Transduction MOI 25 25 25 25 25 

Transduction condition FN+ Cytokines + protamine sulfate* 

Transduction efficiency 35% 35% 35% 23% 31% 

Number of cells 
infused(millions) 32 48 23 48 82 

Transplantation dose 
(CD34+ cells millions /kg) 6.9 8.5 4.1 7.1 7.2 

Infused GFP+ cells(millions) 11.1 16.7 8 11 25.2 

*Fibronectin (FN) coated plate+ % HSA + cytokines (Flt-3, SCF, TPO all at 100ng/mL) + 
protamine sulfate(4µg/ml) 
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Antigen Conjugation Vendor Catalog number Clone 

CD3 BV786 BD Pharmingen 557757 SP34-2 
CD20 APC-Cy7 BD Pharmingen 335794 L27 
CD14 Pacific Blue Invitrogen MHCD1428 TuK4 
CD16 APC BioLegend 302012 3G8 
CD56 PE-Cy5 BD Pharmingen 555517 B159 
NKG2A PE-Cy7 Beckman 

Coulter 
IM3291U Z199 

CD271 PE BD Pharmingen 557196 C40-1457 

Table S2: List of antibodies used for flow cytometric analysis and FACS 

Table S3: List of primers used for barcode retrieval via PCR and sequencing 

2



Table S4: Busulfan pharmacokinetic data  

 

Maximum concentration (C max), the total area under the curve (AUC), drug half-life (t 1/2), and drug 
clearance 

Animal ID Dose (mg/kg) C max (ug/mL) AUC (uM*min) t 1/2 (h) Drug 
Clearance(mL/min/kg) 

11021142 5.5 4.433 3675 1.60 6.08 
H84D 6.0 5.422 3791 1.39 6.43 
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Figure S1: 
(A): The schema of the truncate human NGFR (tNGFR) used in the 

lentivector as surface marker gene.

(B): The protein sequence of the human tNGFR, 3 amino acids 

were different between human and rhesus 

macaque(human>rhesus)  

(C): NGFR expression on the pre-transplanted animal.

(D):NGFR expression follow up on lineage cells post 

transplantation. The % if the NGFR showing on the Y-axis is the % 

of NGFR from the flow analysis from the post-transplant samples 

minus the % of NGFR from the flow analysis from the pre-

transplant samples.

(E):NGFR expression on CD34+ HSPCs post in vitro barcode-

tNGFR lentivirus transduction at 48h- 96h.

(F): Complete blood counts of 3 busulfan monkeys overtime. Day 0 

is the day of transplantation. Top row: WBC, white blood cells, red 

curve; SEGS, segmented neutrophils, neutrophils, granulocytes, 

green curve; LYMP, lymphocytes, magenta curve; MONOS, 

monocytes, blue curve; EOS, eosinophils, light brown curve; 

BASOS, basophils, brown curve; Bottom row: PLT, platelets, brown 

curve; RBC, red blood cells, red curve; RETIC, reticulocytes, 

magenta curve.
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Figure S2
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Figure S2: Clonal contributions correlation between PB 
lineages.
Pearson correlation coefficients plots comparing pairwise fractional 
contributions between PB lineages (T, B, Mo, Gr, CD16+ NK, and 
CD56+NK) over time for 11021042, 10U004, H84D, and ZG66. The 
color scale for correlation values is shown on the right. 
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Figure S3

PB lineage

PB 
Isotype
control

Gr T B Mono CD16+ CD56+

PB 
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Figure S3: Flow cytometric gating strategy in peripheral blood 
lineages.
(A): Example gating strategy of PB lineages (Gr, T, B, Mono, 

CD16+NK, and CD56+NK). 

(B): CD271+ detection with an isotype control sample of H84D at 

2m after transplantation.
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Figure S4: Clonal bias in CD16+ CD56- NK cells versus PB 
lineages
Ridge plot showing clonal bias between CD16+ NK and (A) Mono, 

(B) T cells, and (C) B cells over time for busulfan treated animals,

10U004 and H84D, and TBI treated animal, ZG66.
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