Nonhomologous end joining and V(D)J recombination

require an additional factor
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DNA nonhomologous end-joining (NHE)J) is the major pathway for
repairing DNA double-strand breaks in mammalian cells. It also
functions to carry out rearrangements at the specialized breaks
introduced during V(D)J recombination. Here, we describe a pa-
tient with T-B~ severe combined immunodeficiency, whose cells
have defects closely resembling those of NHEJ-defective rodent
cells. Cells derived from this patient show dramatic radiosensitiv-
ity, decreased double-strand break rejoining, and reduced fidelity
in signal and coding joint formation during V(D)) recombination.
Detailed examination indicates that the patient is defective neither
in the known factors involved in NHEJ in mammals (Ku70, Ku80,
DNA-dependent protein kinase catalytic subunit, Xrcc4, DNA ligase
IV, or Artemis) nor in the Mre11/Rad50/Nbs1 complex, whose
homologue in Saccharomyces cerevisiae functions in NHEJ. These
results provide strong evidence that additional activities are crucial
for NHEJ and V(D)J recombination in mammals.

NA double-strand breaks (DSBs) can be caused by both

exogenous DNA-damaging agents, such as ionizing radia-
tion (IR) or reactive oxygen species, and by endogenous cellular
processes, such as recombination or replication. Because a DSB
can lead to loss or rearrangement of genomic material, pathways
for their repair are critically important for genomic stability.
Clinical manifestations of defective DNA repair can include
increased radiation sensitivity and predisposition to cancer.
Because normal development of the immune system requires the
introduction of DSBs during antigen receptor gene assembly,
defects in the repair of these specialized breaks can also lead to
profound immunodeficiencies (1, 2).

During V(D)J recombination, the recombination-activating
gene 1 (RAG1) and RAG2 proteins collaborate to introduce a
pair of DSBs in the chromosome between recombination signal
sequences and the antigen receptor coding segments. The re-
sulting DSBs have two distinct structures, a blunt signal end and
a hairpin coding end, which are subsequently resolved to form
two new junctions, signal joints (SJ) and coding joints (CJ) (3, 4).
Ubiquitously expressed components of the nonhomologous end-
joining pathway (NHEJ) are required for the repair of radiation-
induced DSBs and the rejoining of the DNA ends specifically
generated during V(D)J recombination (1, 5). Several of these
factors have been identified to date: the DNA-dependent protein
kinase (DNA-PK), which consists of the DNA-PK catalytic
subunit (DNA-PKcs) and the Ku70/Ku80 heterodimer that
associates with it and binds to DNA ends (for a review, see
ref. 5); Artemis (6); Xrcc4; and ligase IV (7, 8). Defects in any
of these factors can lead to pronounced radiosensitivity and
immunodeficiency.

To determine whether defects in other factors known to be
involved in DSB repair could contribute to clinical immunode-
ficiency and to identify novel genes involved in V(D)J recom-
bination and DSB repair, we analyzed cells derived from patients
with a clinical presentation that would be consistent with such a
defect. Here we describe the analysis of one such patient. Cells
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derived from this patient show profound radiosensitivity and a
marked defect in DSB repair. V(D)J recombination is also
affected, with abnormalities in both SJ and CJ formation. This
constellation of defects, in conjunction with the clinical mani-
festations, is unlike that of any previously described human
syndrome. No defects in the factors previously shown to function
in the NHEJ pathway in mammalian cells were found, providing
strong evidence that the defect lies in an uncharacterized
component of the NHEJ pathway.

Materials and Methods

Clinical Assessment of 2BN and 3BN. Clinical and laboratory inves-
tigations for immunodeficiencies were carried out as reported
(9, 10).

Cell Culture. Material was obtained from the patient with in-
formed consent. 2BN represents the primary skin fibroblast cell
line derived from the patient and 2BNneo, an SV40-transformed
but not immortalized derivative. 2BNhTERT was derived by
stable expression of the catalytic subunit of human telomerase.
1BR3 and 1BRneo are normal primary and transformed fibro-
blast cell lines, respectively, used as controls. 1604hTERT is a
normal cell line immortalized by human telomerase. M059J and
MO59K are glioma cell lines lacking and expressing DNA-PKcs,
respectively (11). Cells were cultured in MEM supplemented
with 15% FCS, penicillin, and streptomycin, as described (12).
Clonogenic assays for radiosensitivity were as described (12).

Measurement of V(D)) Recombination. V(D)J recombination was
measured according to standard methods (13), except that cells
were transfected by lipofection with lipofect AMINE (GIBCO/
BRL). The fraction of perfect joints was measured by hybrid-
ization with a signal junction-specific probe, SJ2 (13). The
NHEJ-deficient control cell lines used for the complementation
experiments are as follows: Ku70, Ku70-deficient embryonic
stem cells (14); Ku80, Xrs-6 (15); DNA-PKcs, SC3T3W (16);
Xreed, XR-1 cells (17); DNA ligase 1V; 411BR (18); Artemis,
CJ179. CJ179 is an Artemis-defective fibroblast line derived
from a severe combined immunodeficiency patient. The line has
no detectable Artemis transcript (unpublished observations).

Measurement of DSB Rejoining. Two to 3 X 10° cells were labeled
with 0.02 pCi/ml [**C]thymidine (Amersham Pharmacia Life
Sciences, 50—60 mCi/mmol) for 48-50 h followed by incubation
for 2 h in unlabeled medium. Agarose plugs were prepared from
the cells, now in stationary phase, irradiated with 40-Gy y-rays
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Table 1. Analysis of signal and coding joint formation in 2BN cells

Signal joints

Coding joints

No. of plasmids,

Perfect joints,

No. of plasmids,

Experiment Cells X103 Rec. freq., % % X103 Rec. freq., %

1 1BR3neo 107 4.0 100 30 2.35
2BNneo 16 0.25 54 15 0.05

2 1BR3neo 39 4.3 100 19 1.4
2BNneo 57 0.75 55 64 0.03

3 1BR3neo 20 3.5 100 6 2.0
2BNneo 16 0.5 59 11 0.06

4 1BR3neo 36 1.0 100 22 1.25
2BNneo 107 0.26 48 112 0.05

The results from four representative transfections are shown. No. of plasmids, number of Amp-resistant plasmids recovered, reflecting
the number of plasmids screened; Rec. freq., recombination frequency shown; Perfect joints, percentage of AmpR/CamR colonies that

hybridized to the SJ2 probe (see Materials and Methods).

and incubated for repair as described (19). The cells were lysed
in the plugs and DNA fragments separated by pulsed-field gel
electrophoresis (PFGE) by using a Bio-Rad CHEF DRIII with
forward and backward pulse times of 30 min and a total
electrophoresis time of 48 h at 1.5 V/cm. After electrophoresis,
the gel was placed onto DE18 paper (Whatman), dried for 3 h
at 50°C, and analyzed on a PhosphorImager (Storm, Molecular
Dynamics) by using IMAGEQUANT software.

Immunoblotting and Biochemical Assays. Whole-cell extracts were
prepared by the method of Scholer et al. (20). For immunoblot-
ting, whole-cell extracts were boiled in SDS/PAGE loading
buffer, separated in 6% SDS/PAGE, and the proteins trans-
ferred to nitrocellulose by using a wet-blotting apparatus. The
antibodies used were the following: for Ku80, Ku80-4; for Ku70,
N3H10; for Xrcc4, SJA4; and an anti-DNA ligase I'V antibody as
described (21). DNA end-binding (electrophoretic mobility-shift
assay), DNA-PK, and DNA ligase IV adenylation assay were as
described (22-24). For the in vitro NHEJ assay, whole-cell
extracts and DNA-PKcs were prepared and assays carried out as
described (25, 26).

Results

Two siblings, patients 2BN and 3BN, were diagnosed with an NK
cell predominant form of combined immunodeficiency (details
of the immunologic evaluation can be found in Table 4, which is
published as supporting information on the PNAS web site,
www.pnas.org). The parents of the affected children are of
Caucasian background and are not consanguineous, and there
was no additional family history of immunodeficiency. Both
children received bone marrow transplants before this study.
Primary fibroblast cell lines were obtained from both patients,
but only the cells from 2BN could be maintained in culture.

Decreased Efficiency and Fidelity of V(D)J Joining in 2BN Cells. 2BN
cells were examined for their ability to carry out the V(D)J
rearrangement process that assembles antigen receptor genes
during lymphoid development (4). No characterization of the
endogenous receptor rearrangement in the B and T cells of
patient 2BN was possible, because no patient material derived
before transplantation was available. V(D)J recombination
was, therefore, analyzed in transformed 2BN fibroblast cells
(2BNneo) transiently transfected with a recombination substrate
and plasmids expressing RAG1 and RAG?2 (see Materials and
Methods). The frequencies of both SJ and CJ formation were
reproducibly lower in 2BNneo cells than in normal 1BRneo
control cells, with CJ formation more severely affected than SJ
(a 30-fold decrease for CJ vs. 7-fold for SJ; representative data
are shown in Table 1).
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In addition to the decreased frequency of CJ and SJ formation,
the junctions themselves were unusual. SJ are normally the result
of precise fusions of recombination signal sequences, heptamer
to heptamer. However, on average only 54% of the 2BN signal
junctions were rejoined precisely, as determined by hybridization
to a junction-specific probe. Still lower levels of precise SJ
formation were observed in individual subclones of 2BN cells
immortalized with human telomerase (see Table 2, experiments
1-5 and 8). Sequence analysis of 35 junctions from 4 independent
transfection experiments of 2BN primary cells and 2BNneo
revealed nucleotide deletions of 1-23 bases, with no apparent
insertions (see Fig. 44, which is published as supporting infor-
mation on the PNAS web site). Two major classes of events were
found: one, representing 10/35 junctions, was the loss of five
nucleotides from the junction (either all five from one heptamer
or four from one heptamer and one nucleotide from the other),
and the second, observed in 11/35 junctions, was the complete
loss of a heptamer with retention of all of the nucleotides in the
spacer sequence.

Coding junctions derived from 2BN cells were also different
from those obtained from their normal counterparts (Fig. 4B).
Although the number of bases lost from 1BRneo control cells
ranged from 1 to 8 bp, that for 2BN cells ranged from 3 to 37,
with 27% of the sequenced junctions having deletions larger than
8 bp. No apparent clustering of break points was detected, but
a slightly higher usage of microhomology at junctions in 2BN
cells compared with normal cells was noted. Thus, as for the SJ,
the CJ of 2BN cells are decreased both in number and fidelity.

2BN Cells Are Dramatically Radiosensitive and Defective in DNA DSB
Rejoining. The abnormal V(D)J recombination observed in 2BN
cells expressing wild-type RAG1 and RAG2 indicated that the
cells were defective in carrying out the repair phase of the
recombination reaction. To further characterize the repair de-
fect in these cells, their response to DNA-damaging agents was
assessed. The response of primary (2BN) and SV40-transformed
(2BNneo) cell lines was examined in comparison to normal
primary (1BR) and transformed (1BRneo) cells and a telomer-
ase-immortalized cell line 1604hTERT. Two additional cell lines,
ATIBR and 180BR, were included for comparison where ap-
propriate. AT1BR is derived from a patient with ataxia—
telangiectasia (A-T), a syndrome associated with both clinical
and cellular radiosensitivity, whereas 180BR cells harbor a
defect in DNA ligase IV (21, 27).

2BN primary cells showed dramatic sensitivity to IR in
clonogenic survival analysis as did the SV40-transformed deriv-
ative (Fig. 14). 2BNhTERT cells showed the same level of IR
sensitivity as 2BN primary cells (data not shown). Elevated
chromosomal radiosensitivity as measured by the level of chro-
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Table 2. Expression of known NHEJ factors fails to complement
the signal-joining defect

No. of plasmids, Rec. freq., Perfect joints,

Experiment cDNA X103 % %
1 A — 30 0.3 11
Ku70 18 0.6 16

B — 16 1.2 15

Ku70 9 1.0 9

2 A — 14 1.9 9
Ku80 14 1.5 11

B — 26 0.7 13

Ku80 12 1.2 14

3 A - 16 0.9 25
DNA-PKcs 23 1.3 27

B — 14 1.1 22

DNA-PKcs 11 0.2 20

4 A — 28 0.6 15
XRCC4 43 0.4 17

B — 35 0.7 10

XRCC4 8 1.2 9

5 A — 23 0.9 21
Lig IV 30 0.8 19

B — 16 1.1 18

Lig IV 12 1.3 24

6 A - 16 0.3 52
Artemis 14 0.3 56

B — 18 0.4 46

Artemis 15 0.3 40

7 - 136 0.35 63
hMre11 27 0.5 54

hRad50 94 0.45 48

8 A — 27 0.4 14
NBS1 33 0.5 11

B — 7 0.7 10

NBS1 15 0.3 13

All transfections include RAG1 and RAG2 expression vectors and a signal
joint reporter plasmid and either no additional plasmid (-) or a plasmid
expressing the indicated cDNA. For experiments 1-6, transfections into cell
lines known to be defective in the indicated gene were carried out as a control
(see Materials and Methods). In each case, expression of the cDNA served to
complement the V(D)J defect in the control cell lines with coding joint for-
mation assayed for the DNA-PKcs and Artemis cell lines and signal joint
formation for all others (data not shown). Experiments 1-5 and 8 were carried
out in 2BNhTERT cells, whereas experiments 6 and 7 were performed with
2BNneo cells.

mosome breaks in mitotic cells 4 h postirradiation was also
observed in 2BN cells (see Table 5, which is published as
supporting information on the PNAS web site). However, spon-
taneous chromosome breakage was not significantly elevated
(data not shown). 2BN cells have normal sensitivity to UV
irradiation and to the DNA crosslinking agent, mitomycin C,
demonstrating that their defect is specific to lesions induced by
IR (data not shown).

Several assays serve to distinguish radiosensitive cell lines
defective in NHEJ from those defective in other damage re-
sponse mechanisms. A hallmark of cells defective in NHEJ is a
reduced ability to rejoin radiation-induced DNA DSBs (5).
When DSB rejoining capacity was assessed by using PEFGE, 2BN
cells were significantly defective compared with control cells
(Fig. 1B). This defect was slightly greater than that observed in
DNA ligase IV-defective 180BR cells. The cell cycle checkpoint
responses of 2BN cells were also assessed. After exposure to IR,
normal eukaryotic cells arrest at critical cell cycle checkpoints.
Although the operation of the G;/S checkpoint is not impaired
in primary cells deficient in the characterized NHEJ proteins (2),
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Fig. 1. 2BN cells show radiosensitivity and defective DSB repair. (A) Survival
of 2BN cells after exposure to IR. Cells were exposed to y-rays and survival was
estimated by colony formation as described (12). The data represent the mean
results of a minimum of three experiments for each cell line, and error bars
represent the standard deviation of the mean. The survival response of
2BNneo cells represents the mean of two experiments, and error bars have not
been included. The survival of 2BNhTERT cells (the mean of two experiments)
was identical to that of 2BN primary cells. (B) DSB repair in 2BN cells;
estimation of DNA DSB rejoining by PFGE. Cells, radiolabeled with ['4C]-
TdR, were embedded in agarose, irradiated with 40 Gy y-rays, incubated
for varying times, and subjected to PFGE. The fraction of activity released
(FAR) represents the radioactivity that enters the gel, divided by the total
activity (well + lane). The results are presented as the ratio of the FAR
remaining at the specified time compared with the FAR at time 0. The FAR
for unirradiated cells is subtracted before these estimations.

radiosensitive cell lines from A-T patients fail to arrest at the
G1/S checkpoint (28, 29). The progression of primary 2BN cells
from G; into S phase was monitored by fluorescence activated
cell sorting after irradiation (see Supporting Text, which is
published as supporting information on the PNAS web site).
2BN cells arrested at the G;/S boundary similarly to normal
cells, in marked contrast to the lack of arrest observed in A-T
cells (see Fig. 54, which is published as supporting information
on the PNAS web site).

Mammalian cells also exhibit inhibition of DNA synthesis after
irradiation, reflecting the operation of an S phase checkpoint.
Cell lines defective in this process, including those derived from
A-T and Nijmegen Breakage Syndrome patients, display char-
acteristic radioresistant DNA synthesis (30, 31). The arrest of
DNA synthesis after irradiation was similar in 2BN and control
cells (Fig. 5B). Thus, 2BN cells exhibit the characteristic phe-
notype of cells defective in NHEJ.

Dai et al.
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Fig. 2. 2BNhTERT cells fail to promote end-joining in vitro. (A) Cell-free
extracts prepared from either the control cell line 1604hTERT or 2BNhTERT
were incubated with 5'-32P-end-labeled linear plasmid DNA. The products of
end-joining were analyzed by gel electrophoresis. (B) Extracts from either
1604hTERT, 2BNhTERT, DNA-PKcs-proficient cells (MO59K), or DNA-PKcs de-
fective cells (MO59J) were incubated with 5’-32P-end-labeled linear plasmid
DNA. Where indicated, extracts were complemented by addition of purified
DNA-PKcs (0, 0.14, 0.43, 1.3, 3.9, or 11.6 nM). DNA products were analyzed as
described in A.

2BN Cell Extracts Fail to Support DNA End-Joining in Vitro. NHEJ
activity can also be assessed in vitro where extracts from human
cell lines have been shown to promote DNA end joining (25).
The joining reaction exhibits a dependence on known compo-
nents of the NHEJ pathway (Ku70/80, DNA-PKcs, Xrcc4 /ligase
IV) and is stimulated by IP6 (26). To determine whether cell
lines derived from patient 2BN could promote end-joining in
vitro, whole-cell extracts were prepared from 2BNhTERT and a
control cell line 1604hTERT. Whereas the control line promoted
highly efficient end-joining of linearized plasmid DNA, as
observed by the formation of multimeric species, the 2BNh-
TERT extracts were completely devoid of end-joining activity
(Fig. 24). Thus, the NHEJ defect that is observed in vivo is also
reflected in the in vitro assay system.

2BN Cells Are Not Defective in Any of the Characterized NHEJ Activ-
ities. Six mammalian proteins, Ku70, Ku80, DNA-PKcs, DNA
ligase 1V, Xrcc4, and Artemis, are known to affect both radio-
sensitivity and V(D)J recombination. To gain insight into the
molecular basis underlying the defect in 2BN cells, the expres-
sion and function of these factors were examined by a variety of
genetic and biochemical methods (see Figs. 2 and 3, Table 2, and
summary in Table 3). For each of these proteins except Artemis,
standard assays to test for their biochemical activities were
performed (see Materials and Methods) and, as detailed below,
no defects were found. Similar amounts of DNA ligase IV were
immunoprecipitated by using anti-XRCC4 antibodies from con-
trol and 2BN cells and equal levels of DNA ligase I'V-adenylate
complex were generated in an adenylation assay (21) (Fig. 34).
Thus, Xrcc4 and DNA ligase IV can interact efficiently, and a
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Table 3. 2BN cells are not defective in factors known to be
required for DSB repair and V(D)J joining in mammalian cells

Factor Seq. Western Activity Compl.
Ku70 + + + -
Ku80 + + + -
DNA-PKcs ND + + -
Xrccd + + + -
Ligase IV + + + —
Artemis + ND ND -
hMre11 ND + ND -
hRad50 ND + ND -
Nbs1 ND + ND -

Seq., analysis by RT-PCR sequencing (“'+" reflects a wild-type sequence);
Western, analysis of protein levels by Western immunoblotting (" +" indicates
that the protein was present at a size and level indistinguishable from wild
type); Activity, examination of the activity associated with the particular
protein (see text and Materials and Methods for description of activity tested);
Compl., complementation analysis using the defect in signal joint fidelity asan
assay (see Table 1). ND, not done.

ligase IV adenylate complex, the first step in the ligation
reaction, can be formed normally. By electrophoretic mobility-
shift assay, 2BN cells had normal levels of a double-stranded
DNA end-binding activity, having the mobility expected of Ku
(Fig. 3B). DNA-PK activity was normal as assessed by the ability
of a DNA-bound fraction of cell proteins to phosphorylate a
pS3-derived peptide (Fig. 3C), an assay that can detect defects in
known DNA-PK-defective cell lines (refs. 11, 24, and 32, and
data not shown). We also exploited the in vitro end-joining assay
to verify that the defect in 2BN cells is not due to a lack of
DNA-PKcs activity. We found that purified DNA-PKcs could
complement extracts prepared from the DNA-PKcs-defective
cell line M059J, whereas no complementation was observed with
2BNhTERT extracts (Fig. 2D). In addition, Western blotting
with specific antibodies to Ku70, Ku80, DNA-PKcs, DNA ligase
IV, and Xrcc4 demonstrated that all five proteins were expressed
at normal levels (Fig. 34).

All of the candidate genes, with the exception of the 12,386-bp
DNA-PKcs gene, were examined by RT-PCR sequencing. All
genes had wild-type sequences (data not shown). In the case of
Artemis, two nucleotide changes were observed compared with
the published sequence (a G to T at position 1657 resulting in the
conservative amino acid substitution of a leucine for a valine and
a silent C to T mutation at position 1788). However, the same
nucleotide substitutions were observed in a normal control cell
(1BR), suggesting that they are not responsible for the mutant
phenotype in 2BN cells.

To further exclude the possibility that defects in the known
NHEJ components might underlie the phenotype of 2BN cells,
we asked whether expression of functional cDNAs for these
candidate genes could complement the V(D)J defect in the
frequency and fidelity of SJ formation. For these experiments
2BNhTERT cells were used due to their ease of growth. Analysis
of 2BNhTERT cells revealed a slightly more dramatic defect
than previously observed with 2BNneo cells in the fidelity of
signal rejoining with precise joining ranging from 7.5 to 40% in
individual subclones. The frequency of SJ, however, was similar
to that observed in 2BNneo cells. Transient transfection of
2BNhTERT cells with plasmids expressing cDNAs for human
Ku70, Ku 80, DNA-Pkcs, Artemis, Xrcc4, or DNA ligase IV in
conjunction with plasmids expressing the RAG genes and a
recombination substrate failed to rescue their V(D)J recombi-
nation defect (Table 2). However, when cell lines known to be
defective in each of these genes were similarly transfected with
the appropriate complementing cDNA, V(D)J recombination
was restored to wild-type or near wild-type levels, confirming
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Fig.3. 2BN cells show normal expression and activity of characterized NHEJ proteins. (A) DNA ligase IV adenylation activity. Because DNA ligase IV antibodies
are inefficient in IP, anti-Xrcc4 antibodies were used to coimmunoprecipitate DNA ligase IV. DNA ligase IV exists endogenously as an enzyme-adenylate complex;
therefore, extracts were or were not treated with 5 mM inorganic pyrophosphate (Ppi) to disrupt preformed AMP-ligase complexes and then analyzed for DNA
ligase IV-adenylate complex formation. As expected, the signal is greater after Ppi treatment. DNA ligase IV-defective 180BR cells were included as a control (21).
(B) DNA end-binding activity. Whole-cell extracts (5 ug) from 1BR3 and 2BN cells were incubated with [y-32P]dATP-labeled M1/M2 oligonucleotide probe and
separated by PAGE. The position of the free probe and Ku-dependent bands is highlighted. The band was shown to be Ku-dependent, because it is absent in
Ku80-defective Xrs-6 cells and is regained in xrs-6 complemented with human Ku80 cDNA (data notshown and ref. 22). (C) DNA-Pk activity. DNA-binding proteins
were microfractionated from whole-cell extracts (10 ng) of 1BR3 and 2BN cells using DNA cellulose beads and incubated with a p53-derived peptide in the
presence of [y-32P]dATP. The peptide was separated from other nonspecific phosphorylated proteins by PAGE and quantified by Phosphorimager counting. The
results represent arbitrary Phosphorlmager units. (D) Western blot analysis of NHEJ proteins in 2BN cells. Whole-cell extracts of transformed 2BN and control cells
were analyzed by Western blotting by using antibodies against DNA ligase 1V, Ku80 (Ku80-4), Ku70 (N3H10), Xrcc4, and DNA-PKcs (MSAG3). Anti-hRad50,

hMre11, and p95 antibodies were a kind gift from J. H. J. Petrini (35).

that the cDNA expression vectors were indeed functional (data
not shown, but see Table 2 legend and Materials and Methods for
details). Thus, the phenotype observed in 2BN cells cannot result
simply from the lack of expression of any of these genes.
Although the six proteins discussed above are the only ones
presently known to have an impact on both radiosensitivity and
V(D)J recombination, we also examined mammalian homo-
logues of Mrel1, Rad50, and Xrs2, because they are required for
NHEJ in S. cerevisiae (33, 34). Nbs1, the protein defective in
Nijmegen Breakage Syndrome, a disorder also associated with
immunodeficiency, appears to represent a functional homologue
of Xrs2 (35, 36). 2BN cells expressed normal levels of Mrell,
Rad50, and Nbs1 (p95) by Western immunoblotting. Transient
transfection of cDNAs expressing hMrell, hRad50, or Nbsl
failed to complement the V(D)J defect (Fig. 3D and Table 2).

Discussion

Here, we have studied cells derived from a patient originally
receiving medical attention because of her profound immuno-
deficiency (and the prior history of immunodeficiency in her
sibling). These cells are dramatically radiosensitive, defective in
rejoining DSBs, and elevated in their chromosomal radiosensi-
tivity. Moreover, the efficiency and fidelity of V(D)J recombi-
nation in these cells is significantly reduced. This combination of
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features strongly suggests that the cells harbor a defect in a
component of the NHEJ machinery.

Extensive examination suggests that the defect in 2BN cells
does not reside in any of the characterized factors involved in
NHEJ and V(D)J recombination in mammalian cells. As sum-
marized in Table 3, protein expression, biochemical assays, and
cDNA sequencing failed to uncover a defect in any of the
candidate proteins. Furthermore, complementation studies in-
dicate that expression of the wild-type version of Ku70, Ku80,
DNA-PKcs, Artemis, Xrcc4, and ligase IV factors as well as
hMrell, hRad50, and Nbs1, does not lead to an increase in SJ
fidelity, strongly suggesting that the defect lies in another gene.
Although the complementation experiments could be mislead-
ing if the defect was a dominant negative, the genetics, with two
affected siblings born of unaffected parents, is most consistent
with a recessive mutation. Thus, our analysis strongly suggests
that NHEJ, the process that functions jointly in V(D)J recom-
bination and the repair of radiation-induced DNA damage in
mammalian cells, requires at least one additional component.

Mutations in the different characterized components of the
NHEJ pathway lead to a distinct constellation of phenotypes
observable in the cultured cell lines, in knock-out mice and in
human patients. The severity of the effect on immune system
development or V(D)J recombination is not always paralleled by
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the magnitude of the sensitivity to IR, the deficiency in DSB
repair or the severity of clinical features. Furthermore, different
aspects of V(D)J joining can be differentially affected by mu-
tations in the different components.

The phenotype that we describe for 2BN cells is distinct from
that of previously characterized radiosensitive human cell lines.
The level of radiation sensitivity is unparalleled, with sensitivity
equal to or greater than cells lacking ataxia telangiectasia
mutated, which are among the most exquisitely radiosensitive
cell lines described. 2BN cells also show a greater degree of
radiation sensitivity than human cell lines deficient in ligase IV
(180BR, 411BR, and FB2303) (18). The V(D)J defect is also
distinct. Although the LIG4 syndrome cells and 2BN cells both
show decreased signal joining fidelity, the effect on CJ (in terms
of both frequency and fidelity) is greater for 2BN than for LIG4
syndrome. The LIG4 syndrome patients also show distinct
clinical features with more pronounced developmental anoma-
lies than observed in patient 2BN or her brother. The V(D)J
defect in 2BN cells is most similar to that of murine severe
combined immunodeficiency cells, although 2BN cells show a
greater loss of SJ fidelity coupled with a less severe defect in CJ
frequency. 2BN cells also differ from the recently described
Artemis-deficient cell lines, because the latter, although radio-
sensitive, are not defective in DSB repair as assessed by PFGE
(6, 37). Furthermore, Artemis-deficient cell lines do not display
the characteristic effect on SJ fidelity observed for 2BN cells,
although they exhibit a more profound deficiency in CJ forma-
tion. Finally, 2BN cells are proficient in the cell cycle checkpoint
signaling responses defective in both A-T and Nijmegen Break-
age Syndrome cell lines, consistent with a specific defect in
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NHEJ rather than a broader defect in a DSB signaling mecha-
nism (38).

Although the distinctions discussed above could in part reflect
the result of hypomorphic non-null mutations and the interac-
tion with different genetic backgrounds, the results serve to
underscore the overlapping nature of the pathways involved in
the repair of radiation-induced breaks, the broken ends arising
from V(D)J joining and restriction enzyme cuts. Our findings
provide strong evidence for the existence of an additional factor
required for the repair of all three of these types of DSB. They
also provide further evidence that defects in the NHEJ compo-
nents can contribute to human immunodeficiency, and that
NHE] is required for normal human growth.
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