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Tumor-reactive T cells are key components 
in immunotherapies

Tumor-specific killing 
by T cells

Reduced tumor growth 
under immunotherapy

Sustained outcome in 
late-stage cancer patients

Image from Oral Cancer Foundation, Juneja et al., 2017, JEM and Ribas et al., 2012, Clin Cancer Res
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Extremely diversified interactions between TCR 
and MHC-antigen complex

TCRα TCRβ

MHC-I

TCR 
CDR3

CASSLKLAGPDTQYF 
CASSLGSGTAQGYEQYF 
CASTLGQTPKTQYF 
CASSLGTGIRTDTQYF 
CASSLGTSLGQETQYF
…

Tumor 
antigens

Somatic mutations
Frameshift indels
Tissue-restricted genes
De novo ORF
Post-translational modification
Translated ‘non-coding’ genes
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Outline

• Clustering TCRs into antigen-specific groups

• Identification of a novel cancer antigen with 
TCR clusters

• Novel machine learning method for de novo 
prediction of cancer-associated T cells
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GLIPH: Clustering similar TCRs for antigen-
specificity

Glanville et al., Nature, 2017

Shared CDR3 motifs may be surrogates 
for shared antigen-specificity 6

GLIPH:	Clustering	similar	TCRs	for	an#gen-
specificity	LETTERRESEARCH
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as a test of whether GLIPH could recognize new members of existing 
specificity groups, we ran GLIPH on replicates containing only half of 
the subjects (Supplementary Table 7), and then used those specificity 
groups to score TCRs in the other half of the subjects. GLIPH was able 
to successfully recognize new TCRs of known specificity groups in the 
circulating T cells of new donors, providing a basis for reading the TCR 
repertoire (Extended Data Fig. 4d). The excess of specificity groups 
over the number of pMHCs also shows that there are multiple distin-
guishable TCR sequence solutions to a given ligand (Fig. 2a, Extended 
Data Fig. 4b), which was recently demonstrated in the context of an 
influenza CD8+ T cell epitope10.

Our second validation test evaluated the performance of 
GLIPH in a completely independent test set: TCR sequences from  
M. tuberculosis-specific CD4+ T cells isolated from 22 subjects with 
a latent infection (Supplementary Table 3). In brief, peripheral blood 
mononuclear cells (PBMCs) were stimulated with a large collection of 
M. tuberculosis peptides (n = 300) which can elicit a CD4+ response or 
an M. tuberculosis lysate for 4 and 12 h, respectively, and activated CD4+ 
T cells were selected on the basis of increased surface expression of 
CD154 or cytokine secretion11–13 (Extended Data Fig. 5b, c). Single cells 
were sorted into 96-well plates and amplified and sequenced for TCRαβ 
sequences, as well as scored for a panel of 18 cytokine genes using mul-
tiplex primers as previously described14 (Extended Data Fig. 6). The 
majority of cells showed a TH1*-like phenotype including IFNγ and 
IL-2 production, no IL-17 production, and T-bet and RORC expres-
sion consistent with previous reports15,16. The TCRs from the samples 
were enriched for clonally expanded sequences compared with PBMC 
controls (Extended Data Fig. 7). We obtained 4,464 independent TCRα 
and 5,711 TCRβ sequences from 22 individuals and analysed them 
with the GLIPH algorithm. GLIPH clustered 14% of all TCRs into 141 
clusters of which 43 contained at least three unique TCRs. We focused 
on clusters that contained TCRs from at least 3 individuals: 16 distinct  
TCR β specificity groups that were shared between three or more 
individuals and contained at least four uniquely derived TCRβ clones. 
Among that set, there were six specificity groups that exhibited signif-
icant V-gene bias (P < 0.05), CDR3 length bias (P < 0.05), and were 
overrepresented in clonally expanded T cells (Fig. 3, Supplementary 
Table 5).

As an initial validation of the GLIPH-predicted specificity groups 
in the test set, these 22 individuals were comprehensively HLA-typed 

by sequencing to determine whether the GLIPH-derived TCR clus-
ters also correlated with shared HLA alleles (Supplementary Table 6). 
We found 69 unique HLA class II alleles in our 22 subjects, but only 
one or two enriched candidate HLAs within the contributors to each 
GLIPH sequence group. To determine whether this predicted HLA 
restriction was correct, we chose three or four TCR heterodimers from 
different individuals from five different representative TCR specifi-
city groups (I–V) that scored well for the GLIPH parameters (Fig. 3). 
Using a luciferase reporter assay17, we found that, as predicted, group 
I responded to the class II allele DQA1*0102/DQB1*0602, group II 
responded to DRB1*1503, group III responded to DRB1*0301, group 
IV responded to DRB3*0301, and group V responded to DRB5*0101 
(Fig. 4a–c, Extended Data Fig. 8).

To determine the M. tuberculosis peptide specificity, we used the 
IEDB HLA-II binding prediction algorithms to rank likely antigen 
candidates known to be in the M. tuberculosis megapool18, and then 
performed individual peptide stimulation assays on the HLA-matched 
APC cell line to quickly identify the target peptide for all TCR speci-
ficity groups (I–V) (Fig. 4d, e, Extended Data Fig. 8). In each case, all 
or most TCRs in a given group recognized the same M. tuberculosis 
peptide (Fig. 4f–h).

To analyse the determinants of specificity independently, we per-
formed a glycine mutagenesis scan of TCR025, which confirmed that 
the GLIPH predicted contact motif was indeed critical, with even con-
servative single amino acid changes (A>G and L>G) being sufficient 
to abolish specificity but not residues flanking either side (Fig. 5a).

As our final validation test of the ability of GLIPH to identify speci-
ficity regions of a TCR, and predict the specificity of new TCRs using 
this information, we generated de novo TCRs against the M. tubercu-
losis DRB1*1503-restricted peptide Rv119515–29. From subject-derived 
TCR CDR3 sequences identified by GLIPH as being convergent against 
this antigen (Fig. 5b), we calculated a CDR3 positional weight matrix 
(PWM) (Fig. 5c) to design TCRβ sequences (paired with the TCRα 
from known binder TCR025) as having the same specificity. From the 
GLIPH TCR PWM, we analysed the top 1,000 predicted CDR3β TCRs 
specific to M. tuberculosis DRB1*1503-restricted Rv119515–29. Some of 
these CDR3s were identical to those of observed binders, although in 
the context of TCR025 Vβ, Jβ, Vα, Jα and CDR3α, differed by at least 
45 amino acids in the total TCR (Extended Data Fig. 9). We found that 
many predicted binders, none of which was found in our study, had 

Vβ TCRβ–CDR3 Vα TCRα–CDR3
46 TRBV19 FDVVL566\HT\I TRAV27 FDJ���J*64*QOLI

7 TRBV19 FDVVL56$\HT\I TRAV27 FDJ���J*64*QOLI
7 TRBV19 FDVVL566\HT\I TRAV27 FDD���J*64*QOLI
5 TRBV19 FDVVL566\HT\I TRAV8-6 FDY���J*64*QOLI
3 TRBV19 FDVVL566\HT\I TRAV27 FDJ���J*64*QOLI
2 TRBV19 FDVVW566\HT\I TRAV14/DV4 FDV���J*64*QOLI
1 TRBV19 FDVVV566\HT\I TRAV27 FDJ���D*64*QOLI
1 TRBV19 FDVVL566\HT\I TRAV27 FDJ���J*64*QOLI
1 TRBV19 FDVVV566\HT\I TRAV27 FDJ���D*64*QOLI
1 TRBV19 FDVVP566\HT\I TRAV27 FDJ���G*64*QOLI
1 TRBV19 FDVVV566\HT\I TRAV8-6 FDY���V*64*QOLI
2 TRBV19 FDVVL566\HT\I TRAV27 FDJ�HJJ*64*QOLI
1 TRBV19 FDVVW566VHT\I TRAV27 FDJ�DJJ*64*QOLI
1 TRBV19 FDVVL566GWT\I TRAV35 FDJ�DKJ*64*QOLI
1 TRBV19 FDVVW56$DSOKI TRAV27 FDJ�DGJ*64*QOLI
1 TRBV19 FDVVY56$GWT\I TRAV27 FDJ�D\J*64*QOLI
7 TRBV19 FDVVL56$\HT\I TRAV27 FDJDOJV617*NOLI
2 TRBV19 FDVVL56$\HT\I TRAV27 FDJD\JV617*NOLI
1 TRBV19 FDVVL566\HT\I TRAV29/DV5 FDDVDJJ*64*QOLI
1 TRBV19 FDVVV5$6\HT\I TRAV12-2 FDYQPJJ*64*QOLI
1 TRBV19 FDVVL5$$\HT\I TRAV27 FDJDLJV617*NOLI
1 TRBV19 FDVVL56$\HT\I TRAV27 FDJDUJV617*NOLI
1 TRBV19 FDVVL56$\HT\I TRAV27 FDJDVJV617*NOLI
1 TRBV19 FDVVL566\HT\I TRAV27 FDJDIJV617*NOLI
1 TRBV19 FDVVV56$\HT\I TRAV27 FDJDDJV617*NOLI
1 TRBV19 FDVVW56$\HT\I TRAV27 FDJDVJV617*NOLI

a           b
FDVVL566GWT\I
FDVVP566\HT\I
FDVVV566\HT\I
FDVVW56$DSOKI
FDVVW566VHT\I
FDVVW566\HT\I
FDVVY56$GWT\I

FVDUDJ9*1WL\I
FVDUGU9*1J\WI
FVDUGV9*1J\WI
FVDUJT9*1WL\I
FVDULH9*1WL\I
FVDULJ9*1J\WI
FVDUWJ9*1WL\I

FDVVI47*DV\��J\WI
FDVVO47*DWIQ\J\WI
FDVVS97*JL\J�\WJI
FDVVS97*WJK\�J\WI
FDVVV97*WJQ\�J\WI
FDVV\47*DD\��J\WI
FDVV\47*DJJ\J\WJI

TCRβ–CDR3 
TCRα–CDR3 
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Tetramer+ TCR clusters CDR3 convergence Structural basis for convergence Cells

Figure 2 | Crystal structure representatives of TCR specificity groups 
reveal the structural basis for antigen-specific paratope convergence. 
a, Network analysis of tetramer+ CDR3 clusters indicates relationships 
between TCRs (nodes) sharing global CDR3 similarity (black edges) 
or local CDR3 motifs (grey edges: motifs >10 fold enriched, 0.001> 
probability of enrichment by chance). Grey arrows indicate representative 
specificity group, accompanied with representative CDR3 alignment and 

crystal structure. Significant motif residues are highlighted in red in both 
CDR3 alignments and structure. In alignments: low contact probability, 
grey. In structures: MHC, grey; peptide, orange; TCRβ, light blue; 
TCRα, cyan. b, Single-cell paired α/β sequencing with crystal structure 
representative reveals coordinated motifs in both TCRβ and TCRα CDR3 
that define paratope specificity.

© 2017 Macmillan Publishers Limited, part of Springer Nature. All rights reserved.

Glanville	et	al.,	Nature,	2017	



Benchmarking GLIPH antigen-specificity 
with antigen-specific TCR data

Epitope Epitope Species
KAFSPEVIPMF HIV-1
GTSGSPIVNR DENV1

RAKFKQLL EBV
GTSGSPIINR DENV3/4
VTEHDTLLY CMV

CINGVCWTV HCV
ATDALMTGY HCV
KRWIILGLNK HIV-1

LLLGIGILV Homo Sapiens
TPRVTGGGAM CMV
TPQDLNTML HIV-1
LLWNGPMAV Yellow Fever Virus
YVLDHLIVV EBV

LPRRSGAAGA InfluenzaA
ARMILMTHF HCV

2,000 TCRs from:
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iSMART: immuno-Similarity Measurement 
via Aligning Receptors of T cells

iSMART workflow:

1. Perform pairwise alignment 
of CDR3 sequences

2. Build connectivity matrix of 
CDR3 sequences based on 
high alignment scores

3. Call CDR3 clusters based on 
connectivity matrix

8



Identification of clusters from TIL CDR3 data

CDR3 Sample ID Cancer Group

CAVRDWNAGNMLTF TCGA-4K-AA1I-01A TGCT 1720

CAVRDFNAGNMLTF TCGA-29-1698-01A OV 1720

CASPKNTGFQKLVF TCGA-EW-A1IY-01A BRCA 1721

CAAPRNTGFQKLVF TCGA-BR-8687-01A STAD 1721

CASSLHSRAETQYF TCGA-E2-A1IO-01A BRCA 1722

CASSAHSRAETQYF TCGA-TS-A8AV-01A MESO 1722

CAVSEWSGGSNYKLTF TCGA-BR-8361-01A STAD 1723

CAVSEGSGGSNYKLTF TCGA-L5-A4OS-01A ESCA 1723

9



Outline

• Clustering TCRs into antigen-specific groups

• Identification of a novel cancer antigen with 
TCR clusters

• Novel machine learning method for de novo 
prediction of cancer-associated T cells
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Cancer-type enrichment for two CDR3 clustersFigure 5: Enrichment of colon and endometrial patients in selected CDR3 clusters 
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HSFX1 is overexpressed in the two clustersFigure 5: Enrichment of colon and endometrial patients in selected CDR3 clusters 
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Sample Disease TPM HLA-A1 HLA-A2 HLA-B1 HLA-B2 HLA-C1 HLA-C2
TCGA-AA-3502 COAD 0.28 A*02:01 A*25:01 B*44:02 B*51:01 C*07:04 C*16:02

TCGA-AP-A1DM UCEC 1.00 A*03:01 A*01:01 B*08:01 B*35:01 C*07:01 C*04:01

TCGA-AA-A01K COAD 0.83 A*01:01 A*03:01 B*07:02 B*51:01 C*07:02 C*12:02

TCGA-AA-3684 COAD 1.10 A*02:01 A*24:02 B*44:05 B*52:01 C*02:02 C*12:02

TCGA-D1-A17F UCEC 1.79 A*02:01 A*02:01 B*15:01 B*51:01 C*01:02 C*03:04

TCGA-AA-3875 COAD 0.72 A*01:01 A*68:01 B*08:01 B*15:01 C*03:03 C*07:01

TCGA-AA-3848 COAD 3.05 A*02:01 A*29:02 B*41:02 B*44:03 C*16:01 C*17:01

TCGA-BG-A0MT UCEC 0.70 A*02:01 A*02:01 B*44:02 B*50:01 C*05:01 C*06:02

TCGA-BG-A18C UCEC 4.49 A*03:01 A*24:02 B*07:02 B*07:02 C*07:02 C*07:02

Figure S8: HSFX1 has cancer-specific overexpression and a 9-mer peptide binding to 
multiple HLA alleles matching patients genotypes.

Peptide HLA allele Rank Binder

HSFX1: 384-392

VMFPHLPAL A*02:01 0.02 SB
VMFPHLPAL C*07:01 0.25 SB

VMFPHLPAL C*07:02 0.125 SB
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Clustered OtherFigure S7: HSFX1 gene expression across all cancer types
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HSFX1 is a potential cancer-associated antigen

Sample Disease TPM HLA-A1 HLA-A2 HLA-B1 HLA-B2 HLA-C1 HLA-C2
TCGA-AA-3502 COAD 0.28 A*02:01 A*25:01 B*44:02 B*51:01 C*07:04 C*16:02

TCGA-AP-A1DM UCEC 1.00 A*03:01 A*01:01 B*08:01 B*35:01 C*07:01 C*04:01

TCGA-AA-A01K COAD 0.83 A*01:01 A*03:01 B*07:02 B*51:01 C*07:02 C*12:02

TCGA-AA-3684 COAD 1.10 A*02:01 A*24:02 B*44:05 B*52:01 C*02:02 C*12:02

TCGA-D1-A17F UCEC 1.79 A*02:01 A*02:01 B*15:01 B*51:01 C*01:02 C*03:04

TCGA-AA-3875 COAD 0.72 A*01:01 A*68:01 B*08:01 B*15:01 C*03:03 C*07:01

TCGA-AA-3848 COAD 3.05 A*02:01 A*29:02 B*41:02 B*44:03 C*16:01 C*17:01

TCGA-BG-A0MT UCEC 0.70 A*02:01 A*02:01 B*44:02 B*50:01 C*05:01 C*06:02

TCGA-BG-A18C UCEC 4.49 A*03:01 A*24:02 B*07:02 B*07:02 C*07:02 C*07:02

Figure S8: HSFX1 has cancer-specific overexpression and a 9-mer peptide binding to 
multiple HLA alleles matching patients genotypes.
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Figure S8: HSFX1 has cancer-specific overexpression and a 9-mer peptide binding to 
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In vivo immunogenicity for the 9-mer 
peptide generated from HSFX1

Li et al., under review
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HSFX1 protein is specifically expressed in 
high-grade endometrial tumors
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Outline

• Clustering TCRs into antigen-specific groups

• Identification of a novel cancer antigen with 
TCR clusters

• Novel machine learning method for de novo 
prediction of cancer-associated T cells
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Presence of clustered CDR3s in late stage 
melanoma patients’ blood TCR repertoire

21 TCR-seq samples of melanoma patients coming from:
Robert et al., 2014, Clin Cancer Res.
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Presence of clustered CDR3s in early breast 
cancer patients’ blood TCR repertoire

16 early breast cancer PBMC samples from:
Beausang et al., 2017, PNAS
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DeepCAT: machine leaning method for de 
novo prediction of Cancer-Associated TCRs

Cancer-
associated TCRs 

from TCGA

Non-cancer 
TCRs from 

healthy donors

DeepCAT
Classifiers

Peripheral blood 
from unknown 
individual

TCR repertoire 
data

Cancer 
Score

De novo prediction of 
cancer-associated 
CDR3s in the PBMC 
repertoire
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Independent validation of DeepCAT using 
tetramer sorted antigen-specific TCRs
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Predicting cancer scores across multiple 
disease cohorts

Limitation: Cancer score cannot distinguish different cancer types 21



High prediction power of cancer score suggests 
potential non-invasive (early) detection
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Cancer score may serve as an additional 
diagnostic modality for multiple cancers
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Summary
• iSMART can group TCRs into antigen-specific clusters

• Predicted cancer antigen HSFX1 induces T cell response in vivo

• Development of a de novo prediction method (DeepCAT) for cancer-
associated TCR repertoire

• DeepCAT predictions are robust against random fluctuations of TCR 
repertoire over time

• Using PBMC samples, DeepCAT separates cancer patients from 
healthy individuals with high accuracy
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TCR repertoire diversity indices are usually 
affected by arbitrary library size
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Cancer score is invariant to library size
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Re-evaluation of DNA-methylation based 
blood test for cancer detection
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Confusion matrix for Shen et al.’s method 
when using all 8 prediction models

Evaluation	of	cfDNA	Methylation	Derived	Cancer	Predictive	Models	
	
Shen	et	al.	described	a	novel	approach	using	plasma	cell-free	DNA	methylation	levels	to	predict	
cancer	status	(Shen	et	al.,	Nature,	2018).	Genome-wide	methylation	profiles	were	obtained	from	a	
high-throughput	assay	for	7	cancer	types	and	healthy	individuals	(Normal).	The	cancer	types	are	
bladder	(BLCA),	breast	(BRCA),	colorectal	(CRC),	pancreatic	(PDAC),	lung	(LUC),	leukemia	(AML)	
and	kidney	(RCC).	For	each	of	the	8	disease	types,	they	developed	a	predictive	model	to	
distinguish	the	given	type	against	all	the	others.		
	
To	test	the	performance	of	the	models,	they	analyzed	199	additional	individuals	of	PDAC,	LUC,	
AML	or	Normal.	Specifically,	they	applied	PDAC	to	all	the	individuals	and	predicted	the	probability	
of	having	PDAC	against	all	the	other	diseases.	This	probability	is	then	used	as	a	single	predictor	to	
generate	ROC	and	calculate	AUC.	Same	approach	was	applied	to	other	diseases	including	the	
Normal	individuals.	The	authors	reported	highly	specific	identification	for	each	disease,	with	AUC	
generally	above	0.92,	and	made	the	conclusion	that	this	method	is	potentially	suitable	for	non-
invasive	cancer	diagnosis	and	disease	classification.	

	
However,	this	approach	is	problematic	because	
when	applying	different	models	to	the	same	sample,	
one	will	obtain	conflicting	prediction	results.	These	
conflicts	were	ignored	in	the	authors’	analysis	
because	they	only	investigated	one	model	for	each	
disease	type.	For	a	new	clinical	sample	without	any	
prior	information,	the	correct	way	is	to	apply	all	8	
models	and	make	a	decision	based	on	all	the	results.	
We	re-analyzed	the	intermediate	data	used	to	
validate	the	method,	and	used	each	of	the	8	models	
to	predict	the	disease	probabilities.	The	ideally	
expected	outcome	of	this	analysis	is	each	cancer	
type	is	assigned	with	the	highest	probability	by	the	
corresponding	model,	and	disease	types	not	covered	
in	the	validation	cohort	should	have	very	small	
probabilities	across	all	the	samples.	However,	this	is	not	the	observation	(Figure	1).	There	are	
significant	amount	of	samples	have	high	probability	scores	for	multiple	models.	As	a	result,	many	
normal	samples	will	be	both	Normal	and	PDAC,	and	lung	cancer	samples	may	be	labeled	as	BLCA,	
BRCA,	RCC	and	LUC,	etc.		
	

	
Figure	1.	Prediction	probability	distributions	for	all	8	models	applying	to	validation	dataset.	

 LUC Normal PDAC AML Specificity 
AML 0 0 0 26 1 
BLCA 39 0 0 8 - 
BRCA 2 0 0 0 - 
CRC 1 0 0 0 - 
LUC 12 0 0 1 0.92 

Normal 0 34 3 0 0.92 
PDAC 0 28 44 0 0.61 
RCC 1 0 0 0 - 

Sensitivity 0.22 0.55 0.94 0.74 0.58 
	

Table	1.	Classification	errors	for	predictions	
using	8	models.	The	lower-right	corner	is	the	
overall	accuracy.		Red	cells	are	misclassified	
samples,	and	orange	ones	are	correctly	assigned.	

Overall Accuracy
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Prediction power for early stage pancreatic 
cancer using normal tissue as control
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