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Lower cell number, lateral defect location and milder
grade are associated with improved autologous
chondrocyte implantation outcome

Lauren Tierney'? | Jan H. Kuiper'? | Sally Roberts’? | Martyn Snow'? |
Mike Williams™? | Mateus B. Harrington® | Paul Harrison? | Pete Gallacher? |
Paul Jermin? | Karina T. Wright'?

School of Pharmacy and Bioengineering,

Centre for Regenerative Medicine Research, Abstract

Keele University, Staffordshire, UK Purpose: To investigate patient demographic, injury and surgery/treatment-
20swestry Keele Orthopaedic Research associated factors that can influence the patient-reported outcome
Group, Robert Jones and Agnes Hunt (Lysholm score), following autologous chondrocyte implantation (ACI) in a

Orthopaedic Hospital, Oswestry,

Shropshire, UK large, ‘real-world’, nonuniform, prospective data examined retrospectively.

SDivision of Psvcholodical Medicine & Clinical Methods: Knee patients treated at the Robert Jones and Agnes Hunt
NeumscienceJCardﬁf University, Cardiff, UK Orthopaedic Hospital, UK, using ACI between 1996 and 2020 were eligible.
All longitudinal postoperative Lysholm scores collected between 1 and

Correspondence 23 years after ACI treatment and before any second major procedure (e.g.,
Karina T. Wright, RJAH Orthopaedic Hospital arthroplasty) were included. Multilevel longitudinal models were built
gﬂ‘:;‘;‘:;:‘r’g Tsrﬁg ’;ECC; ?J“}i'd"‘g' Oswestry, investigating the association of short-term (1 year) or long-term trends in
Email: karina.wright1@nhs.net Lysholm score with baseline demographic, clinical and cell-culture vari-
ables, namely age, gender, smoker status, body mass index, baseline
g‘:r‘]‘;i‘;‘aic‘i’i‘:‘:;’;ﬂ‘;"Versus Attt Lysholm score, time from surgery, defect grade, diameter and location,
Grant/Award Numbers: 18480, 19429, 21156: number of defects, previous microfracture, patch/scaffold type, associated
Medical Research Council, procedure(s), number of cells implanted and their passage number.
552”7%’&71“‘ Numbers: MR/L010453/1, MR/ Results: Following filtering, 306 of the 427 knee ACI procedures reviewed

were suitable for inclusion. Factors shown to result in higher postoperative
Lysholm scores in the short term were lower patient age, higher baseline
Lysholm scores, fewer implanted cells and a lateral femoral defect location.
The factor which was associated with higher long-term postoperative Lysholm
scores was a milder defect grade. Additionally, the failure rate in this cohort
was explored and it was found that 73/306 (24%) of patients experienced joint
failure according to our definition. Furthermore, the outcome was not influ-
enced by coincidental procedures in this cohort of patients.

Conclusions: This study has identified a number of baseline factors
associated with patient-reported outcomes following ACI and shows that
treatment of associated pathology at the time of surgery potentially restores
patient outcomes to a similar level as those with no associated pathologies.

Abbreviations: ACI, autologous chondrocyte implantation; AIC, Akaike Information Criterion; BMI, body mass index; ICRS, International Cartilage Regeneration
and Joint Preservation Society; KOOS, Knee injury and Osteoarthritis Outcome Score; LFC, lateral femoral condyle; MACI, matrix-assisted ACI; MFC, Medial
Femoral Condyle; MSC, mesenchymal stromal cell; OA, osteoarthritis; PROM, patient-reported outcome measure.

This is an open access article under the terms of the Creative Commons Attribution License, which permits use, distribution and reproduction in any medium,
provided the original work is properly cited.

© 2024 The Author(s). Knee Surgery, Sports Traumatology, Arthroscopy published by John Wiley & Sons Ltd on behalf of European Society of Sports Traumatology,
Knee Surgery and Arthroscopy.

Knee Surg Sports Traumatol Arthrosc. 2024;1-13. wileyonlinelibrary.com/journal/ksa 1


http://orcid.org/0000-0001-8842-5908
mailto:karina.wright1@nhs.net
https://wileyonlinelibrary.com/journal/ksa
http://creativecommons.org/licenses/by/4.0/

2
—‘—W] LEY—Knee Surgery, Sports Traumatology, Arthroscopy

LOWER CELLS LINKS TO IMPROVED ACI
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INTRODUCTION

Autologous chondrocyte implantation (ACI) provides
relief for symptomatic cartilage defects and although
the formation of hyaline cartilage is rare, ACl does
result in the formation of functional repair tissue at the
defect site [1-4, 24, 28, 30, 32]. While most patients
have positive clinical results, outcomes vary between
individuals, meaning treatment failures and osteo-
arthritis (OA) are still a problem, despite many years of
experience and modifications to the technique. Several
studies have aimed to help predict which patients will
demonstrate positive outcomes based on demographic,
injury or surgery-associated risk factors. A retrospective
audit of patients who had received matrix-assisted
ACI (MACI) found that nonsmokers consistently dem-
onstrated higher post-ACI function (Cincinnati score)
at 3 years, compared to smokers and ex-smokers [17].
These findings were confirmed in patients following
arthroscopic MACI [17]. Similarly, Jaiswal et al. [16]
found significantly improved Cincinnati scores in patients
with normal body weight, with 82% having good/ex-
cellent scores, compared to just 5.5% of patients in the
obese group [16]. Furthermore, patients without con-
comitant pathologies have been reported to have sig-
nificantly higher functional (Lysholm) scores at 6 and
12 months post-MACI than those with them [12]. Addi-
tional factors reported in the literature are potentially in-
fluenced by selection bias based on surgeon selection
criteria.

A systematic review of nine studies with 771 ACI
patients and a mean follow-up time of 11.4 years dem-
onstrated that procedures performed on patients who
were older or with defects >4.5cm? resulted in an
increased risk of reoperation and failure [29]. This review
defined failure as repeat ACI, conversion to osteochon-
dral autologous transfer surgery or osteochondral allo-
graft or unicompartmental or total knee arthroplasty. A
10-year follow-up study of 210 patients also found larger
defects to be a risk factor for ACI failure, in addition to
prior marrow stimulation [25]. A previous study exploring
factors potentially predictive of knee arthroplasty follow-
ing ACI (using some of the same patient data included in
the current study) found that higher age, being female, a
larger number of defects, a patellar defect, a history of
previous operations in the joint being treated and a lower
baseline Lysholm score increased the likelihood of knee
replacement and used these to formulate a risk score
distinguishing five risk categories [5]. Using revision

surgery as an outcome, a more recent study also iden-
tified the female sex and in addition a body mass index
(BMI) =35 as predictive factors [11].

The aim of the current study was to investigate the
association of patient characteristics, surgical proce-
dures, defect characteristics and growth kinetics of the
implanted cells with both short-term 12-month and
longitudinally collected post-ACI Lysholm scores. The
approach was to utilise a ‘real-world’ data set to
investigate (i) whether current proposed short- to mid-
term predictors of successful clinical outcome following
ACI influence the long-term outcome and (ii) whether
new potential predictors could be identified from a large
cohort of patients. The overarching goal was to identify
a set of predictive factors that could add to the current
ACI recommendations, for example, the UK National
Institute for Health and Care Excellence guidance
(TA477) [17]. To the best of our knowledge, this is the
largest and longest follow-up study of patients with very
little refinement criteria.

MATERIALS AND METHODS

The study was ethically approved by the Black Country
Research Ethics Committee (REACT 09/H1203/90).
Knee patients treated using ACI between 1996 and
2020 at the Robert Jones and Agnes Hunt (RJAH)
Orthopaedic Hospital were eligible for inclusion in the
study and provided informed verbal and/or written
consent. The inclusion criteria were any patient who
had undergone standard chondrocyte ACI using a
patch and did not present with any of the exclusion
criteria (listed below). Information was extracted from
the prospective Oscell database of cell therapy pa-
tients. Several hospital-based resources were used to
resolve missing baseline data, including paper records
of surgery and cell manufacture facility procedures,
clinical trial documents and electronic patient records.
Patients were excluded if they had no available post-
operative Lysholm score, or if they fell into a treatment
group whereby they had:

(1) Received autologous cell treatment by direct
injection of cells into the joint or if mesenchymal
stromal cells were used in the procedure.

(2) Undergone any type of bone graft or bone scaffold
accompanying the ACI procedure, given the negative
effect of subchondral bone abnormalities on ACI [1].
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(3) Severely damaged knees due to major trauma such
as a road traffic accident, where cartilage damage
was not the main pathology.

The baseline information collected comprised age at
ACI, sex, BMI, smoking status, prior microfracture, defect
grade, diameter and location, number of defects, patch
type (periosteum or collagen membrane), number of
cells implanted, passage number and concurrent pro-
cedure(s). The primary outcome was a self-administered
version of the Lysholm Knee Scale [37], which was
collected in the clinic at baseline and by mail annually
after the procedure [37]. The total score was determined
using weighting based on a Rasch analysis and con-
verted to a score out of 100 for consistency with
the original Lysholm [36]. The test-retest reliability of the
Lysholm, assessed using the intraclass correlation
coefficient (ICC), is 0.91 [20].

Data refinement

The study aimed to analyse how the Lysholm score
changed over time after ACI up to the point of failure.
Failure was defined as the requirement for a
major second procedure to address the previously
treated joint surface, such as a repeat cartilage repair,
osteotomy or total or partial joint replacement. Any
scores completed after any of these procedures were
excluded. If a patient had multiple defects, only
characteristics for the largest treated defect (e.g., size,
grade and location) were used in the analysis. Cate-
gories with less than five patients were combined to aid
model performance, and their new combined label was
used. The reference categories for each of the three
categorical variables were Smoking status—‘yes’;
Defect grade—‘International Cartilage Regeneration
and Joint Preservation Society (ICRS) grade 3’; Defect
location—'Medial Femoral Condyle (MFC). Two
approaches for representing the data on concurrent
surgery were compared: [1] A binary variable indicating
whether patients had or did not have a parallel proce-
dure or [2] A categorical variable indicating the type of
procedure that occurred alongside ACI, with ‘None’
being the reference category.

Statistical analysis

All analyses were performed using R vs 4.1.1 (2021-
08-10) using the following packages: Ime4 (1.1.27.1) to
build the models, ImerTest (3.1.3) for backwards elim-
ination, sjPlot (2.8.10) and jtools (2.1.4) for model
outputs, lattice (0.20.44) and ggeffects (1.1.1) for plots.
Unless reported otherwise, a p value below 0.05 was
assumed to denote significance and mean values were
reported with their 95% confidence intervals.
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Handling missing data

Baseline characteristics that were missing were
imputed. For categorical parameters such as smoking,
the missing value was imputed as ‘unknown’. For
continuous data such as BMI or baseline Lysholm, the
mean value was imputed for missing values. There was
no need to impute missing postoperative Lysholm val-
ues because the analysis method used (mixed-effects
modelling) naturally handles this type of missingness
[8]. The level of imputation for each parameter is re-
ported in the results.

Building linear mixed models: Random
intercept and random slope models

Since the data were unbalanced and nonindependent,
with multiple scores per patient at unequally spaced
time points, linear mixed-effects modelling was used [8]
with Lysholm score as dependent, time as independent
and patient as a clustering variable. The random slope
and intercept model provided a better fit for the data
accounting for the fact that each patient had both
varying year 1 postoperative scores and long-term
trajectories [23, 39].

Selecting and generating the best-fit linear
mixed model

All baseline variables and their interaction with time were
added as fixed independent variables to create a full
model. Backward elimination of the fixed variables was
used, aiming to achieve a minimal value for the Akaike
Information Criterion (AIC) at each elimination step and
implemented by using likelihood ratio tests at a fixed
p value of 0.157 [14]. This method was used for both
data representations on concurrent surgery (approaches
1 and 2, described earlier) and the representation giving
the lowest AIC was taken forward. The assumption of
normally distributed residual errors (difference between
predicted and actual Lysholm score) in the final best-fit
model was checked using quantile—quantile plots.
Symmetric deviations from a straight line at the top and
tail end of the plot (‘heavy tails’) were considered
acceptable [10]. The only effect of such deviations is to
inflate standard errors and make tests for fixed effects
more conservative, but this would not affect any of the
main conclusions of the study [31].

Sample size estimation

A general rule for linear multivariable models is to have
a sample size of approximately 15 times the number of
potential independent variables [13]. However, a linear
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mixed-effects model has a larger effective sample size
because each patient has multiple measurements
(Lysholm scores). The effective sample size depends
on the number of measurements per patient and the
within-patient correlation between the measurements,
the ICC [13]. For longitudinal patient-reported outcome
measure (PROM) measurements, the ICC is typically
around 0.5 and assuming 5-10 measurements per
patient the effective sample size is almost double the
number of patients. Hence, assuming around 40 inde-
pendent variables (20 intercepts and 20 slopes), one
would need around 600/2 or 300 patients.

RESULTS

A total of 411 patients (427 knees) were treated with
ACI at the RJAH Orthopaedic Hospital between 1996
and 2020. Of these, 53 patients (knees) were excluded
because no postoperative score was available, 61
because they had received a bone graft or scaffolding,
four because they received direct injection or stem
cells and three because they had a major trauma,
leaving 290 patients (306 knees). Their mean baseline
age was 37 years (SD 10) and 66% were male. The
mean BMI was 28 (SD 5) and just over half did not
smoke (52%). The mean defect diameter was 21 mm
(SD 8), almost half of them on the MFC (46%).
Sixty-seven percent of patients had single defects,
mostly ICRS grade 3 or 4. The mean baseline Lysholm
score was 50 (SD 18; full details in Tables 1 and 2).

One year postsurgery, 276 patients (95%) returned a
Lysholm questionnaire but the response rate gradually
declined in subsequent years (Figure 1). The mean
number of returned annual follow-up scores was four but
varied widely between patients (Supporting Information
S1: Table 1). Sixty-two patients returned only one post-
operative Lysholm score whereas 23 patients returned at
least 10 annual postoperative scores, although not always
in consecutive years. The mean postoperative Lysholm
score was consistently greater than 58, over the explored
1-23 years following the patients' surgery (Figure 2). The
data show narrow confidence intervals around the mean
scores obtained in the first 5 years, whereas beyond
12 years postsurgery, there was a noticeable decline in
follow-up scores, with less than 20 responses per follow-
up year being received (Figure 1). The number of patients
considered to experience joint failure was 73/306 (24%),
with a mean time till joint failure of 6 years (SD 5).

Random slope and intercept model
outputs

Comparing the models with random intercept/fixed slope
and random intercept and slope showed that introducing a
random slope improved the model significantly (likelihood-
ratio test, p <0.001, Supporting Information S1: Table 2).

LOWER CELLS LINKS TO IMPROVED ACI

TABLE 1 Categorical baseline demographic and clinical data.
Number per
Variable Subgroups subgroup Percentage
Gender Female 103 34
Male 203 66
Smoker Ex 11 4
No 159 52
Yes 30 10
Unknown 106 85)
Prior No 174 57
microfracture Yes 62 20
Unknown 70 23
Concurrent No 162 53
procedure Yes 109 36
Unknown 35 11
Defect location LFC 56 18
MFC 141 46
LTP 12 4
MTP 2 1
Patella 48 16
Trochlea 47 15
Defect grade 1 1 0
2 13 4
3 66 22
4 99 32
Unknown 127 41
Number of Single 206 67
defects Multiple 100 33
Passage number 1 44 14
of implanted cells 200 65
3 53 17
4 3 1
Unknown 6 2
Patch type Chondro-Gide® 179 59
Periosteum 121 40
Other
Two patch 2 1
types
Unknown 4 1

Note: Where a subgroup has two subdivisions (e.g., defect location LTP and
MTP), subgroups were combined for the model because at least one subgroup
had fewer than five cases. The left subgroup denotes the combined one used in
the model and the left denotes the actual subgroups in the data.
Abbreviations: LFC, lateral femoral condyle; LTP, lateral tibial plateau;

MFC, Medial Femoral Condyle; MTP, Medial tibial plateau.
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TABLE 2 Continuous baseline demographic and clinical data.

Age at the time of surgery

Number 306
Number missing 0
Imputed % 0
Range 15-72.9 years
Mean 36.9 years
SD 9.9 years
BMI
Number 266
Number missing 40
Imputed % 15.0
Range 18.4-45.9
Mean 28.0
SD 5.2
Defect diameter
Number 296
Number missing 10
Imputed % 3.4
Range 4.5-58.1 (mm)
Mean 20.7 (mm)
SD 7.5 (mm)
Cells implanted
Number 299
Number missing 7
Imputed % 23
Range 1—16 million
Mean 5.57 million
SD 2.03 million
Preoperative Lysholm score
Number 280
Number missing 26
Imputed % 9.3
Range 12.5-91.7
Mean 49.9
SD 17.9

Note: number is the number of patients for whom data were available; number
missing is the number of missing entries (imputed with mean value in the
model).

Abbreviations: BMI, body mass index; SD, standard deviation.
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Generation of the best-fit model

A full model was generated including all variables of
interest and their interaction with time, to identify
variables associated with short-term change (1-year)
or longer-term changes (up to 23 years) in Lysholm
scores (Supporting Information S1: Table 3). Com-
paring the two approaches for representing concur-
rent procedures, the AIC was marginally lower when
using binary coding (yes/no) and this method was,
therefore, used. After backwards elimination, the final
model comprised seven variables associated with
1-year scores and four associated with the longer-
term trend (Table 3). The distribution of the residual
errors was found to be approximately normal
(Figure 3). Case identifiers 2 and 3 appeared to be
strong outliers and were checked but their data were
found to be correct.

According to this final model, every year older at
the time of surgery was associated with a mean
decrease of 0.2 Lysholm points 1-year postsurgery
(p=0.047; Figure 4a). Every unit increase in log cell
number (equivalent to a 2.7-fold increase) resulted
in a 5.3-point lower mean 1-year score (p=0.049;
Figure 4b). Every point increase in preoperative
Lysholm score was associated with a mean increase
of 0.5 points at 1 year (p=<0.001; Figure 4c). Finally,
patients with a lateral femoral condyle (LFC) defect
had mean Lysholm scores that were 6.3 points higher
1-year after surgery compared to patients with MFC
defects (p=0.039; Figure 4d). However, no evidence
was found that having an LFC defect was associated
with a different long-term change in Lysholm over
time. In contrast, patients with trochlear defects
showed the greatest decline in Lysholm scores over
time, but when compared against the longitudinal
outcome of MFC defect patients, the difference was
not significant (Figure 5). However, when using pa-
tients with patellar defects as the comparator group,
the decline was significantly faster. Worse long-term
trajectories of trochlear defects were also found when
defect location was used as a single independent
variable and compared to both MFC defects
(p=0.023) (Supporting Information S1: Table 4) and
patellar defects (p=0.002) (Supporting Information
S1: Table 5).

Finally, defect grade was associated with longer-
term trends in Lysholm scores, with patients having
a grade 4 defect losing on average 1.0 points
per year more than patients with grade 3 defects
(p=0.023; Figure 6). Preoperative Lysholm scores
did not significantly affect the longitudinal Lysholm
scores.
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DISCUSSION

The main findings from this study are that a lower
number of cells implanted, lower age at the time of ACI,
higher preoperative Lysholm scores and a defect on
the LFC were associated with better outcomes
one year after surgery, while having a grade 4 defect
was associated with a worse longer-term trend in
Lysholm scores compared to grade 3. The approach
used provided a comprehensive analysis of clinically

relevant data from a large number of AClI-treated in-
dividuals who had a wide range of baseline demo-
graphic and clinical characteristics. Unusually cell
characteristics (the number used and growth kinetics)
were also examined.

Lysholm scores at 1-year postsurgery were found to
be 0.2 points lower for every added year in age. Poorer
postoperative outcomes in older patients have been
reported previously [21]. An analysis of data from
seven individual studies with a minimum of 9 years of
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TABLE 3 An output of each coefficient in the best-fit model. The significant coefficients are highlighted in bold.

Variable
(Intercept)
Short-term outcome (1 year)
Age at the time of surgery
Smoker
Smoker [ex]
Smoker [no]
Smoker [unknown]
Defect grade
Defect grade [1 and 2]
Defect grade [4]
Defect grade [unknown]
Defect location
Defect location [LFC]
Defect location [LTP and MTP]
Defect location [patella]
Defect location [trochlea]
Preoperative Score 100
Cells to surgery log
Passage number
Passage number [2]
Passage number [3 and 4]
Passage number [unknown]
Long-term trend
Time
Time x Defect grade
Time x Defect grade [1 and 2]
Time x Defect grade [4]
Time x Defect grade [unknown]
Time x Defect location
Time x Defect location [LFC]
Time x Defect location [LTP and MTP]
Time x Defect location [patella]
Time x Defect location [trochlea]
Time x Preoperative Score 100
Time x Passage number
Time x Passage number [2]
Time x Passage number [3 and 4]

Time x Passage number [unknown]
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Lysholm
Estimates Cl p
127.00% 46.57-207.43 0.002
-0.21 -0.42 to -0.00 0.047
= = 0.060
-2.62 -14.97 t0 9.73 0.677
6.89 -0.05 to 13.84 0.052
2.83 -4.42 to 10.07 0.444
- - 0.651
-5.32 -16.73 to 6.09 0.360
0.94 -5.20 to 7.08 0.764
1.61 —-4.36 to 7.58 0.597
= = 0.073
6.27 0.31-12.23 0.039
-3.46 -14.62 to 7.71 0.544
-3.72 -10.64 to 3.20 0.292
3.89 -3.02 to 10.80 0.270
047 0.34-0.61 <0.001
-5.29 -10.56 to —0.02 0.049
- - 0.109
-4.40 -11.05 t0 2.26 0.195
1.16 -7.29 to 9.61 0.788
7.62 -8.05 to 23.28 0.340
-0.95 -2.23 10 0.33 0.147
- - 0.013
1.15 -0.47 to 2.77 0.165
-0.96 -1.79 to -0.14 0.023
-0.83 -1.63 to -0.04 0.040
- - 0.068
-0.36 -1.07 to 0.36 0.326
0.32 -1.32t0 1.97 0.701
0.93 -0.13 to 1.99 0.085
-0.94 -1.97 to 0.09 0.074
0.02 -0.00 to 0.03 0.062
- - 0.146
0.71 -0.03 to 1.46 0.061
0.71 -0.24 to 1.66 0.144
-0.43 -1.93 to 1.07 0.573

(Continues)
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TABLE 3 (Continued)
Lysholm

Variable Estimates Cl p
Random effects

a? 173.37

Too 253.91

T14 1.54

Por -0.33

ICC 0.60

N 306

Observations 1295

Marginal R?/conditional R? 0.236/0.693

Abbreviations: Cl, confidence interval; ICC, intraclass correlation coefficient.

2The intercept value of 127 points represents the score at Time =0 that a patient would have if independent continuous variables have a value of zero (e.g., Age =0,
log(cell number) =0, implying 1 cell) and categorical variables have their reference value (e.g., Smoker = Yes, Defect grade = 3, etc.). Given the age of the youngest
patient [15] and the smallest number of cells implanted (1 million), the intercept value represents an extrapolated and, therefore, hypothetical number.

13
12

Standardized residuals

2 2P

T T T
2 0 2

Standard normal quantiles

FIGURE 3 Q-Q plot showing the normality of the residuals of the
full model.

follow-up found that there was a significant strong
positive correlation between patient age and reopera-
tion rate (r=0.81, p=0.001) [29]. Older patients are
known to take longer to recover after surgery, which
could explain why younger patients have higher scores
at 1 year postoperatively whereas age does not sig-
nificantly impact long-term postoperative scores.
Patients with higher baseline Lysholm scores were
found to have higher Lysholm scores at 1 year following
surgery, similar to other studies [15], with each point a
higher baseline score resulting in a mean 0.5 point
higher 1-year score. This is not surprising given that
baseline and follow-up PROMs in general show cor-
relation coefficients around r=0.5 [38]. Perhaps more
surprising was that higher preoperative scores were
only weakly associated with a more positive longer-
term longitudinal trend, equivalent to at most 0.3 points
per extra preoperative Lysholm point over a decade
(based on the upper 95% confidence limit). Conversely,

patients with a lower baseline score have a more
negative trend and may, therefore, fail earlier, akin to
findings reported by Dugard et al. on 170 ACl-treated
patients in our centre, with up to 19 years of follow-up,
which found that a low preoperative Lysholm score was
predictive of arthroplasty [5]. In this previous study,
which included many of the same patients as the cur-
rent study, a different panel of predictors was identified,
but this is likely due to different outcome measures:
longitudinal Lysholm scores in the current and survival
in earlier study [5].

Interestingly, implanting a higher number of cells
during the surgery was associated with lower Lysholm
scores at 1 year, such that for every unit increase in log
cell number, the Lysholm scores decreased by 5.3
points. A 2012 review of cell seeding densities in ACI
found no studies addressing the effect of cell seeding
density on clinical outcomes and concluded that there
was no evidence that higher seeding densities led to
better outcomes [9]. A later study on chondrocyte
spheroids grouping 75 recipients into low, medium and
high spheroid density found that all three groups had
similar functional and imaging outcomes at 12 months
[27]. However, treatment of OA in other cell dosing
studies has shown the largest pain reduction in patients
receiving the lowest doses [30]. An explanation for this
result and our own findings could be that implanting a
higher number of cells leads to greater competition for
nutrients, increasing cell death and cancelling any
potential gain in functional repair or tissue regenera-
tion. Alternatively, implantating large numbers of cells
might lead to nonuniform clumps of cells, which might
have a negative impact on the repair. Whatever
the reason(s), this study has shown an important
association between smaller cell numbers implanted
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(likely equating to a ‘dose’ in pharmaceutical terms)
and improved patient-reported functional outcomes.
This observation has novel and important implications
for both regulatory authorities and cell therapy devel-
opers and manufacturers.

Having a defect on the LFC instead of the MFC was
associated with a 6.3-point better 1-year Lysholm score.
While this is not a clinically important difference, it is a
significant difference and highlights the model's sensi-
tivity in detecting small differences. The MFC was used
as a baseline comparator as it tends to be the most
frequent injury location in patients receiving ACI [19]. To
our knowledge, no existing research indicates that out-
comes of ACI differ between patients who have defects
on the medial or LFC, making this a novel finding worthy
of further investigation. The incidence of OA is known to
be higher in the MFC [22]. A worse outcome with defects
on the MFC might, therefore, indicate that ACI does not
resolve underlying drivers of OA progression in this
region, such as higher mechanical loads, although no
evidence of a different change in Lysholm over time was
associated with having an LFC defect. Patients with
trochlear defects showed the greatest decline in
Lysholm scores over time, and this finding was signifi-
cant when compared to patients with patellar defects.
The long-term clinical patient-reported outcomes in a
recent study of tibiofemoral versus patellofemoral MACI
also were better in the tibiofemoral treated patients,
despite similar magnetic resonance imaging-based
outcomes across groups [6].

Defect grade was significantly associated with lon-
gitudinal outcome after ACI, with grade 4 defects
showing a 1.0 point/year faster decline in Lysholm
score over time compared to grade 3 defects. Hence,
patients with more severe defects were less likely to
maintain their restored knee function than those with a
lower grade severity. Our data also suggest that out-
comes in patients who have received other procedures
with ACI, such as a realignment surgery or a meniscal
allograft, are no different from those who have isolated
ACI (as the presence of a coincidental procedure was

FIGURE 4 Variables that significantly influence 1-year Lysholm
scores. In all graphs, the vertical axis represents Lysholm scores
1-year postsurgery. The horizontal axis displays the potential
predictor variables: (a) Age at the time of autologous chondrocyte
implantation (ACI); (b) number of cells implanted; (c) preoperative
Lysholm scores; (D) defect location, patients with lateral femoral
condyle (LFC) defects had significantly better Lysholm scores at
1-year postsurgery compared to Medial Femoral Condyle (MFC)
defects. *Significant difference between categories (MFC and LFC,
p<0.05). LTP, lateral tibial plateau; MTP, medial tibial plateau.
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not significantly associated with the outcome at 1 year
or longitudinally). This suggests that patient outcomes
can be normalised if associated pathologies are cor-
rected at the time of the index surgery, as also shown
by others [18].

There are limitations that need to be considered
when interpreting the results of this study. Most patients
(276/290) provided postoperative Lysholm scores at
1 year. However, there was a gradual decline in
response rates as time progressed and gaps in the data
may have impacted the observed trends. Linear mixed
effect modelling naturally handles missing longitudinal
data and is one of the two methods recommended by
the European Medicines Agency. However, this method
only gives unbiased estimates if data are missing at
random, but several scenarios are possible where
missingness is related to the outcome. Older studies on
patients who were lost to follow-up after knee ar-
throplasty suggested that those patients had poorer
outcomes [26]. However, more recent orthopaedic
studies where patients who did not return questionnaires
were contacted found only a very small difference in
reported outcomes [7, 34, 35]. A further source of
‘missingness’ was missing baseline characteristics,
which was addressed by imputing mean values, but it
must be noted that findings from imputed data might not
reflect that of the ‘true’ patient population. However,
mean imputation provides conservative estimates.

Finally, in developing the OsCell database, some
information was never collected that would have been
of interest in hindsight, such as an objective measure of
malalignment. Furthermore, when the database was
developed the Lysholm scale was well-established and
seemed an appropriate scoring system. Nowadays, the
Knee injury and Osteoarthritis Outcome Score (KOOS)
has been more widely adopted, but our database pre-
dates even the first KOOS publication from 1998 [33].

CONCLUSION

In conclusion, a complex ‘real world’ data set from a
large number of ACI-treated patients (under a range of
historical treatment guidelines) was analysed, leading
to the inclusion of patients that would not necessarily
be treated with ACI today. Our analysis gives additional
support to the well-established positive association of
lower patient age and higher preoperative scores with
higher postoperative Lysholm scores but also found
novel associations such as a lower number of im-
planted cells being associated with higher post-
operative scores and the association of defect location
and grade with long-term scores. These areas should
be explored more thoroughly, for instance, by experi-
mentally varying cell numbers or making better use of
imaging, to gain an enhanced understanding of how
defect characteristics influence outcome.

1"
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The variables associated with ACI outcomes iden-
tified in the current study apply to a patient population
representing a typical orthopaedic clinic (rather than a
clinical trial setting with a more restricted cohort of
patients) and will, therefore, benefit ACI surgeons in
improved patient selection in both settings.
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